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above were therefore all analysed using the [3H]*poly(U)
assay. In each case, the poly(A)_dontent of the initial
RNA, the four poly(A)+ RNA fractions and the final unbound
poly (A} RNA was determined. Table B summarizes the data
thus 6btained; it also includes data for two other fraction-
ations of totai RNA preparationg. The poly(A) con-
tent of each sample is expressed as a percentage of  the
total poly(A) found in the starting material. The data
of Table 8 indicate that there are two factors influencing
the efficiency with which poly(A)tbRNA is removed from
total RNA: sample size and Lhe salt concentration in the
column binding buffer.

Sample siZe appears to be the most important facéor.
When 74mg total RNA ‘(equivalent to 102yg poly({(A)} was
applied to the first oligo({dT)-cellulose column only
40-50% of the poly(A) in the sample was retained and
smaller amounts were still r;tained by subsequent columns.
When the sample was reduced to 44mg RNA (5lug poly(A)),
59-88% of the poly(A) 'in the sample was retained on the
first cotumn. This percentage rose to 90-100% when only
21-22mg total RNA were applied. Tiuis effect might be explain-
ed by an overloading of the oliéb(dT)-cellulose resin with
sample in the case of the larger samples (see discussion);
however, a high prbportion of the poly(A) content of all

total RNA preparations is retained provided the sample is
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run through a sufficient number of columns. Four oligo {(dT)-
cellulose columns were adequate to remove 80% or more of the
poly (a) from up to 74mg of the initial RNA prépafation.

In most of the fractionations detailed in Table 8, overall
poly (A) recovery was over 90%, and thus polj(AL recovery
is“essentiaily guantitative. )

The use of binding buffer containing 0.15M NacCl
-instead of 0.4M NaCl did routinely result in a slightly
higher recovery of poly(A)lon the first_colﬁmn and a 1ower\\
poly (A} recovery on later columns, particularly on column |
four. These findings are againconsistent with the idea that
" a lowereé salt concentration reduces contamination of
poly(A)+‘RNA fractions with.rRNA. The total yield of the
poly (A) in all the column bound RNA fractions did not appear
to be greatly affected by the ionic conditions used.in the
chromatography. Both salt conditions would appear to be
sufficient to allow complete retention of poly(A)+ RNA -
by this resin. |

The [3H]-poly(U) assay also provided important infor-
mation regarding the mature of the final unbound RNAs
produced by these fractionations. 1In all cases, the unbound
RNA fraction was substantially depleted of poly(A) and there

appeared to be little difference between the poly(A)_ RNAS

prepared under the two ionic strength conditions used for
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.running the affinity columns. The highest level of .poly ()
found in these preparations constituted of only 2.1% of the
poly (A) present in the starting material and several unbound
RNA fractions céntained much lower levels; the lowest
recorded was 0.23%. In terms of absolute amounts, these
percentages represented 29-2.4ng poly(A) per mg RNA. These
values are so low that even using large quantities of
unbound RNA in the poly(A) assay, the resulting hybrid
[3H]—labe1 is close to background values. The large
variability in the poly(A) content of these samplééfmay
be due im part to the fact that measurements of their poly(A)
content are made at the limits of sensitivity of the [3H]-;
poly (U) assay. For all practicalipurppses these final

‘unbound RNA preparations may be regarded as poly(A)~, .

DISCUSSION

in earlier reports on purification of rat aliA and casein
mRNAs (275 ,42), complete recovery of poly(A)+ RNA was
deemed to have occurred after passage of total RNA through
one 0ligo {dT)-cellulose ‘column since passage of the resulting
unbound RNA through a second column did not result in further
RNA retention. In the present studies, it was necessary

to evaluate RNA fractionation by affinity column chromato—

2
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graphy, using an independent measure of poly(A) content,
since it was eqsential for subsequent analyses to show
that the unbound RNAs produced were free of'p;ly(A) and
-that most or all of the poly(A) in the total RNA preparations
was recovered in the poly(A)+ ffactions. RNA p;eparations
which failed to bind to oligo(dT)-cellulose could still
contain significant amounts of oligo(A), if a proportion
of the poly(A) in these samples waé present as sequences
shorter than 20 nucleotides.

Table 8 summarises the fractiénation of éeveral rat
mammary RNA preparations by oligo(dT)—cellulose in terms
of poly(A) recovery. Two major conclusions may be drawn from
this data. First, with the 1 g. oligo(dT}-—cellulose columns
.used here, the number of rounds of cﬁromatography needed
to remove . a high proportion o f the poly (A) from the
RNA fractions depended on initial sample size. Large
samples (44mg RNA and more) required passage through 3-4
columns, depending on the‘precise salt conditions, while
smaller samples (21f22mg RNA) needed just 1-2 column runs
for complete fractionation. The poly (A) éssay indicates that
these columns appear tb be capable of binding no more than
50ug poly (A} on each passage of a total RNA preparation.'
This value is much lower than that‘quoted‘bf the producers
of this resin, Collaborative Research (305). They claim
that type 2*bligo(gT)—cellulose binds _1,200pg or more

poly (A) per g. resin. Collaborative Research measured
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poly (A) retention by this resin using synthetic Boly(A)
sequences of length 290 nucleotides {(mol.wt. 100;000 daltons).

It will be shown (Chaptér 4) that the steady~state length

of the poly (A) seguences present in the rat mammary
preparations is much shorter than 290 nucleotides. If 5;_\\
each poly (A} sequence is retmined by one oligo(df) chain,
"then the total amount of poly (&) retained by oligo (dT) -
cellulose will be very dependent on poly (A) length; use
of long poly{(A) tracts to determine poly(A) retention will
result in large overestimates oflthe capacity of thiaﬁgsigﬁ
to bind much shorter poly () seqﬁences. This factor
. may be contributing to the discrepancy obsexwe ween
the observed and quoted capacities of this resiq.

The second major cbservation to be made from Table
8 is the small amount of poly (A) retained in_ the final
unbound RﬁA fractions. The amount of poly{A) remaining
in these preparations is no greater than 2.1% of the initial
poly (A} content in all cases, and in many instances the
level is much lower - 0.23% is the smallest value observed.
This degree of depletion of poly{(A) from these preparations
compares favourably with the levels of depletion reported
by other researchers investigating the presence of poly(A)
mRNA. Ragg et al, (121) fractionated a plant RNA preparation
by oligo (dT)-cellulose chromatography, and showed that

the unbound RNA fraction cohtained less than 5% of the
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poly (A) of the starting material: poly(A) was measured
by.the relatively insensitive method of determining
resistance to RNases A and Tl. "Brandhorst et al (111)
showed that a poly(A) . RNA preparation from sea urchin
embryo RNA contained only 4% of total‘poly(A), using the [3H]—
poly (U) assay. Moffett and Doyle (116) were able to prepare
poiy(A)_ RNA from mouse liver which contained no more than
1% of the poly(a) in thé original RNA extractjy poly(A).

was again determined by [3H]—poly(U) hybridization. It

is clear that the poly (A} RNA preparations produced here
from mammary RNA have been depleted of poly(A)'to an

extent comparable to that reported by other researchers,

and tha£ these preparations may be usea for the

detection of poly (A} mRNA. As discussed previously,
measuremenfs of the poly (A} content of the unbound RNA
fractions were carried out at the limits @f sensitivity

of the [3H]~poly(U) hybridization assay, and this may

partly explain the dégree of variability in the reported
levels.

Actual values of-thedpoly(A) content of these samples
will‘bélower than those reported in Table 8 since poly (A)
sizing experiments performed on these 'poly(A) RNA samples
did indicate that some of the [3H]—poly{U) hybridization
could be due to binding of [38] -poly{U) to DNA
sequences {see Chapter 4).

R
One unexpected observation in

is \work was the apparent
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heat-sensitivity of the rRNA species. Exposure of rRNA
to temperatures of 60-70°C. for short time periods (2-10
minutes) has not been reported to adversely affect the
structural integrity of RNA, No satisfactory explanation
for this effect was obtained, and it appeared that rat
mammary mRNA was not heat-sensitive since heat-treatment
Iwas routinely performed on RNA preparatiqps prior to
sucrose density centrifugation,(Chapter 5), and mRNA/cDNA
hybridizations were performed over several hours, or even
days, at 68°C. (See Chapter 6). The problem was not
pursued since simple omission of the heat treatment of
total RNA before oligo(dT);cellulose'chromatography

permitted preparation of structurally intact poly(A)} RNA.
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CHAPTER 2

THE USE OF POLY(U) SEPHAROSE AFFINITY COLUMN

CHROMATOGRAPHY TQO FRACTIONATE TOTAL MAMMARY RNA

In Chapter 1 it has been demonstrated thgt passage of
rat mammary RNA preparations tﬁroogh succeseive rounds, of
oligo(dT)-cellulose affinity chromatography is effective
in separating these preparations into poly(A)+ RNA fractions
and ooly(A)_. RNA fractions depleted of 98% or more
cf the poly(A) present in the starting materlal The major
drawback to thlS procedure was the fact that if. large guarm-
tltles of RNA (40mg or more) were to be processed in this
way, several rounds”of chromatography had to be'perforﬁed;
Slnce thlS work requlred frac&ionatrou of a large number
of RNA samples 1nto poly(A) and poly(A) - preparatlons (see
: Chapter77, deyelopmental study), it was;ob;ibusly desirable

from:a practicaEMEtandpoint to determine if a more efficient

o

-

process was available. Since there are some : _reported
advantagee of ﬁhe resin poly(U). eeoharose,:overuoligo(dT)
cellulose (dlscussed below), the use of poly(U) sepharose
for fractlonation of rat mammary RNA was evaluated

| Oneureporced advantage of" poly(U)feepharose is‘thatlit

is capabie of binding, and thus retaining, shorrer polygA)

~
1
12

' sequences Ehan the oligo (dT)=~cellulose resin, It
is claimed that poly(U) sepharose can bind oligo(A} sequences
P . 1 b

as small as 10-15 nucleotides {55); oiigo(dT)—cellulose -
. X S
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can only bind poly(A) sequences ionger than 20 nucleotides
(56, 101). RNA preparat;ons containing short oligo (A)
sequences (10-20 ;esidues) should thus be fractionated by
pdly(U)-sepharose, since oligo(dT)—cellulose will be unable
to re%aiﬁ the short oligo(A) chains, and separation of poly(A)+
and poly(A)  RNA species will be incomplete with the latter
Egginf“'A few reports of the existence of RNAs bearing
ipbly(A) tracts of 10-25 residues which were retained by
poly(U)_sepharase'but not oligo(dT)-cellulose have appeared
in “the iiterature (25 ,84). It has also been claimed that
the use of- poly(U) -sepharose produces poly(A)+ RNAs which
exhibit reduced contamination by rRNAs compared to RNAs
re£ained.by 0ligo(dT)-cellulose (21).

‘These reported advantages‘of Eoly(U)“sepharose were
the two main reasons for studying the effectiveness of this
resin for fractionation of rat mammary RNA. The experiments
described in this ch;gzer were again carried out using total

mammary RNA from the glands of 11-15 day lactating rats.

MATERTALS

™

(

Poly(U)-sebhardse 4B was obtained f{S? Pharmacia
Fine Chemicals,.Dorfal, Que. .JIt was stored as a dry powder
at -20°C until column preparation. The first columns made
with this res¥®n were tall and‘narroﬁ (1lmm x 120 mm) but

)
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the . flow rate of solutions through columns of thigﬁ
dimension was too_slow_to bé practical, particularly during
passage of concentrated RNA solutions  through the resin.
The columns which were finally used had dimensions of

25 mm x 20‘mm and flow rates(é;ﬂip to 1 ml/min could be
obtained with them. When not in ﬁse, columns were stored
in 'buffer containing 0.0%2¢% sodium azide and 0.2% SDS at
4°C.

Formamide was obtained from several sources, inéluding
Matheson, Coleman and Bell (Norwsod, Ohio, U.S5.A.),
Bethesda Research Laboratories, (Gaithersburg, Md, USA) and
Eastman Kodak Company (Rochester, N.Y., U.S.A.). Formam-
ides were stored at 4°C. All these preparatibns of formamide
had high absorbance values in the UV range (OiJ260 greéter
than 1.0). Attempts were made to improve the form;pide by
the method reportéd by Tibbetts et al. (306}, Norite A
charcoal {(Fisher, Fairlawn, N.J., U.S.A.) was added to for-
mamide (2 gm charcoal/100 ml formamide) and the suspensiqn
was stirred for two hﬁé;f}//Charcoal was removed by filtratioh
through Whatman numberki filter paper. Formamide was
aléo treateq with Chelex 100 (Bioradi and a mixed bed
resin AD501-X* (Biorad) using 5 gm of each resin per
100 ml formamide. After stirring fof‘two hours, the resins

were removed by filtiation. Formamide treated by this pro-

cedure was stored frozen at -20°C. Although this procedure
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did reduce the UV absorbance of these formamide prepara=—
tions slightly ., the absorbance, measured at 270nm,
remained high ( 1.0 0.D.).

SDS was obtained from two sources: Sigma and BDH
Chemicals (Ville St.Laurent, Que). SDS from tﬁe latter com-
pany was 98% pure, while that from Sigma was only 60~7b%
pure. The ethanol precipitation experimeﬁts were performed
with SDS from Sigma; use of the purer grade SDS in place
of Slgma SDS gave comparable results in RNA precipitations

from formamide.

METHODS

(i) Poly (U) -Sepharose chromatography

Poly (U) -sepharose columns were run using the buffer
system of Sehgal et al. (196). Total RNA preparations,.
at a concentration not exceeding 2.5mg/ml, were applied
to the ¢olumn in 0.4M NaCl, 10mM Tris-HCl,»pH7.4, 10mM
EDTA and 0.2% SDS.. After thorough washing with this buffer
to remove:unbound RNA, poly(A)+ RNA was eluted. This was
initially accomplished by a three step elution using (a)
salt free buffer (10mM Tris-HC1l pH 7.4, 10mM EDTA and 0.2%
SDS); (b) salt-free buffer containing 50% (v/v) formamide;.
(c) salt-free buffer containing 90% (v/v) formamide. In

+ later experiments, for reasohs discusseé in the text, elutions

(a) and (b) wefe omitted. Column 'bound and unbound RNA

fractions were collected by ethanol precipitation, dissolved
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in low salt buffer and their concentration was measured

by UV absorbance at 260nm.

(ii) Ethanol precipitation of RNA from formamide-containing

L4

solutions

For the puréose of investigating the effects of for-
mamide on RNA precipitation in ethénol, precipitations were
performed as follows. RNA samples were brought to a final
volume of 4 mls (8 mls for the study‘pf RNA concentration
effects) containing 10mM Tris-HCl, pH7.4, 10mM EDTA, 0.2%
SDS in the appropriate Qolumes of water and formamide to
obtain the required formamide concentration. Samples
were then broughtlto 0.2M NaCl using stock 5M NaCl and
two volumes of cold 95% ethanol were added. After overnight
precipitation at -20°C, the precipiﬁates were sedimented in
a swinging bucket Sorval HS-4 rotor at 6500 RPM (8130g max)
for 30 minutes at 4°C. The ethanol layer was removed and
the precipitate washed once using 2,ml cold ethanol and
the same centrifugaticn qonditions. A second wash was
performed by centrifugation in a f;xed angle Sorval
SA-600 rotor at 14,000 RPM (28,000 g max) for 25 minutes
at 4°C. The final ethanol wash was removed and the RNA
precipitates were dried. Each pellet was dissolved in

0.4ml1 low salt buffer and RNA concentration was determined

‘by UV absorbance.

The methods for extraction of total mammary RNA and
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the [3H]—poly(U) assay for poly(A) were as described

previously {(Chapter 1, Methods }..

RESULTS

(1) ‘Initial studies on the use of poly (U)- sepharose: poly(A)f

RNA elution required 90% formamide solutions

In the literature, there is a wide variation in the
reported conditi?ns reQuired to elute bound RNA from poly(U)-
sepharose. Conditions range from the_uge of water (53)
to 70% (21) or 90% (52) foiTiT}de solutions. It was thus
Qgcessary to determine in the initial experiments the

\ type of elution buffer required to remove bound RNA from

( t?is resin.
' The studies shown in Table 9 compare thé yvield of
poly(A)+ RNA when heat-treated total mammary RNA was passed.
¢hrough oligo(dT)-cellulose or poly (U)- sepharose coiumns.
In agreement with previous studies, oligo(dT)-cellulose
retained about 2% of the RNA applied under binding conditions;
the retained poly(A)+ RNA was readily eluted with low salt
buffer, Elution of bouﬁd RNA from poly(U) -sepharose was
initially performed under ﬁhree different conditions:
the salt-free buffer eluted only 79ug RNA (0.42% of RNA
applied to the colﬁﬁ&l/&nd further elution with SO%Iand
90%:formamide solutions liberated only 96ug and 105ug
respectively. It is evident that a high recovery of bound

RNA from poly (U) ~sepharose columns requires highly denaturing

F,
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TABLE 9 COMPARISON OF POLY(A)+ RNA YIELD AFTER FRACTIONATION

OF TOTAL MAMMARY RNA USING OLIGO(dT)-CELLULOSE AND POLY (U)-

SEPHARCGE
Resin No. of Eluate Poly(é)+ RNA eluted
Sgigmns ii;ﬂmn salt-free 50% 90% final
P buffer form form yvield
(vg) (ug) (ug) (%)
T 2 1 342 - - 1.84
“ 2 28 - - 0.15
u 1 1 79 9 105 1.51
u 2 1 : - - 481 2.59
2 : - - 71 0.38

Total mammary RNA preparations (18.6mg) were applied to affinity columns
as described. RNA was applied to oligo(dT)-cellulose buffer (T) in

0.4M NaCl and poly(A)+ RNA was eluted in low salt buffer (Chapter

1, methods). Poly(U)-sepharose () columns were run as described

(see methods), poly(A)+ RNA was eluted by up to théee conditions

as indicated. bSamples were heat-treated before application to the
resin and one or two columns wefe used sequentially as shown. (-)

. +
indicates that this elution was not performed, Final poly(A)

RNA vields are expressed as a percentage of the initial RNA sample,
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condiﬁions of the type provided by a 90% formamide solution.
Subsequent poly (U)- sepharose elutions weré therefore per-
formed with 90% formamide only, as indicated in théthird
fractionation shown in Table 9. A high yield of poly(A)+
RNA was obtained using 90% formamide in this case; 18.6mg
total RNA gave 48lug poly(A)+ RNA {2.59%) on the lst column
but only 7lug (0.38%) on the second column. It appears
that 18.6 mg total RNA has almost all its poly(A)T RNA
removed after two passages through poly(U) sepharose. ]
| Dufingrthese studies, which indicated that formamide
solutions are required in order to elute column bound RNA,
certain problems associated with the use of formamide'became
apparent. It has already been stated that commercially
available formamide has a significant absorbance in the

UV range (230-280 nm). The 90% formamide solutions used

to elute bound RNA from ﬁhe column had an optical density

of 0.8 or higher;‘since RNA elution is usually monitored

by optical density measurements this was a serious problem
and it was necessary to collect relatively large volumes of
column eluate and precipitate the RNA before measurement of
the RNA in the eluate could be performed. As will be shown
later, the inability to measure the yield of poly(A)+ RNA
directly after elution from the column is a serious handicap,
since recovery af poly(A)+ RﬁA after passage through poly(U)-

sepharose and after ethanol precipitation cannot be deter-

mined at each step. Furthermore, a single ethanol precip-



- 141 -

itation was often not sufficient to remove all traces of
formamide and reprecipitation of RNA samples was sometimes -

necessary.

(ii) Fractionation of RNA by Poly(U)—séﬁharose can give low

poly (A) vyields

A total RNA preparation (5lmg) was applied to two
poly (U) -sepharose columns in sequence1zsing Sehgal}s
buffer éystem (see methods). ‘No heat treatment was
used. After washing through thé rRNA, bound RNA was
eluted separately from each column with the buffered 90%
formamide solution. Both unbound and bound RNA'fracﬁiéns
were collected by precipitation and assayed for poly (A)
content using the [3H]~poly(U) assay. In this experiment,
the seconé column yielded no significant amount of poly(A)+
RNA - it.appeared that the first column removed all the
pon(A)+ RNA in the sample. When the initial RNA, the poly(A)+
RNA fraction from the first column and the unbound RNA
were all assayed for their poly({A) conteni, ov?rall poly (i)
recovery after fractionation was poor. The initial RNA
contained 64ug poly(A); 30-35ug wererecovered in the poly(A)+
RﬁA fraction and no poly(A) could be detected in the unbound
(2x poly(A) ) RNA fraction. This represents a poly (A)
recovery of only 50%.

a

Possible reasons for this result were investigated.
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Initial studies looked at thé possibility that the poly (A)
assay was not providing true values due to the presence
of small amounts of .poly(U) in the RNA samples. Loss of
poly (U) from poly (U)-sepharose during wakhing of these
columns has not been reported aithough poly (U) is reported lost
from ?oly(U)jsE}lulose(40). If small amounts of unlabelled
poly (U) were introduced into the poly(A):[3H]~poly(U)
hybridiZatidn, unlabelled poly (U) wauld coﬁpete wiéh
the [3H]—poly(U) for hybridization to poly(A). The assay
would yield low values for the poly(Aa) ﬁresent ungexr
these conditions. | '

In Table 10, it is shown that salt—freg buffer which
had been passed through poly(U)-sepharose in the absenpe
of RNA had no effect on [3H]mpoly(U) detection of gynthetic
poly (A) . Asgsay of RNA samples in the presence and,absence.,

of an internal standard were also consistent., These results

P

\

. suggest that there are not sufficient amounts of poly (U}

in these samples to interfere with the [3H]-poly(U) assay. 1\
A different explanation for the low poly(A) recovery

from poly{U) sepharose column chromatography was provided

by studies onrthe recovery of RNA by ethanol precipitation

from formamide-containing solutions. This work is summarised

in the following section.
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(Legends to Table 10)

{i) [3H]—poly(U) assays were performed in the presence of
110 ng synthetic poly(A) and 0.15-0..30 ml of binding and
elution buffers which had been passed through poly (U) -
sepharose. The volume of the assay was increased to

1.2ml ¢to permit relatively large volumes of solution to
be ipcluded. A high concentration of b:lgcl2 (16, 7mM)

was included in the assay to counteract the EDTA

in the column buffers. The assay was perfdrmed'as described
in methods (Chapter 1). The values of/Precipitated cpm
shown are the mean ¥ the range for ddplicate determinations.
(ii) a [3H] poly (U} assay was performed on initial and
fractionated RNA in the absence (a) and presence (b) of an
internal standard. The assay was performed as described

in methods, Chapter 1, s.{(iii). The internal standard,

31lng poly(A), gave 4245 cpm in the assay. The expected
amount of [3H]-label in the precipitated hybrid when both
the sample RNA and the internal standard were included in
the assay was determined by adding 4243 cpm to the values
in (a). The assay background {(with Ong poly{(A)) was

"

530 cpm.

»
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TABLE 10. EVIDENCE AGAINST INTERFERENCE 'IN THE [3H]—POLY

(U) ASSAY BY POLY(U) IN SAMPLES PREPARED BY POLY (U) SEPHAROSE

COLUMN CHROMATOGRAPHY

[i) Effect of including column eluate in the

poly (A) assay

Addition to assay [3H]-1abe1 in hybrid proportion of
precipitate precipitated

(cpm) [3H]-1abel (2)

none 20,000 % 1100 . 100

0.3ml binding buffer which

had been passed through +

column #1 18,500 - 105 91

0.3ml binding buffer which ’

had been passed through +

column #2 19,900 - 160 98

+0.15 ml buffered 90%

formamide solution which.

had been passed through +

column- #1 18,400 - 480 91

(11) Analysis of ERNA fractions produced with poly(U)-sepharose by

the [BH] poly(U) assay with or without an internal standard

W

. J
Sample RNA Amount of [3H}-1abe1 in the hybrid - Expected
when the assay contained: amount of
\ [ *H]-label
type g in assay (a) sample RNA (b) sample RNA in (b)
and internal
standard
(cpm) (cpm) (cpm)
total 28 ,. 4790 8290 9035
unbound 151 160 4930 4405
polya)t  0.55 3220 . 7680 . 7465

/
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{(iii) Recovery of RNA from formdmide—containing soiiutions:

optimization of ethanol precipitation

A

The high degree of variability'observed in the recovery
of RNA from formamide solutions made it necessary to carry
out a large number of precipitations before any conclusions
could be drawn. All the precipitations performed can be
grouped under three setéﬂof condi;ions:

(a) precipitation fro£:Fh$ type of solution that would be
obtained from a poly(B) sepharose column eluate (90% for-
mamide, 10mM Tris-HCl pH7.4, 10mM EDTA, 0.2% SDS) after
dilution with water to the indicated formamide concentration.
Under these’ conditions SDé concentfation varied with the
formamide concentration,

(b) Precipitation from solutions of varying formamide
concentration but constant SDS conceritration (0.2%).

(¢) Precipitation from solutions‘ﬁf varying formamide
concentration in the absence of SDS.

The reason for investigating these tﬁree éonditions
was to determine whether or not the SDS present in ﬁhe
precipitations was contributing to, or causing, the low
RNA recoveries, since initia%jobservatidns suggested that
this could be a factor. However, RNA precipitations carried
out in the absence of formamide showed that'increasing
amounts of SDS (Sigma) up to a concentration of 0.5%;

did not affect recovery (see Table 1ll1). These data show

that when 149ug RNA were precipitated under the conditions

described, recovery was about 82% in the absence of sDs,
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TABIE 11: EFFECT OF SDS ON RECOVERY OF RNA AF;I‘ER PRECIPITATION
FROM AQUEQUS SOLUTION

SDS CONCENTRATION (%) RNA YIELD (%)
mf’b\\ 81.6 * 5.1
(///3.05 ‘ 84.3 + 2.1
0.10 © 74,1 £ 1,
0.15 82.6 * 0.
0.20 . 73.4 %
0.30 82.9 + :
0.40 78.2 + 3.
+ .

0.50 83.1

_—

2

TOTAL MAMMARY RNA (149ug) was precipitated from 4ml low
salt buffer containing the indicated SDS concentration.
Precipitation was performed as described in Methods..
Recoveries were measured by absorbance (260nm)
measurements and expressed as a percentage of the
amount of starting material (149ug). The value -given
for each SDS concentration is the mean t the range for
duplicate determinations. The SDS used was from Sigma
(see Materials).
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and this remained faifly constant over the range of SDS
.concentrations tested. It remained a poésibility that the
low RNA recoveries observed might be due to.the combined
effects of SDS and formamide, and this is why the three
sets of conditions were investigated.

Figufe 4 summarizes the results of studies on recoﬁé:&
of RNA after precipitation from formamide—containing
solutions. Several control precipitations performed in
the absence of formamide yielded an average recovery of
85.6% - 6.8% (stanéard deviation); this recovery has been
:}gdjusted to 100% and all gther recoveries have been expreifed
as a percentage of this control. Figure 4 shows that with
increasing formamide concentration, RNA yield progressively
dropped and values as low as 10% of the control were ob-
tained using 70-90% formamide solutions. ‘No difference
between the three sets of conditions was observed and i
therefore the data for all three conditions"ﬁeré combined
to produce the regression line. This line indicates that
overall there is a 7% decrease .in RNA recovery for each
10% increment in the formamide concentration. However, the
high level of variability\obserQed"in Figure 4 severely
. restricts the usefulness of this regression value. Even
though the mean recovery might be considered acceptable up

to formamide concentrations of 70%, the standard deviations’

show that when the formagéde concentration exceeded 30%
& -
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Figure 4. Effect of Formamide on RNA Precipitation.

Precipitation of 148 Mg of mammary’RNA from a final volume
of 4 ml-w?s carried ou£ as described in Methods, from either
90% formamide containing 1o’mn Tris-HCI (pH 7.6), 10 mM

EDTA, 0.2% SDS diluted with water to the indicated concen-
tratiﬁn of formamide (¥) or at a fiﬁallconéentration of 10 mM
Tris-HCl, 10 mM EDTA either in the presence of 0.2% SDS (¥)
or in the absence of SDS 93). The recovery is expressed as
the % of the RNA that precipitated at 0% formamide in eaéh

experiment. In the abgence of formamideithe RNA used gave

" a recovery of 85.6% t 6.8% S.D. (n£l2). . All the values

were used to calculate the regression line®(recovery % =
HO.éG formamide % + 96%; r = -0.67, p<0.001) and the mean
recovety and its standard deviation for each 10% interval

of the formamide concentration.
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the variability was already so high that the precipitation
was unreliable.

The formamide used in these studies was from Matheson,
Colemah and Bell; %t was charcoal and resin treated before
use since it was found that treated formamide gave 10-20%
better recoveries than non—tréated formamide. The two other
types o% formamide availéble (from Eastman and BRL) showed:
essentially similar properties ta the MCB material when used
.in RNA preéipitations; this effect is thus not limited to one,_.*__%\j
type of formamide., .It was of interest to determine whether
low RNZ yields after precipitation from formamide solutions
were assocliated with a selective loss of smaller molecules.
Electrophoresis on 2.2% polyacrylamide SDS gels of RNA samples
before and after precipitation showed that even at very low
recoveries a constant 18S/285 rRNA ratio was maintained (data
not shown). While this indicates no preferential loss, it
remains possiﬁle that smaller melecules {eg tRNAs) were
" selectively lost during this procedure.

To test the effect of RNA concentration on recovery
from formamide solutions, the recovery of 18-370ug total RMA
from'8 ml 45% formamide soJ:utionwas, assessed. The solu-tidns
{at a final RNA concentration of 2.3ug/ml to 46ug/ml)  con-
tained 0.1% SDS and were equivalent to a two-fold dilution of
pely (U) ~sepharose column eluates. Precipitation Qas carried

out as described (see methods) and the RNA yield was determined

by UV absorbance measurements. The yields for the low RNA
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concenﬁf:tlons (which had low optical densities) were con-
- firmed in a separate experiment in whlch each sample was
supplemented with 8,700.cpm of [ H]-poly(U). In this case
yield was based on 3H-label recovery. This lat ter method
overcame the difficulty of measuring .very dilute RNA.
concéntrations by UV absorbance. 'A control précipitation
performed wtih 29Bug RNA in the absence of formamidé gave
a recovery of B88.5%. In the presence of 45% formamide,
preparations containing 74-370ug RNA gave similar recoveries
and even the lowest amount of RNA tested (1l8ug) showed only
a 20% reduction in yield.

It was concluded that the principal consideration when
RNA is to be precipitated from poly(U) sepharose column
eluates is not the'aTount aﬁd/or concentration of the‘RNA
sample, buélthe conceﬁtration of the formamide in the
solution. The formamide concentxation study (Fig.4f) shows
that RNA recovery from such solutions can be optimized by
appropriate dilution 6f the formamide solution before
precipitation. Although di;ution to 45% formamide was
often sufficient to permi£ high RNA recovery, reliable

recoveries were not ensured at formamide concentrations
b

&
greater than 30%.

~

(iv) Fractionation of total mammary RNA using poly(U) sepharose

Two preparations containing 44 mg total mammary RNA

were eaqh run through two poly (U) -sepharose columns as
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described in methods. Poly(A)+‘RNA was eluted from the
columns in buffered 90% formamide solutions but was diluted
threefold with water before ethanol precipitation.. Reduc-
tion of the formamide levels to 30% in these solutions

was done to ensure high . RNA - recovery on
precipitation. Table 12 summarises the recovery of poly(A)+
and poly(A) RNA fractions obtained under these conditions.
These fractions and the initial RNA preparation were assayed
for poly (A) content by the [3H]—poly(U) assay, and this
information is also provided in Table 12.

The results of the two experiments are very similar.
Passage of 44 mg total RNA through two poly(U) -sepharose
columns yielded a total of_1;73 mg and 2,64 mg offpoly(A)+
RNA using the modifi;d precipitation technique (see previous
page). In both experiments, over 90§ of the RNA applied to
the columns was xecovered. Poly(A) recovery was also high;
two passages through poly(ﬁ)-sepharose was sufficient to
remove 98% or more of the poly{A) from total RNA and 6ver
90% of this poly(A) was recovered as poly(A)+ RNA. The
poly(A)— RNA preparations produced contained respectively
0.95ng énd 2.1ng pqu(A)/mg RNA; these values are comparr-
able to those obtained after Eour passages of 45 mg total

RNA through oligo(dT)-cellulose (see Table 8, Chapter 1).
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TABLE 12: FRACTIONATION OF TOTAL MAMMARY RNA BY POLY (U)
SEPHAROSE COLUMN CHROMATOGRAPHY

> RNA .
Fraction- Total RNA Po.ly(A)+ RNA eluted Poly(A) recovery in
from RNA column
atlon applied Col. 1 Col., 2 (unbound) fractions .
ng (%) '
2e RNA 44 ~1.05 0.68 . 40,9 , 97
poly(A)(50'6) (28.2) (21.6) . (0.49) (99)
2f ng 44 1.12 0.92 38.5 . 92
RNA _\k
IJDl},(A)(so 6) * (34.1) (10.7) (1.1) L(9L)
f- _,'\l
(__."

_ Two ﬁreparations containing 44mg total mammary RNA were
each run through two poly(U) sepharose columns as described
in methods. Poly(A) RNA was eluted with 90% formamldE
and dlluted to 30% formamide before ethanol prec1p1tatxon
Poly(A) and unbound (2x poly(A) ) RNAg were collected by

ethanol precipitation and assayed for poly(A) using the
' [3H]—poly(U) assay (see methods). The total poly(A) content °
of each sample is given iQ‘brackets (M g) underneath the yield (" -~
(mg) of the RNA sample. The final column indicates the
recovery. in the bound and unbound fractions (expressed
as a percentage of the total applied).
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DISCUSSION

An.unexpected problem encountered duriné the use of
polyiU)—sepharose was the effect 6f high concentrations
of formamide on ethanol precipitation of RNA. This effect
can gréatl& reducéythe recovery of poly(A)+ RNA obtained
after elution from a column using solutions containing
up to 90% formamide. A detailed étudy of this effecéﬁv
'showed that reproducible recof%fy of RNA from solutions
containing over 30% for@;{@ﬁegﬁds not obtained and at high
formamide concepﬁrations‘k76790%) very low RNA recoveries
could be ‘obtained (10-30%). |

This probiem has not been previously reported; however
Shapiro and Schimke do mention that during ovalbuﬁin mERNA
puridication, polySA)+ RNA was eluted f£fom poly(U)-sepharose
ﬁith sélutions containiné 70% formamide and these solutions
were diluted to a formamide concentration of 30% before
ethanol precipitation (21). ©No reason for this dilution
was given, but it is possible that these workers had ob-
served formamide effects similar to those described here.

One reason that this effect -might have escaped attentiqp

in other work is that poly(A) recovery is not usually mon-

itored during poly(A)+mRNA preparation. The recovery of MRNA

~

S
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is measured Ey cell-free translation before and after total

RNA fractionation and as will be shown in Chapter 3, such

—_
_measurements may not be quantitative. A few researchers

have avoided the use of 70-90% formamide solutions by

eﬁployihg high concentrations of urea (54) or.high temper-

ature (59) to elute poly(A)+ bound RNA from poly (U)

sepharose. These elution conditions were not investigated \\\\\ -

in this study.

Bet&éen 2.4mg and 3.6mg total RNA can be processed by
1 ml of swg;len poly (U} sepharose gel f367). The colﬁmns
used in thisg work should therefore be capable of ﬁroceésing

24-36mg total RNA; th Erappears to be the case, since

two columns wef&\f?q ired to bind all the mRNA contained in
a preparaticon of 44 mg total RNA. There is therefore close
agreement between the predicted and actual amounts of mRNA
. which can be retained by this resin.

A comparison of the products of oligo (dT)-cellulose and
poly(U)-sepharos; chromatography is possiblé using Table 8
(Chapter 1) and Table 12. In both cases, poly(A) recovery
in the poixjA)+‘RNA fractions is.generally 90% or higher,
and conégﬁlﬁﬁtion with rRNA is comparable using the two
types of resin.(data'not shown). Furthermore, the unbound

" RNA fractioné are depieted of poly(A) to the same degree;
only 1-2% of the poly(A) in the initial sample is retained
in these unbound samples. The two types of resin thus yleiﬁ\\

comparable products; a sllght advantage in the use of poly (U)- \\
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sepharose was that fewer coluﬁn runs were regquired to
process mg.'amounts of RNA compared to oligo (dT)-cellulose.
Other factors made oligo (dT)-cellulose the resin off
choice. Poiy(U)-seph;rose contains ribonucleotide sequences
(poly (U)) and is therefore less stable than oligo (4T)-
cellulose which‘conﬁains deoxyribonucleotides. It follows
that poly (U)-sepharose cannot be stored iﬁ swollen form as
" long as oligo(dT)-cellulose. The technical procblems assoc-
iated with the use of formamide in the elution buffer have
already been mentioned. For these reasons, and for the
fact that the two resins yielded similar RNA fractions
{their mRMA conteﬁt is discussed in chapter 6), all sub-
sequent experiments involving fractionation of total RMA
into poly(A)+ and poly(A) RMA preparations were performed
;ith oligo (dT) ~cellulose (see chapter 7). In spite of the
claims made regarding the efficacy of poly (U} -sepharose use
{(26) , many recent studigs have utilized oligo (dT)}-cellulose
to prepare poly(A)+ RNA (27,308). It would appear that
0ligo (dT) -cellulose is the mhre popular resin for prep-

aration of poly(A)+ RNA .,
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CHAPTER 3

TRANSLATION OF RAT MAMMARY RNA PREPARATIOﬁS IN

A WHEAT ‘GERM CELL-FREE SYSTEM

-

To demonstrate the presence of mRNA in an RNA prep-~
aration, it is necessary to show ihat this sample is
functiomal and can be translated iﬁto protein. There are
several i& vitro systems available for translating. RNA;
the two most frequently used are the rabbit reticulocyte
iysate and the wheatgerm cell-free system. The latter'
ﬁethod was used here to assay translation of total,poly(A)+
and poly(A) RNAsS. The sizes of the radioisotope-labelled
_ .translation products of these reactions were studied both
by disc and slab gel electrophoresis to verify that they
were comparable to the sizes obtained by others working with
rat mammary gland mRNAs, and to assess the major products S
made by poly (A) RNA since this has not been reported
previously. Attémpts were also made to estimate the
relative proportions of poly(A)” and poly(A) mRNAs in
total mammaiy RNA based on the relativg incorporation of
[3H]Llabel into acid insoluble material on translation
of poly(A)+ and poly(n) ~ ﬁNA.fractions. The major
reason for this—analysis was to determine whether overall
translational actf%ityAwas distributed'betweep pol%ﬁﬂf¥‘?
and poly(A)~™ RNA fractions iﬁ_a manner gimilar to that

. i
reported for casein mRNA (42). - . e
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Finally, evidence is presented that both poly(A)+
and poly(A) rat mammary mRNAs bear an intact 5' region by
showing that poth include a 5' cap structure. The presence
of a 5' cap on both species helps to confirm that these
mRNAs are intact species, and it further indicates the
probable importance of the poly (A) mRﬁA as a functional

species. : ’

MATERIALS

Wheat germ was from a local health food store. Dithio-
threitol (DTT) was from Boehringer Mannheim (Dorval, Que).
Sephadex G-25(coprse)was from Pharmacia (Dorval, Que).
Most of the other reagents used in the translation, for
example Hepes, ATP, GTP, phosphocreatine, creatine
phosphokinase (132units/mg proteiny and'éeveral unlabelled
amino acids, were from Sigma (St. Louis, Missouri).
The [3H]—amino acids - L-[BH(N)]—leucine (specific activity
50.4Ci/mmol) and L—[3H(N)]—pheny1alanine (specific activity

-

46.7Ci/mmol) ~ were from New England Nuclear (Lachine,

3SS]—methionine (specific activity 1210Ci/mmol)

Que). L-{
was from Amershag (Oakville, Ont). 'QB RNA wag from Miles
(Rexdale, Ont); poly(D) (sodium salt) and the cap analogue
7-methyl guanosine-5'-phosphate (m7G5'p) were from Sigma
(St. Louis, Migssouri). Materials for pélyacrylamide

gel electrophoresis incluﬁing Coomassie blue R.250 were

from BioradJ(Mississauga, ONT) as was the standard protein
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marker mix. This mix contained lysozyme (14,300), soybean
trypsin inhibitor (21,000), carbonic anhydrase (30,000),
ovalbumin (45,060), bovine serum albumin (68,000), .
phosphorylase (94,000). The figure‘in brackets foldowing
each protein is the molecular weight in daltons. Urea,
TCA, mercaptoethanol and 30% hydrogen peroxide were all

from Baker (Phillipsburg, N.J,). X-ray film was type
X-Omat AR-5 from Eastman Kodak Company (Rochester, N.Y. USA).

METHODS

(i) Wheatgerm cell-free traﬁslation

Wheat germ was prepared essentially as described (309).
Wheat germ {2gm) was ground withmort‘ar and pestleand ground
glass for 1 minute and suspended in 6 ml grinding buffer
(20mM -Hepes, pH 6.35, 15mM Magnesium acetate, 1lmM DTT, |
lOOmM_KCl). The paste was spun for 8 min. at 22,000g
(Sorval SS-34 rotor) and 1.5 ml of resultiné supernate was
applied to a Sephadex G-25 column (260mm x 12 mm ) pré~
equilibrated with column buffer (200mM Hepes, 50mM Mag-
nesium acetate, 1lmM DTT, 1005M KCl - PH brought to 7.7
with 1N Koﬁ and K* content thus added was taken into
account). The void volume was collected as 1 ml fractibns
and the fraction;ﬁiﬁithe'highest'UV absorbance was used as

the wheat germ extract.
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Ay
The complete translation system had a final volume of
50ul and contained 20mM Hepes, pH 7.7, 100mM KC1, 3mM

magnesium acetate, 2mM DTT, 1mM ATP, 0.1lmM GTP, 8SmM

" phosphocreatine, 100ug of creatine kinase/ml, each of the

19 unlébelled amino acids at 30uM, the labelled amino acid

at 0.5}1.0PM (L—[Qs-gH(N)]-leucinq 50- 4Ci/mmol, or L-[ring-
2,6—3H(N)]-phenylalanine, 46.7Ci/mmol) , 25u1 wheat germ
extract and the appropriaﬁe amount of RNA sample. After

i hou;vay 25°C, 5-10ul samples were analysed by precipitatioﬁ
on 3MM Whéém;n paper as previously describedr{i@B) and the N
remainder of the translation Tix' was stored frozen at ?
—76°C. The fiiter paper precipitates were boiled in 5% TCA to
hydrolvse amino-acyl tRNA &Y3 washed., The filter papers were
counted in a toluene-base scintillator (0.5% 24,5-diphenyl-
oxazole,; 0.05% 1,4-bis—(5~phenyloxazol—2—¥l) benzene in
toluene).-

e

The amounts of“FNA included in the translation assay
varied; the usual range was 5-20ug of total or poly (A)
RNA ~and 0.5—3.0ug‘polj(A)+ RNA m“;. o m

The translations performed with [3SS]-me§hioniné as
the labelled amino acid were-doﬁeiunder similar conditioﬁs
to those described above, except that the total assay -
volume was reduced to 20ul. L—I3SS]—methionine (IZloqg/mmol)
was at a concentration of 0.3uM in the translatio;; thié
is equivalent to about 6uCi/assay.

ok
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(ii) Analysis of translation products by polvacrylamide
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SDS disc geél electrophoresis

Gels (90mm x 0.6 mm) contained 10% acrylamide 0.27%
bis, 1 mM DTT,_O.ZM sodium phosphate, pH 7.0 and 0.2% SDS,
Translation mixtures énd standard protein markers were
applied to gels in buffer ( 0.2M sodium phosphate, pH 7.0,
0.2% SDS )alsc containing 5% sucrose and bromophenol blue.
gels wére electrophoresed overnight at z;SmA/gef: until the
- blue dye had run through 4/5ths of the length of the gels.
Gels we¥e stained for 1 hour in 0.25% Coomassie blue, 45%
methan®l, 10% acetic .acid and destained overnight in 25% -
methanol} 8.25% acetic acid. Gels bearing [3H1-labelled o
translation products were 51132a using an electric gel
slicer (Hoefer Scientific Instruments, ‘Cal., U.S.A.} into
1 mm slices.' Two gel slices Qeéé combined per Qial and ﬂ&
dissolved in 300ul 30% hydrogen pefoxide over several houts
;t 60-70°C., Counting was pérforméd in 3 ml Readysolv

{(Beckman, Toronto,ONT.).

(iii) Analysis of translation products by polyacrylamide

SDS slab gel electrophoresis

The slab running gel was composed of 16.5% acrylamicde, .

0.2% bis, 1 mM DTT, 4M urea, 0.1% SDS, 0.375M Tris-HCL,
pH 8.8, A stécking gel consisting of 3.75% acrylamide, 0,625% -

¢

bis, 4M urea, 0.1% SDS, 0.125M Tris-BCl, pH 6.8, was employed

The appropriate @olume of each'[assléhethionine translation.
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A

assay was app;ied to the gel in 4M urea, 0.5% SDS, -0.5%
meroaptoethauol, 6.6M‘Trrs, pH 8.8, and hroﬁophenol blue,
after‘heating at 60°cC forJ26 minutes. Standard protein
'marhers were treated in a similar‘manneri The gel was\
-+ run eéernight ( 18 hours) at 50V- the blue dye mlgrated
about '13 ‘cm. from the top of the runnlng gel in this time.
. The gel Was stalned for 4 hours .in 0 2% Coomassie blue,.
-10% TCA, 40% methanol and_destalned dvernight in 10%
acetic aoid, 4b%-methano;. After rinsing in water, the gel

was placed in Enhance (New'England huclear) for 1 hour

[

‘and in water for.a further hour. Flnally, the gel was

%

& \

"dried (about 2 hours) on a Savant Instruments ‘§GD- 200
-slab gel' dryer. : -ray £film was piaced over the '
gel fgr 4 -5 days and developed to allow v1suallzatlon of

. @ ' ' s
N T : T . }

(iv) Removal of the cap from the 5' terminal of mRNA

Decapping of_mRNAs'uas performed by A. Lozano; the
method‘employed was that of Rose and Lodish (310), in which
perlodate oxidation was followed by B—ellmination

\ with anlllne . -

. ,

(1)) Wheatgernlcell -free translation of Boly )’

poly(A) RNA preparatlons

‘o, - . The, RNA preparations prepared as describedoin Chapters

r
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1 and 2 using oligo (@T)-cellulose and poly (U) ;;;;Lrose
affinity chromatography were‘translated in the heat germ
cell-ffee system. Trénslatioﬁal activity was shown to
residé in both poly(A)+ and poly(A) RNA fractions. Figure
5 shows RNA concentration curves for cell-free tr;ﬁslatioﬁ
of two poly(A)f RNA preparations and their corresponding
poly () RNAs. Samples from fractionations la and 3
(see table 8, chapter 1) have been translated using a
range of RNA amounts (0.6-3.0ug for poly(A)+ RNA and
6-28ug ‘for poly(A) RNA). Over the range of RNA‘concentrat—
ions:tested both poly(A)+ and poly (A) RNAs yielded a |
linear plot.of EBH]-label incorporated (cpm) aga@nst
ug RNA in the assay. These concentrations of RNA are
thus appropriate for gquantitative measurement of-translat-
iohal activities of thesé samples,'and allow comparison be-
- tween different RNA preparations. ’].:‘he poly(A)+ and ﬁoly(A)—
RNA samples of fractionation la (triéngles) exhibited
higher translgtional activities tha? the corresponding

preparations from fractionation 3 (circles). This may

rep{gsent a real difference in translational activities of
these two sets of samples but it is pertinent to note that
thege data were obtained'from twp different translaéion‘ -

assays. Since different wheatggfiysupernatants vary

= )
significantly in translational activity, meaningful com-

- ‘parisons of the translational activities of RNA preparations

) .
-

v
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Figure 5. Translation of several concentrations of Po;y(A)+

and Poly(A)~ BNAs produces linear incorparation of labelled

. . ®
amino acid. -

The incorporation of [3H]—phenylalanine into acid-precipit-
able cpm is plotted against ug RNA for (A) Poly(a)~ RNA .
(B) Poly(A)* RNA, when translated.in a ﬁheat germ cell-free
system as descriBed (see Methods). Thé incorporated cpm
were determined from 10ul spottings. Samples tested were:
(e) poly(a)t RNA, fractionation 3; (o) poly(a)~ RNA,‘
fractionation 3; (4) poly(A)* RNA, fractionation la; (A)
poly (A)  RNA, fractionation la. Background values,
obtained 'by omitting RNA from,the_translation,,have been
subtracted ffom the incorporations. Background values

were 300 cpm (#,0) and 700 cpm {4 4).
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muast be performed with a single wheatgerm supernatant.
Alternatively, mRNA standards can permit direct com-
parisons of the éxtent of [?H]- label incorporation between
different translations,’

Table 13 presents the r;; ts of cell-free translation
of several of the RNA préparatio s, produced as described
in qéapters 1 and 2. For each RNA fractionation

studied, the combined éoly(A)+_RNA samples and the

" corresponding poly (A} RNA preparation were translated as des-—

cribed using various amounts ¢f ¢ach RNA but not exceeding those used
to provide Figure 5. Relative mR ctivity is expressed
aé the cpm incorporated/ g RNA/lOulngztiing for 6 setg of
RNA fractionations. Taking_account of the total RNA in
each fraction, the relative mRNA acti§ity may be converted
io total mRNA activity; a similar analys;s has been performed
for mpusé liver poly(A)+ and poly(A) RNA fractions (116).
The final column of the table gives the percentage of
total mRNA activity in each fraction. In all cases, the
bolyiA)+ RNA sample has a much-higher relative mRﬁA
activity (10-50 fold) than the corresponding poly (A) ™
RNA; however when the large amounts of poly(A)__RNA are
taken into account, over half (56-86%) of the total mRMA

—_

activity of each fractionation.tasides:ﬁntﬁe poly(A) .

RNA preparation; this represaents a significant amount of’

Attempts to confirm the: calculations of poly(A)~

» . . Rl
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mRNA amounts presented in Table 13 involved translation of

combined pbly(A)+ and poly(A)  RNA samples. Specified amounts

of poly )" and poly(A)” RNAs were translated together and

separately in the wheat germ cell-free system. Mixingpexperiment'/*L,/
data for two. sets of RNA fractionations (2e and 3)‘are given in,/
Table 14. In each case the poly(A)+NRNA fractions were trahs-

lated using various amounts of RNA (0.8-2.5ug3 in the presermnce

and absence of a constant amount of the corresponding poly (A )~

RNA. From Table 14 it is clear that when the inco;poration ob-

tained with two combined samples (column 5) is compared to the

-sum of the incorporation of the individual samples (cdlumns 2

and 3) a discrepancy is found. Phe combingd, samples gave higher
L3

was obfained by summing individual incor-

incorporations th
L4

S ' .
porations, as seen on ¢ arison of columns 4 and 5. If this

increase in tqQtal translational acti of the méxed samples

is attributed to a more ef® translation of the poly(A)+

MRNA in the presence of poly(A) RWA (which includes rRNAs and
tRMA s) , poly(A)+ MRVA ihcorporation can be determined under the
sgme conditions used to translate poly &)  mRVA (see column 6,
Table 14). The incorporation direcéed ¥ poly®d)’ mra in the
pre;:nce of poly @A)~ RNA (column 6) compared to that observed
i@ the absencer of poly (A)~ ENA (column 2) is expressed as a
ratio {colpmnl7). Up to a'two;fold increase in_translational
activ%é? for polyO&)+ mRMA is observed in the presence of
po%y(ﬂf_ RVA . Usdng the higher tranglational activities cal-

culated for thes@ two poly(&)+ 'PN_A' fractions, the percentage
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istribution of polly (A)+ and poly @A)~ mRNA activity for these
samples was revised (see c%lumn 8, Table 14) .. Thes¢ values
probably represent a more accurate measuremeﬁt mR¥A ac-
tivity between these fractions than do the values in ‘Table 13,
The data of Table 14 indicate that meas_!:ren_lents of_transé-'
lational activity of different types of RNA prepa{rations by
the wheat germ cell-free system must be critically evaluated
before thay can be used to estimate rela.tive amounts of mRMA

activity in these RMA preparations.

(ii) Analysis of translation products by SDS/polyacrylamide

gel electrophoresis

Initial analysis of the cell-free translation products of

mammary RN\ fractions was performed by disc gel electrophoresis

as described i:n Methods. A small number of aliquots from the
translations described above were used. Figure 6 shows two gel
profiles of‘the translation products of poly(‘A)"' A (Fig. 6a)
and poly (A}~ RNJ: '(Fig. 6b}; bo't;h samples were from fraction-
ation #3. The profiles obtained with poly(A)+ and poly @)

RN t;:aﬂnslaitions werequite similar; in both cases the trans-
lation products were vi‘tually all smaller'tﬁan_ the 30,000 dalton
protein standard.. While this size range included IR wund &19.‘

two smaller:caseins, the larger casein (42,000 daltons) was

not observed in significant quantity. Unfortunately these gels

'd_id‘nbt resolve specific protein products and all the labelled

product appeaned asone large band. A lthough the profiles in
P . .
Figure 6 did suggest overall similarity in the protein products

~ : ’ ‘ . ’ ’

~
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Figure 6. Analysis of the products of Mammary RNA
Translation by disc gel electrophoresis.’

Two mammary RNA preparations which had been translated in

the Wheat germ cell~free system using [3ﬁ]—phenylalanine

as described in Figure 5 were analysed firther.. The - !
translation products were run on 10% polyacrylamide SDS

gels, and the electrophoresed gels were sliced and counted
as described (see Methods). The resulting profiles are

shown. (A) translation éroducts of boly(A)+ RNA; fraction-

at;on 3. A 30ul aliquot of the ;ranslation mix waé apélied

to the gel - this was. equivalent to 50740 acid insoluble ’
cém and recover§ of these cpﬁ from the gel was 88%.

(B) tramnslatidn producté of the poly(A) RNA from fraction-

étion 3. A 40pl aliquot of the translation (containing |

25,375 acid insoluble cpm) was applied to the gei and re-

S5

covery of the label was complete.
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of the two RA fractions,{minor differences could not be de-
tected and the ‘individual milk proteins were not well defined.
It was thus deemed necessary to use a polyacrylamide gel system

with much. higher resolving power to examine the translation
. » ’

' produé_.t_;;sl_ of thesesamples. _
M w P

-

(iii) Amalysis of translation products by SDS/polyacrylamide

" slab gel electrophoresis.

T6 darry out fluorography, [358]-labe11éd translation
pz.;oducts were prepareAd in the'wheat germ cell-free system using
[3SS]-me§thionine. (see Mgthods) . The [3581-_1abe11ed franslation

products directed by se-veral‘marmary RA ‘preparations were run
on d slab gel as described, and a photograph of the ‘resulting
fluorogram is shown in Figure 7. (This experiment contains A
tranélé_tion data for RA fractions from séve.ral stages in gland
development --see Chapter 7 for further details,) The lanes
of interes£ here are 8, 9 and 10; these show respectively the '
tr}anslation products.of the total, polya)+ and pdly 0\.)" RiAs
. of the 7-8 day lactating g.llland. Several ‘discrete [3551—1.1—-

'Tf\'felled protein bands were _observed in these lanes; these
pr_otgins have been: assidn.ed molecu'la‘r weights dn the bagis of *

the mobility of the standard protein markers. All three lane:s :

exhibited a'\.rerg," Ssimilar pattem:h';e fainte.f pattern of the _ ‘

RolyG\)— RMA products was due to the application ¢f much

smaller amounts of incorporated [BSSl—label onto this lane.

(NEXT PAGE IS 175)
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o

Figure 7.° Analgsls of the products of Mammary RNA
Translation by slab gel electrphore51s

Translations were performed as:describéq in methods
using [BSS]-ﬁethionine; and the translation products
were run on a slab gel. The data shown here is more
fully described in Chapter 8, and §§FS gel is
reproduced there with a longer exposure period. The
lanes of interest here are lanes 8 -'10 which con—
tain the _translation products of total, p‘oly(A)+ and
poly (A} RNA from 7-8 day lactating gl&pd The posi-
tions of the standard proteln mclecular weight markers
are indicated by arrows and their molecular weights
are given in kilodaltons. About 100,000 acid insoluble

cpm were applied to each lane:
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It can be seen from Figure 7 th;t each translation contains
four méjpr products. When measured from the top of the
running gel; thege bands occﬁrsat'B.l cm- (43,000 daltons)
4.4cm (30,000 daltons), 5.0 and 5.2 cm (26-25,000 daltons)
and 6.3 cm (18,500 daltons). rThe‘molecplar weights .

of each protein band were assigned on the basis of the pro-

—

‘tein marker standard curve. -
‘ The two largest translation prodﬁcts‘apgeap to
represent the twé largest caseins: encoded by the 158 rat
maﬁmary mRNA, and the‘26,000/25,560 dalton dgublet
correspondg to the amallésﬁ'caseiﬂ encoded by the 128
IraE mammary mRNA. The smallest Eana of 18,500 daltons is
the right siée to be o-lactilbumin. The assignment of
'these trénslationlprqducts to paréicular protein cies
i§ discussed in detail in chapter 5, where these Iiia are
‘&comﬁared tébthe'products of rat mammary RNA translations
reported previouslyl | '

For thé ﬁurppse;of this chapter, it is'shown.that the
totél,‘pOLy(A)+ and poly(A)” RNA fractionslyield similar
translation products and therefore, in agreement with Rosen,
it may be conclhded that a significant fractionof the milk
protein MRNAS ig in a non-polyadenylated form, énd that

. most of mammary mRNA codes for milk profein.
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(iv) Evidence that poly(a) " ana poly (a) mRNAs-&fe capped
There are several meﬁhods for demonstrating the presence
of a 5'—cap.in mRNA preparations. In éhis study two pro-
cedures Qere employed; It has been‘shown that caﬁhﬁnaloéges,
e.g.. 7-methylguanosine-5'phosphate (mTGS[p), inhibit P
the in vitro translation of capped mRNAs but not uncapped
RNAs (311). Thus, a deﬁonstration that the presence of a
cap analogue inhibits in vitro translation of mRNA prep-
arations is indirect evidence that these mRNAs dofbeér a
cap. Adﬁggiod specific-for removal of the cap structure.
from mRNAs has been reported (310); this involves a
B-elimination of the oxidised cap structure. It is known
that capped ﬁRﬁAs incorporate'aminb acids better than the
cofrequgding non-capped 5pecies in vitro. If treatment

of a mRNA preparation by the uncapping procedure causes a

" significant drop in its translational activity, this is

evidence for the initial presence 6f a cap. _

Several RNA preparations, including mammary poly(A)+
and poly(A) RNAs, .purified 98§ and 15S mRNAs and partially
purified 128 mRNA (see chapter 5 for mRNA purification
protocol) were analysed for the presenée of a 5' cap.
Poly(A)+ rabbit globin mRNA (prepared as reported by
Mezl and Hunt (298)) wés used as a standard, since this
mRNA is known to be capped (304). All these RNA preparations

were translated in the in vitro wheat germtranslation system:
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!
(1) with or without the inclusion of m'G> p in the assay,

-(2) before and aftef decapping. The results of these
studies are presented in Table 16 and Figure 8.

Figure B shows the effect of increasing
concentrations of m7G5fp'on the in vitro translation bf
several RNAs. A concentration as &pw as 0.1lmM m7G5'p ,
was sufficient to inhibit translation of rabbit globin
mRNA and purified mammary mRNA fractions by aboﬁt 90%.

Translation of an uncapped control, QB RNA was partially
inhibited ( 60% inhibition) at 0.lmM m/G> p but increasing
concentrations of cap analogue did not cause any further
inérease in inhibition, and a*clear difference in the
J responée of QB—RNA and the other mRNA preparations is
apparentﬂ'yPély(U}} which also lacks a cap, was affectea
by the cap analdgue to an even smaller degree; there was
a small and gradual increase in the inhibition of trans-
lation of this éolynucleotide ih response to increasing
concéntrations of cap énalogpel The data of Figure 8
show that in the case of cappgd.mRNAs, e.g. globin ,

a - concentration.of 0.5mM m7G5'p in the wheat'germcell-

free translation system is .sufficient to inhibit trans-

lation by 90% or more as e#pected from .a previous study (311).
Taplé 16 summarises available data on(}he effegt of

(1f O.SﬁM m7G5'p and . (2) chemicél decapping on the trans-

lation of various mammary mRNAs and control templates

4

using the wheat germcell~free system. All the mammary
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Figure 8. Effect of Increasing Concentrations of
7-methylguanosine-5"'-phosphate on the Translatlon of several
mRNAS and control templates.

Translations were.carried out using tﬁe wheat germ cell-

- free system as described {see Methéds), and acid insoluble
cpm was determined using 10yl spottings., m7Gs'p'was in-.
cluded in the translations at the indicated concentrations.
The RNA samples studied‘were: (+) rabbit giobin mRNA, (o)
rat mammary 95 mRNA, (A) rat mammary 12S mRNA,. (O) rat
mammary 155 mRNA, (e) phage QB RNA and (A)'poly(Uj.' Each
translation contained 1-2ug mRNA, llug QB RNA or 18ug poly
(U). AlL translatlons were carried out using [ H] -leucine at
2.5uCi/assay except for the poly (U) translatlon which was
performed with [ H]-phenylalanine (2uCi/assay). hmhe flgure\
shows the % inhibition of the amino acid incorporation at

increasing concentrations of m G p.
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TABLE 16: EVIDENCE FOR.THE PRESENCE OF 5! CAPS IN VARIOUS .

MAMMARY RNA PREPARATIONS . ’

!

) fype of RNA Normal - Reduction in Reduction in
'in trans- Incorporation incorporation‘ incorporation
lation assay s by 0.5mM by B~elimination

N [ . . .

v m7G5 P \ '
' (epm x 1072) (% inhibition) (% inhibition)

Rabbit- globin o U :
mRNA , -166.1 ~98 ' 30
Mammary, SR .o . .
poly (A}t rNa o o14.4. 98 90
Mammary ’ . T B . .
poly (A)~ RNA 14.4 - - 96 - 72
95 mRNA 26.5 " . 91 ¢ -

. 9S mRNA* . 7.0 . 94 . o1
128 mRNA 15.1 ‘o 95 . .-
12S mRNA* ; 2.0 o 83 : 94
155 mRNA St 25.4 0 T 97 - =
155 mRNA* L 7.2 9% J 92 ,
Qf RNA I C 66 30

.

‘Translatlons were performed'in the wheat germ cell-free
system as descrlbed (see Methods) using [ H]-leucine (2. Sucl
per assay) in the pfésence or absence of m7G5 P- Poly(A) and
poly(A) mammary RNAs were from fractlonatmon 1lb (see Table 8).

-Purified %S and lSS mRNAs were prepared from poly(A)+ mammary

RNA by two successive rounds of sucrose gradient centrifugation
{see Chapter 5). 9S* and 15S* RNA wereproduced by a single
gradient and are partially purified, 128’ and 125* RNAs were
prepared similarly, but the final 12S mRNA was still not highly
purified. Sufficient amounts of the purified mRNAs were not
available for the B-elimingtion procedure. Each translation
contadned 1l-2ug RNA except the QB RNA translation which con-
tained llug ﬁhA per assay. o ‘ ’
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' mRNAs examined, including poly(a)Y and poly (A)~ RNA” .

fractions and the 9S8, 12S and'15S mRNAS behave in a
.similar manner to rabbit globin mRNA, The presence

RV
of 0.5mM m7G5 p inhibits translation by over 90% and

decapping ‘causes 90% or more inhibition of incorpoéati;q
(e%cept for poly(AfH'RNA which was inhibited‘by 72%).
This is in contfast to the noncapped control RNA, QB mRNA,
the translation of which was inhibited by only 66%‘in

the presence of cap analogue and by just 30% subsequent to
treatment with the decapping procedure. Clearly, these
mam?ary RNAs behave as if they are capped rather than un;
capﬁéd species. This conclusion is of particular impor-
tance in the case of mammary poly(A) RNA, because it is
the first reported evidence for the presence of 5' caps.in
this A fraction. Th; finding of 5' caps in this RNA,
together with the analysis of its translation products by
gel electrophoresis, indicates that the only difference

between poly (A)" and poly (A)~ mammary RNAs is the

presence of a poly(A) tract.

DISCUSSION

These translation data show that both poly(A)+ and
pply (A)  RNA fractions of total RNA from 7-~8 day and
*&%:15 day lactating rat mammary gland coﬁtain significant
translational activity when tested in the wheat germ.

cell-free system. As expected, the poly(A)+ RNA fractions



- 184 -

_aré highly enriched in translational activity cémpared
to Eotal and poly(A)_ RNAs, when expressed per U g RNA.,

. Relative mRNA activity was between 10 and 50 fold ”\1;
higher in the poly(A)+'RNA fraction compared to the :
corresponding bo}f(A)j RNA fraction.

Attempts were made to measure gquantitatively the total
amount of MRNA activity in all of the poly (A)' and poly(a)”
RNA fractions which had been prepared previously (Chapters
1 and 2). For each RNA fractibn, translational activity
was measured at RNA concentrations which gave linear
incorporation. Specific translational activities were
thus calculated. An estimate of tﬁe absolute amounts of
mRNA actjvity were then determined by adjusting for the
total RNA in each fraction. The results of this analysis,
presented in Table 13,suggestedthatﬁetweenSs%and 86%
of the total mRNA activity of these rat mammary RNA pre-

parationswas present in the poly(A) RNA fractions,

i.e. as poly(A) mRNA. If sample 4 is ignored for the time-

being (reasons for this will be given later - see chapter
6) this percentage remained - high at 56-71%.

This observationwas consistent with a previous report
by Rosen-that.whep assayved in an iE'XEEES translation sys-—
-tem, only 40% of rat casein mRNA activity was retained"by
| oligo (dT)-cellulose. He concluded that a high proportion
of this mRNA was nonpolyadenylated. Since the casgein

mRNAS constituteda largé fraction (about 50% (42)) of

4
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the total mRNA present in these preparations, and thé
fluorogram shown in Figure 7 indicated that all major
translation pfoducts exhibit a siqilar distribution
between poly(A)' and poly (A) "-RNA fractions these

two observations appeared to be in close agreement,

Further translational analysis of certain poly(A)f ._
and poly{A) RNA fractions in mixing experiments complicated the
interpretation of the analysis described above. The data
of Table 14 suggested thatmR¥A in the poly(A)+ and
poly(A); RNA fractiqns may be translated with different
efficiencies. Such an observation was not entirely
unexpected. Previously, it was reported that the presence
of large quantities of rRNA in cell~free translation assays
caused an inhibition of translation (112). In these
exper%ments, an opposite effect was observed; the
presence of poly(A) RNA, which includes rRNAs and tRNAs,
appeared to stimulate poly(A)+ mRNA translation. The
reason for this effect is unknown; it is possible that the
tRNA species present in the poly(A) RNA preparations were
increasing the efficiency of translationjof thé wheat germ
cell-free system, and overcoming ahy inhibitory effect of
the rRNAs. Despite attempts to correct for this problefn {see Table
14}, the results of Table 14 would indicate that comparison
of the translational activity of different types of RNA
preparations in the wheat . germcell-free é.ystem is not strictly

)
quantitative. Determination of the relative distribution

4
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of mRNA sequences between poly(A)+ and poly (A) .R@ prep-
arations is therefore best done by other methods, eg. by
hybridization to specific ¢DNA probes (see Chapter 6).

Slab gel electrophoresis of the translation products of
mgﬁmary gland RMA fractions-( Figure 1) showed that they did
include proteins of the sizes expected for complete rat milk
proteins, Although several smaller peptide products were
present in these translations, the predominant products were'
full length milk proteins, thus indicating that at least most
of the mRMA molecules in these preparations were essentially
intact, Indeed, the translation profiles fqr the purified
MRNAS indicated that premature termination of translation did
occur in this system and contributed significantly to. the
amount of the smaller peptides produced. The poiy(A)+ and
poly(A)  RNAs exhibited essentially similar profiles and this
w?uld argue against the suggestion that the polyQA ) RNA. frac-
tions consisted entirely of degraded poly(A)+ RNA., More de-
tailed discussion of these translation product profiles is

presented in Chapters 5 and 8.

Other evidence to suggest that poly Hfi‘and.p

mammary mRMAS were similar except witly respect to polyadenyl-

ation consisted of a study of the natlre of their 5' termini.
Both RNA preparations translated in the wheat germ cell-free
sysfem as though their mRMAs consisted predominantly of capped
gpecies. While neither this analysis, nor the translation pro-

duct profiles could provide evidence to entirely preclude small
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levels of mRMA degradation in these samples, they did indicate
that there wereno very large differences in the intactness of

the poly )’ andg poly(A)  RNA species.



CHAPTER 4

THE SIZE OF THE POLY (A) SEQUENCES ASSOCIATED

WITH RAT MAMMARY RNA

et

One of the goafg of this research was to determine the
size of the poly(A) sequences associated witsﬁrat mammary RNA
at’ various stages in development of the giand. In the
introduction, the methods available for performing such an
analysis were discussed. In this work, sizing was performed
by enzymatic removaldof the‘poly(A) sequence from the RNA
molecﬁle and disc gel electrophorésis of the isolated poly
(A) tracts followed by their detection with the [éH]—poly(U)
assay. In this chapter, the éechnical details of this prdf
Fedure are examined and the poly(A)+ RNA fractions pre-
pared from 11-15 day lactating rat mammary gland (see chapters
1 and 2) are analysed by this method. In these initial:
studies, the poly(A)f RNA fractions were also analyzed by
the poly (A) sizing method; this was done to determine whether
or not the very small levels of poly (A} detected in_those
preparations were due to the presence of very short oligo (A)
tracts or small numbers of unretained poly(A) tracts.

Sence this method does not indicate whether the poly(A)
sequences analysed are at the 3' terminal, attempts were
made to show this by [ H]-labelling of the 3' terminal

of mammary RNA before poly(A) removal. [3H]—labe1 was



- 189 -

introduced by periodate oxidation of these molecules followed

by reduction using sedium borohydride containing [BH]—label.

MATERIALS
RNase A (Bovine pancreas , type 1A . 60 Kunitz units/

'mg,protein), RNase T, (Aspergillus oryzae grade IV 566000

units/mg pxotein) and RNase Tz (Aspergillus oryzag grade

- VII, i375 units/mg protein) were all obtained from Sigm;*\L
(St. Louis, Missouri), as was E, coli tRNA. Materigls /
for polyacrylamide gel eiectrophoresis were from Biorad
(Mississauéa, Ont); the SDS used for prepariﬁg the gels‘
was from BDH (Ville St Laurent, Que) and was 98% pure ~
wﬁile that used for other purposes Qas from Sigma. Use
of the less pure SDS (Sigma) in gel preparation resulted
in a peak of UV absorbance in the middle of the gels which
interfered both with the detection of the poly(A) size.
standards and the [3H]-§oly(U) analysis.
Poly(A) preparations of defined length characteristics

were cobtained from'Miles Biochemicals (Rexdale, Ont).
The poly(A) standards had modal lengths of 207, 113,
90 aﬂd B0 nucleotides. A 10 nucleotide oligo(A) sequence
was from Collaborative Research (Waltham, Mass). ’[3H]-
poly (U) (specific activity 3%uCi/umole P) was from Miles.

| Sodium meta-periodate was from Sigma. [3H]—borohydride
(sodium salt, specific activity 50-500mCi/mmol) was from

Amersham (Oakville, Ont.).
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METHODS

(1)- Isolation-of poly(A) sequences by RNase digestion

-

-,

of mammary RNA B -

w

Digestion of RNA to liberaté poly (A) tracts was perfor-
med using RNases A and Tl by a modification of the procedure
of Merkel et al (312). Samples consisted of®3-10ng poly(A)"
.RNA or 1.8f3.0 mg poly(a) RﬁAﬂ They were digested at
37°C for 30 minutes in 0.3M NaCl, 10mM Tris-HC1, pH 7.4,
SmM'MgCl2 using 25ﬁg RNase A/mg RNA. For éome polylg)-
RNA samples, DNaseAl was also included a£'15ug/mg_RNA
for reasons discussed in ResJlts. Digests were brought
to lOﬁM EDTA using 0.23 EDTA (pH 7.0) and digested with
RNase Tl (1.25 qnits/ug RNA) at 37°C. for 30 minttes,
The digestion was stdpped by bringing the solution to 0.2%
SDS, and remaining poly(A) tracts were extracted wiﬁh 0.45&1
of a, phenol and chloroform (1:1) mix. The resulting
aqueous phase was brought to 0.2M NaCl and received 50ug
Em.qoli tRNA carrier; poly(A) was ethanol precipitated
from the agueous phase and taken up in 0.12 ml water for

disc gel)electrophoresis.

(ii) Poly (A) sizing.

TQZS waé performed using SDS polyacrylamide disc gels
{85mm x 6 mm) containing 10% acrylamide and 0.25% bis in
the buffef soiutipn of Falvey et al (300} supplemented

with 0.2% SDS. 'Samples were applied to the gels in the’
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Saﬁé buffer cdntaining 5% sucrose and Bromophenol blue in a

final volume o0f.0.16 ml. ‘Electrophoresis was at 4.5mA/gel;

the duration of the run was 4.5 hours for samples from.poly(A)?

RNA and only 2.5 hours for samples from poly (A)  RNA. .

The bromophenol blue marker dye ran 7.0cm and 4.0cm

respectively from the top of the gel under these conditions.'

Gels were cut into 1 mm slices with a gel slicer (Hoefer

Scientific {hstruments) and 4 slices (poly(A)+ RNA samples)

or b slices (poly(A) RNA samples) were combined per fraction.

Each fr;ction was eluted for 18 hou?s ét room temperature

in 0.8 ml of 0.3M NaCl, 0.03M Na citrate (pH 7.2). Aliquots

of 0.5 ml from each eluted fraction were combined with 100yl

_containing 0,3M NaCl, 0.03M Na citrate, pH 7.2, 30mM

MgCl2 and 0.0231Ci [3H].poly(U). A poly(A) assay was then

performed as described in Chapter 1 (methods), with the

indicated modificat‘ions' of assay volume (0.6 ml) aﬁd of the amount

of [3H]-poly(U) included in the assay. Slightly higher .

levels of enzyme were included - (l2yl RNase A (200ug/ml}

was used per assay). )
Poly (R) standards were run on parallel gels. The

position of the peak of each poly(A) size class was deter-

mined by scanning each gel with an Isco UA-5 gel scanner

at 280nm. .The high UV absorbancg background observed for

these gels at 254nm made it necessary to scan these gels

at 280nm. ‘As indicated in the results section, several

poly (A) standards were also assayed by the [3H]—poly(U)

assay to verify that the absorbance peak did in fact
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correspond to maximal poly (U) binding.

(iii) RNase T2 digestion of poly(A) tracts

Poly (A) tracts which had been isolated from mammary
RNA by digestionwith RNases A and T, Wwere treated with
RNase T, (0.5 ﬁnits/ug RNA, including carrier) for 2 hours
at 37°C. in 0.1M sodium acetate, pH 4.5, 2mM EDTA. The
enzyme was removed by phenol extraction. The resulting

aqueous phase was. ethanol precipitated using 50Mg E. coli

. tRNA carrier as described above.

(iv) [3H}-labelling of mammary RNA

This was performed by a modified method of De Wachter
and Fiers (66). Poly(A)" RNA samples (20-94ug), E coli.
tRNA (251g) or the 90A standard (3-30ug) wefe diluted with
0.5ml 0.01M sodiuﬁ phosphate, pH 6.0. The solution, was
brought to 6mM sodium periodate (with 151l of 0.02M NaIO4)
and left at room temperature in the dark for 2 hours, to
permit 3' terminal oxidation of the sample. Each sample
received 1 ml 0,5M sodium phosphate buffer, pH 7.5 and

45-65;1 IN NaOH containing 170-=230uCi [3H] NaBH This

4.
ensured that the pH of the reduction reaction was maintain-
ed between 7.7 and 8.0. Contrary to the protocol of De
Wachter and Fiers, sodipm'pefiodate destruction by

ethylene glycol was not performed. This step was also

omitted by Randerath et al, (393). Occasionally, propylene
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glycol was included bé%ore'addition of borohydride, but

ﬁhis did not result in any increased [3H]—1abe1 incor«

poration into the sample. The z;duction was allowed to pro-

ceed for four hours and stopped by addition of 150u1l

glacial acetic acid. The reaction mixture was dialysed

against low salt buffer for 3 hours to remove most of

the free [3H]—1abel;it was then ethanol precipitated.
Digestion of [3H]—1abelledsaﬁplesto obtain isolated

poly (A) tracts was as described above, using RNases A and

Tl' RNase T2 digestion was also performed, as described

above, in certain cases. [3H]-labelled digests were run

on 10% acrylamide/SDS gels; gels were sliced and 4 slices ware

combined per vial. [3H]—1abe1 was eluted from the gel

slices in 0.5ml 0.5N NaOH at room temperature‘overnight.

After neutralization with 0.5ml 0.5N HCI, [3H]-1abe1 was

counted in 5 mi Ready-solv (Beckman).

RESULTS
(i) Mobility of Poly(A) standard markers on SDS/polyacryl-

amide gels
' To assign nucleotide length to the poly (A)

tracts isolated .from mammary RNA, a standard curve of poly (A)
length vs., mobility had to be Prepared. Since samples from

poly{A)"' and poly.(A)” RMA had to be analysed using different
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running conditions (see methods) standard poly(A) marker
mobilities were determined for both running times. Figure
9 shows the observed relationship between mobility and
log. nucleotide length of the five poly(a)/oligo(A) .
size classes used. It can be seen that there is the
expected linear relationship between these two éharagter—
istics at both running times. The open and closed squares
indicate the position of E, coli tRNA when run on these
gels for 2.5 and 4.5 hours respectively. Although this

molecule consists of about 75 nucleotides, it migrates as

if it were'55de up of only 26-27 nucleotides relative to the
poly(A) size markers. This anomalous behaviour of poly(A)
sequences compared to heterogeneous RNA strands on:acryl—
amide gels has been reported previously (see discussion).
Figure é shows that these conditions are suitable for

size analysis of the poly(A) tracts from mammary RNA; the

standard curve in Figure 9 covers a size range of 10-200

nucleotides, which is sufficient for this analysis.

(ii) Poly(A) sizing, after [3H]—labelling of the 3'termini

of RNA samples

Periodate oxidation of poly(A)+ RNA followed by
reduction with [3H]-borohydride has been used to intro-.

duce IBH]—label into poly{A) since this sequence "is located

L.

~
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'Figure 9. Electrophoretic Analysis of Poly(A) size standards

Five poly(A) size classes were électrophoresed on 10% poly-
acrylamide SDS gels (see Methods). Electrophoresis was per-
formed for 2.5 hours (o) or for 4.5 hours (e). The position
of each size class was determined by gel scanning at 280 nm
and the position of the modal size length is expressed as its
mobility relative to bromophenol blue dye. The position of E.
coli tRNA after 2.5 hours (O) and after 4.5 hours (W) of
electrophoresis ig indicated.
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at the 3' terminus of the RNA molecule. Conversely, [3H]—1abe}

incdﬁporation into poly(A) by this method demonstrates

that the poly(A) is 3'-terminal. This method therefore

may yield extra information about the position of the

poly (A) chain in the RNA molecule compared to techniques

which detect poly(A) only after its removal from RNA.

~ Once labelled, poly(A) can be isolated by RNase digestion

and sized on gels; detection of the sequences is readiiy

performed by virtue of‘fhe incorporated label.
Initial.exéeriments on [3H]—labelling of RNA were

performed on E. gg;i tRNA. An aliquot (25ug) of this

RNA was labelled as described in Methods. After ethanol-

precipitation, the sample was taken up in 0.25 ml water and

divided into two equal fractions:.the first was reprecipitated

~while the second was digested with RNases A and T. and

1
reprecipitated. This digestion treatment should result

in loss ;f all [3H]-1abe1 from the acid-precipitable
fraction and provides a control when running these samples
on acrylamide gels. The two samples were finally each

taken up in 0.135 ml water and 51l aliquots were used to
determine TCA-precipitable cpm. The undigested sample
contained .a total of 103,350 c¢pm which were acid precip-
itable, this value was reé;;;d.to 18,000 cpm in the digested
sample. Figure 10 shows the profiles of these two samples

after they had been electrophoresed on 10% acrylamide SpS
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Figure 10. Electrophonésis of [?H]-labelled E. coli tRNA

E. coli tRNA was [°H]-labelled using the periodate oxidation

borohydride reduction procedure described in Methods. This
labelled preparation was divided into two aliquots: one
aliquot received no further treatment but the second was
digested with RNases A and Tl. The electrophoretic profile
'of 2.3ug [3HI—1abelled tRNA before (o) and after (e) RNase
digestion is shown. Recovery of [3H]—label fE?m the gel
whiéh contained the undigested tRNA was only 46% of the
acid insoluble cpm applied. The bosition of unlabelled
tRNA run on a parallel gel and detected.by its UV absorbance

is indicated (see arrow).
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‘gels. The [3H]-labelled undigested tRNA sample exhibited
a peak of [3H]—label at a position comigrating with
unlabelled tRNA run.on a paréllel gel. It therefore
appears that [3H]-1abei was successfully incofporéted into
tRNA; this peak was absent™from the profile of the digested
control sample. The only unsétisfactory aspect of_these
profiles is the low recovery of [3H]&label from these gels.
About 19,000 cpm was applied to the gel in Figure 10

but the tRNA peak coﬁtained only 4,500 cpm. There was a
significant amount of label at the top of the gel {about
3,000 cpm) and recovery from the very top of the gel is
likely to be poor if material barely enters the gel. The
nature of this material is unknown, but a high background
iﬁ this regiqn of the gel was often observed,

It has thus been ghown that [3H]—1abe11ing of E. coli
tRNA is obtained under the conditions of labelling des-
cribed. Calculation of the expected incorporation of
[3H]—labe1 cpm showed that on the basis of the TCA-pre-
cipitable cbm values obtained, the observed [3H]—1abe1
incorporation was essentially quantitative, however,

‘a large fraction of this label was not recovered from the
gel.

Several attempts were made to introduce t3H]—label into
poly(A)+ RNA. In one experiment, a poly(A)+ RNA sample |

(94ug) from fractionation 2¢ was treated by the same
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- method used to label tRNA (see methods). After recovery

/

from ethanol préqipitatf%n, the sample was digested with
RNases A and T1 (see methods) and reprecipitated. The
digested RNA was divided into two aliquots: the first
was precipitated and the second was RNase T, digested
before precipitation. 'Measurements of the amount of
acid precipitable label remaining in the two preparations_
were not encouraging. The.first sample, which should
représent intact [3H]—labe11ed poly (A) tracts contained
only 14,700 cégz while the second control sample containing
no poly(A) sequences gave 20,400 acid precipitable cpm,
This suggested there was no Epecific incorporation of [3H}—
label into poly({A) tracts, and indeed the profiles of
these two samples after gel electrophoresis were idenﬁical
(see Figures lla and 1llb). The broad peak of [3H]-1abe1
observed in the upper half of these profiles is presumably
a background; since it is present in both samples, including
the RNase T2 control. Since many other attempts to label
mammary RNA samples were unsuccessful, the applicability
of this technique to poly (A) sequences was therefore
confirmed using the 90A standard.

About 30ug of 90A standard was [3HI—labelled as
described and'collected by precipitation and divided
into two aliquots. One aliquot was RNaseFrztreated and
reprecipitated as a control, the other was just reprecip-
itated. These samples retained respectively 13150 and

35;750 cpm of FH}Iabel which were ‘acid precipitable
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Figure 11. Electrophoretic Profile of[3H]—labelled
Mammary Poly (A} Tracts

M%mmary polf(A)+ RNA was [3H]—labelled (see Methods) and
digested by RNases A and T, to release poly(A) sequences.
This sample was divided into two equal aliquots: one
aliquot was further digested with RNase T,. Both samples
were electrophoresed on 10% polyacrylamide SDS disc gels
and [3H]—label was eluted from gel slices and counted.

The resulting profiles for poly(A) tracts (A) with RNase T,

treatment, (B) without RNase T2 treatment are shown. The

positions of several poly(A) size markers are indicated by

arrows at the top of Figure 1l1A,.
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and the gel profiles of these samples are showﬁ in Figure

12, The lower profile shows the RNase T2 treated gontrol
which should contain only non-specific background label; this
profile isyvery similar to those shown in Figure 1ll. The
upper profile is that of the labelled poly(A) sequence,

which contains a [3H]-1abel peak at the position corresponding
to that of_ unlabelled 90A standard. A very high level of
label at the top of this gel interferes with the upper

part of the 90A peak (see Figure 10). This labelled material
which does not migrate into the gel, appears to be lost

after RNase T, treatment.

2
The results of Figure 12 indicate that the periodate

oxidation and borohydride reduction method can be success-

fully used to label poly(A) tracts; however, in order to

incorporate amounts of label which can be readily detected

above the background profile of these gels, about 15ug

of 90A standard were needed. Another experiment using

3ug poly(A) gave a typical "control" gel prqﬁile presuma-

bly because the amounts of incbrporated label wete so low.

The 15ug 90A standard sample corresponds to amounts of

poly(A)+ RNA in the order of 0.3mg since these samples seldom

consist.pf more than 5% poly{A) as determined by the

[3H]—poly(U) assay (see Chapters 1 and 2}. It therefore

was clear that for this [3H]—labelling procedure to be

useful in poly(A) sizing experiments, large quantities‘

of poly(A)+ RNA were required, unless the reaction
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,Figure‘lz. Electrophoresis of [3H]—labelled 90A standard

The 90A size standard ~(30ug) was [3H]-1abelled (see Methods)
and this sample was;divided into two equal aliquots;loﬁe

of these aliquots was RNase T, treated.  Both samples were
run on 10% polyacrylamide SDS disc geis which were sliced
and the radiocactivity eluted. Thelrgsulting profiles oﬁ_
[3H]~labél are shown for the undigested (o) and digested

(#) 90A standard. The positidn of unlabelled 90A, run on

a parallel gel and detected by UV absorbance, is indicated.

-
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could be made much more efficient. It is pertinent to
note here that whereas [3H]-label incorporation into tRNA
was 100%, that into the 90A standard was only 30-40%. In
view of these problems, this method of poly(A) tract
detectioﬁ was not pursued further and efforts were con-
centrated on sizing experiments which utilised the [§H]_

poly (U) assay for poly(A) detection.

(1ii) Poly(A) sizing with the [ H]-poly(U) assay

The effectiveness of this procedure was determined
by analysing two poly(A) standard size markers. A lOA-
standard  (about l.Oﬁg) and the 90A standard (8.6ug)
were digested with RNases A and T, as described (see
methods), and ;ollected by ethanol precipitation with E.
coli tRNA carrier. The digests were electrophoresed as
indicated using the short running time for the 10A standard
and the longer electrophoresis for the 96A standard. After
gel slicing of these th gels, poly(A) tracks were eluted
from the slices and assayed with tBH]wpoly(U). The results
of this experiment are shown in Figures 13 and 14, Figure
13 indicates that the 90A peak is contained within the top
48 fractions of the gel; maximum [3H]—poly(U) binding
occurs in slicgs 25-28 and under these conditions of
eléctrophdresis, this corresponds to the 90A spandard

peak position when determined by UV absorbance. Further-
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Figure 13. The Profile of the 90A size standard as detected
by the [3H]—Qply(U) assay after treatment of the standard
with the poly (A} sizing procedure

The 90A standard (0.6ug) was digested with Rﬁases A and Ty
(see Methods) and collected with E. coli tRNA carrier. The
sample was run by polyacrylamide SDS disc gel electrophoresis
and the gel was sliced. A [3H] poly(Ui assay was performed
on gel¥slice eluates (see methods) and the resulting profile
is shown (o). The position of undiéested 90A standard, run-
on a parallel gel and detected by UV absorbance; is in-
dicated. Estimated poly(A) recovery was 85%. A [3H] poly (U)
assay was also performed on a gel which received only E,

coli tRNA carrier (e)..
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» Figure 14. The profile of the l0A size standard as detected
by the fjgl poly (U) assay after treatment of the standard
with the poly(A) sizing procedure

The 10A standard (1.0ug) was digested with RNases A and Tl
(see Methods) and electrophoresed as described. A [3H]
poly (U) assay was performed on the gel {see Methgds) and
the resulting profile is shown. The.position of undigested
10A standard, run on a parallel gel and detected by UV

absorbance is indicated. Poly (A) recovery was estimated

to be 42%., The electrophoresis was for 2.5 hours only.
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more, a very similar profile was observed on electrophor-
esis of undigested 90A standard followed by detection using
the [3H]-poly(U) assay. These observations not only confirmed
that UV absorbance and [3H]-poly(U) binding were equivalent
for detection of poly (A) Standards, but that poly(A)
standards maintain their initial size when treated by the
entiré assay procedure, including the RNase digestion.

This is important, since it demonstrates that shortening

of poly(A) tracts does not occur during the procedure.
Recovery of the 90A standard from the gel slices was good
(about 85% of applied), thus the elution congitions appear to
be adequate. This was also tested using the 207A standard;
this size class was chosen since the largest poly(A) tracts
will be slowly eluted from the gel.

Elution of this 2072 standard from an electrophoresed
gel for 18 hours and 41 hours, followed by [3H]—poly(U)
assay of 50u1 aliquots of the eluate, results in two'very
similar profiles; the longer elution period resulted in
no more than ; 10% increase in the poly(A) levels detected,
and this difference was close to experimental variation
(data not shown).

This result, together with the high recoveries obtained
with poly(A) tracts from poly(A)+ RNA samples and the 90A
standard, shows that poly(A) elution from lmm gel siices

was essentially complete after 18 hours. A control sample
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A

containing only 50ug E. coli tRNA was run'on one gel and
assayed with [3H]—poly(U). The'purpose of this was to
study whether or not the carrier RNA intérfeped with the
assay in any way; the closed circle profile in figure iB
indicates that the tRNA peak doeé—not interfere with the
aggay and this control gel yields®a low and consistent
background.

Figure 14 is a [3H]—poly(U) hybridization profile of
a l0A standard which had been processed by the entire
poly{A) sizing proto&ol,including RNase digestion. As
for the 90A standard, the peak of [3H]—poly(U) RNase-.
resistant cpm coincided with the peak of UV absorbance
of an aliquot of the 1l0A standard run on a parallel gel.
This experiment again shows that [3H]~poly(U) binding
and UV absorbance are equivalent. It also demonstrates
that oligo(A) sequences as small as ld nucleotides in
length can successfully be detected by this system; Iow-
ever, it should be noted that recovery of the 10A standard,

3

as measured by [3H]-poly(U) binding to gel slice eluates,

r

3

was low (about 43%) compared to recoveries of larger poly (A}
tracts. It is possible that this assay doeé not reproduc-
ibly detect tracts much smaller than 10A, since very small
chains will not readily hybridise to poly(U) or be precip=-
itated, It is possible that such factors could already be

causihg the rather large losses observed for the 10A standard,
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Two typical size profiles of the poly(A) sequences
from mammary poly(A)+ RNA of 11-15 day lactating rat gland
are given in Figure 15. The first profile (Fig. 15a) was
prepared from a poly(A)+ RNA sample obtained using oligo(%ﬁ}-
cellulose chromatography (fractionation 2a) and the second
profile (Figure 15b) was prepared from the same initial
RNA but using poly(U)-sepharose chromatdggaphy (fraction-
ation 2e). The two profiles are clearly similar and are
representative of all the poly () éi;e profiles obtained with
poly(A)+ RNA from lactating gland. A comparison of the
poly (A) size profile from poly(A)+ RNA containedin firs£
and second column eluates suggested that the profile was
similar irrespective of the number of columns through
which the sample had been pgssed before being retained.
All significant amounts of the poly(A) sequences, as meas-
ured by RNase-resistant [3H]-poly(U), occur in a size range
no larger than 200 nucleotides and no smaller than about
25 nucleotides. The poly(A) sizg distribution is clearly
bimodal with peaks occurring at sizes of about 80 and 40-45
nucleotides. The smaller poly{A) size class peak is
generally slightly higher than the‘larger size class peak,
indicating that the 40—45-nucleotide class must be present in
- amounts twice-those of the larger s.ize class.It therefore
appears that a range of poly(A) sizes is present in assoc-
iation with mammary RNA but certain size classes do pre-

dominate. .
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Figure 15. Si&ing of Poly(A) Tracts from Poly(A)¥ RNA
of Rat Mammary Gland,.

'I‘wo_poly(A)+ RNA samples were digested with'RNases A and T1
{see Methods) and electrophoreséd for 4.5 hours as describeds
Gel slice eluates were assayed by the [3H] poly (U) assay,

The profiles shown were obtained using: (A) 3.9ug poly(a)t
RNA, fractionation 2a (see Table)8); (B) 7.5ug poly(A)t RNA .
from fractionation 2e (see Table 12). Poly(A) recoveries
from the gels were 105% and 94% respeétively. The positions
of two poly(A) size markers, run on parallel gels and de-

tedted by UV absorbance,are indicated.
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In figure 16, the [3 -poly (U) gel profile-of a
poly(A) sample from poly(A) | RNA (fractionation la) is
compa;ed before, and after, RNase T2 treatment (this en-
zyme cleaves at adenosine residues). This control |
experiment confirms that RNase resistance of [3H]—poly(U) is
a measurement of poly(A) and not an artefact of the
procedure. |

As mentioned earlier in this chapter, poly(A) RNA
samples were aléo analysed by the poly(A) sizing method.

In figure 17, two gel profiles of [3H]—poly(U) binding of
RNase digested poly(A) RNA samples are pregented. The
two profiles were obtained using the same sample (fraction-

ation 2d); one was digested with RNases A and T. only

1
while the other was also digested with DNase 1 (included

in the digest buffer during RNase A treatment) The diff~
erence between these two profiles is striking. The profile
ocbtained without DNase treatment is essentially close to
background values, and no poly(A)/oligo(A) size

clagses are apparent. This means that recovery of [3H]-
poly (U) binding for this gel profilewas poor; according to
previous measurements 49ng of poly(A)were applied to the.

2

gel. Not" surprisingly, RNase Ti'treatment of this sample

subsequent to treatment with RNasesA and Tl resulted ina similar

profile. When DNase was included in the digest, a large

peak of [3H]-poly {U0) bindingwas detected close to the

7
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Figure 16.Effect of RNase T5 treatment on the poly (A) tracts

of Mammary poly(A)+ RNA

Poly (a)* RNA\£3.6ug) from fractionation la (see Table B)
was digested with RNases A and T;. The resulting sample
was divided into two equal aliquots, and only one was
treated with RNase T, (sge Methods). Both samples were
electrophoresed as described for 4.5 hours, and each gel
was analysed by the [3H] poly (V) assay (see Methods). The
two profiles obtained show the polj(A) tract profile of
this mammary RNA sample befo;e (o) and after {e) RNase T2
treatment. Poly{A) recovery was 114% and O&krespectively.

The positions of several poly(A) size markers are in-

dicated.
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Figure 17. Sizing of "Poly(A)"™ from Mammary Poly(A)” RNA

Poly(A) RNA (l.8mg, fractionation 2d - see Table 8) was
digesteé with RNases A and Ty in the presence (o) or
absence (e) of DNase 1 (see methods). The digests were
each electrophoresed for 2.5 hours as described and the
gels assayed for poly(A) using [3H] poly (U} (see Methods).
The positions of several size markers which were run on

barallel gels are indicated.
L
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bottom of the gel, in an area corresponding to oligonucleotides
smaller than 10 residues. Recovery of [3H]-pbly(U) binding for

this profile was obviously much higher; in fact the estimated

recovery of poly(A) was 7lng, giving a yield of over 100%.

The effect of DNase in these assays suggested that a sig-

'nificant portion of the [3H] -poly (U) binding detected in this

sample was due to DNA Kinding of poly(U), and was not due.ex-
clusively to adenylate sequences in RMi. Before concluding that
the presence of DNA in these sampies was contributing to
[3H]—poly(U) binding activity, it was necessary to show’ that
DNase 1 treatment of poly(A) RMA was not producing artefact—
ually small polx@\) tracts due to‘contamination of the DNase 1
preparation with a poly &) -degrading nuc@ease.~Evidence
against the. presence of such a ribonuclease in these DNase 1
preparations was provided by inclusion of DNase 1 in the

poly (A) sizing protoéol fof both a poly(A)+ RN sample and the
60A standard. The presence of DNase did not chaqge the pro-
files obtained with these two samples (data not shown). It was
therefore concluded that the DNase 1 used did not contain aﬁy
RNase activity which affected this assay.

The results of RNase T, treatment of poly(A) RN samples,

which had previously been dlgested with DNase 1 and RNases A N
and Ty, compllcated this analysis further\\xgwo [ H]—poly(U)
binding profiles are shown in Figure 18; that with the closed
circles was obtained with a sample which was trea%ed with DNase

l, RNases & and T, and finally RNase T,. The open circle pro-

file was prepared by a similar treatment except that the RNase
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Figure 18. Analysis of Mammary Poly(A) RNA by the Poly(a)

. sizing procedure - Effect of RNase'T. treatment

Poly(A)  RNA (4.9mg, fractionation 22 - see Table 8) was
digested with DNase l.and RNases A and Ty (see Methods).
The sample was divided into two equal aliquots and one was
treated with RNase TZ‘ The digests were electrophoresed for
2.5 hours as described and each gel was analysed by the [3H]
poly (U) assay. The profiles shown are the results with (e)
and without (o) RNase T, treatment. The positions of
sever%% markers run on parallel gels are indicated.
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T, treatment was omitted. RNase T, treatment appeared to re-
duce the size of the peak near ﬁhe bottom of the gel, but did
not remove it entirely. .This result could sﬁggest that this
peak of small oligonucleofides consisted of a mix of oligo (2A)
and oligo(dA)i |

The results of poly(A) sizing of mammary poly(A) RMA pre-
sented here were representative of all samples studied. It may
be conaluded that these poly@) 'RMs do not contain any sig-

nificant amounts of poly(d) larger than-10-15 nucleotides, but

they may contain very short adenylaﬁe tracts (<10 nucleotides).

DISCUSSIMN

It has been shown that when severél poly(A) size classes
were analyzed by electrophoresis under the conditions des-
cribed, a plot of log. (nucleotide size) vs. ﬁbbility was linear;
this standard éurve can be used to assign‘a:nucledtide size to
to pely @A) tracts of unknown length. The use of poifﬁx) tracts
of defined size for this purpose has already been reported and
this earlier work also made important observations regé:ding
the relative mobilities of poly @) tracts and hé@erogenedus
RMA molecules. Burness et al, found that E;'ggké tRNA
migrated as a 25 nucleotide molecule relative to poly(A) of
defined size, ﬁlthough tRNA molecules actually cons%st of

about 75 nucleotides (88). This anomalous behavioué\of

poly (A) tracts on acrylamidéb gels compared to hetero-
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geneous RNA molecules has been confirmed elsewhere (85)
and iﬁ this work. By comparisdh with the poly(a) size
standards, tRNA was found to have a gel mobility corres-
ponding to 26-27 nucleoctides (see Figure 8), in close
agreement with Burmess et al. In view of the large
discrepancy between actual and observed sizes of hetero-
geneous -RNA, when compared witﬁ poly (A) on SDS/pélyacryl—
amide gels, it is necessary to use poly(A) tracts of def-
ined length as standards for poly(A) length determination.
Small heterogeneous RﬁAs (e.g. tRNA, 5SRNA) can only be
used as size markers provided the differences in

relative mobility on polyacrylamide gels betweeanNA and
poly (A) tracts are taken into account (88) .

The. poly (A) standard curve which was obtained has
been used to- determine the size of poly(A) chains
associated with RNA'saﬁples. Poly(A) sizing was successfuily
performed by isolation of poly(A) tracts after digestion with
specific RNases, electrophoresis of these tracts and
detection with the [3H]-poly(U) assay. Tﬁe poly(A)+
RNA samples analysed here contained a range of poly(A)
sizes between 25 and 150 nucleotides. It is noteworthy
that no sequences smaller than about 25 nucleotides were
detected in the_poly(A)+ RNA samples irrespective of their
method of preparation. The absence of tracts in the size

range of 15-25 nucleotides (none weredetected in the poly (&)~
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RNA fractions either) explains why the use of poly (U)-
sepharose for affinity column chromatography had no
advantage over oligo (dT)-cellulose in the fractionations

. of total mammary RNA described in chapters 1 and 2. Both

.. resins are vefy'effective in retaining poly (A) sequences
longer than 20 nucleotides, only in the 10-20 nucleotide
length range, is the use of poly (U)-sepharose believed to
be advantageous. No affinity resin is capable of rétaining
oligo-nucleotides smaller in length than 10 residues, and
thus any oligo nucleotides of 3-10A residues present in
total mammary RNA will remain in the .poly (A) ~ RNA fractions.
By extrapolation of the poly(A) standérd curve, the peak

of [3H]-poly(U) binding activity present in DNase and
RNase-treated poly(A) RNA samples is estimated to corres-
pond to a size of 4-5 residues. This assumes that the
standard éurve remains linear in this range. This is
probably the smallest oligonucleotide which canﬁreasonably
bé_detected by the.pbly(A) sizing method. The ;;urce of
the poly(U) binding material for the poly (A)  RNAs is

not absolutely clear; experiments which included RNase

T, and DNase treatments of poly(A) RNA samples would
suggest that the poly(U) binding is provi@ed both by
oligo(dA) and oligo(rA) sequences. In the classic paper on
the [3H]-p01y(U) assay by Bishop et al. (94), they reéorted

that high amounts of DNA did give a positive reaction in

-
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the assay. Very large quantities of poly (&) RNA (up to
2.5 mg per experiment) had to be used in the sizing
procedure because the poly (A) content of these samples is
so low. Since these samples contain significant amounts of
DNA (see Chapter 1, table 1) interference in the [3H]~

poly (U) assay by DNA or its digestion products remains a
possibility. The chances of a short oligo(A) sequence or
even a sequence highly enriched in A residues being present
in rat mammary~DNA are real. TIf such sequences were
present they could be detected in this proéedure

after DNase 1 treatment. DNase 1 tends to digest DNA into
mononucleotides and a series of oligo nucleotides; limit
digests have a mean chain length of a tetranucleotide,
although chains up to octa-nucleotides may be present (314).
The enzyme is particularly inactive with respect to di-

and tri-nucleotides particularly if they do not contain a
5' Purine-Pyrimidine linkage and sequences of purines
are not digested well (315). Oligo(dA) species might
therefore survive DNase 1 treatment and be detectable by
the sizing procedure.

The important observation to be drawn from these
results is that poly(A) RNA contains no poly(A) sequences
of the sizes (25-150 nucleotides) found in poly(A)+ RNA.
The very small oligo (A) sequences which are present may
not all be of RNA origin and whatever their source; they

are probably not related to the long poly(A) sequences present
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in poly(A)+ RMA. 1In view of the small size of the oligo(A)
sequences detected, it is likely that some of them originate
from internal bositions in their nucleic acid sources, and
thus are not 3' terminal.

It has been reported that when poly(A) tracts of Hela
cells are newly synthesised, they are 200 nucleotides long
(37). Poly{a) shortening does occur, however, and measure-
ments of the steady state size of poly(A) tracts have in-
dicated the presence of much shorter sequences; for example,
globin mRNA of circulating reticulocytes bears poly(A)
tracts ranging from 35-120 residues in length, with the
smaller size class apparently resulting from processing of
the longer tra;ts (98) . The steady state size of poly(A)
sequéhces from rat mammary RNA has also-been shown to be
much shorter than 200 nucleotides. Two size classes around
40-45 and 80 residues predominate in this population, These
sequences may have arisen by processing of'larger poly () °
tracts, but this can only be shown by in vitro pulse chase
labelling experiments and these were not performed. The
3'-terminal position of these poly(A) tracts could not be
verified in these experiments because 6f the problems asso-
ciated with [3H]-1abelling of RNA samples by the perio&ate
-oxidation/borohydride reduction method. Rosen was success-
ful in using this method to incorporate [3H]—1abe1 into
poly(A) sequences associated with purified 15S rat casein

mRNA (24)}. The size of these [3H]-labelled tracts was
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similar iﬂ range to that observed for total mammary poly(A)+
RNA, although the purified mRNA did not show a pronounced
bimodal size distributidh of ﬁbly(A) sequences as was found
in this study. On the basis of this result, and all
the wealth of evidehce in favour of the 3' terminal
location of poly(A) in virtually all other systems, it
is very likely that the poly(A) sequences analysed here are -
3' terminal.' The inability of the [3H]-1abelling method
to label these sequences appears to be due to a léw effic- .
iency of the reaction rather than the result of a .peculiar
characteristic of mammary RNA poly (). |

In theory, thig [3H]-1abelling method could determine
whether or not the very 'small oligo (A) sequences present
in poly(A) RNA weré 3 terminal., It is ' 1likely that a
substantial proportion of them were from internal positions
and therefore would not have been labelled. In practice
this point would be difficult to resolve due to.the

problems discussed above.



s
- 228 -

3 CHAPTER 5

PURIFICATION OF 9S WHEY PROTEIN AND 155 CASEIN mRNAS OF

RAT MAMMARY GLAND

In order to prepare cDNA probes complementar¥ to spec-
ific milk protein mRNA sequences for the analysis of the
distribution of these two types of milk protein sequences
between polyadenylated and non-polvadenylated RNA fractions
purified milk protein mRNAs were required. In this chapter
the purification of two mRNA frgctionsr‘QS whey prétein
mMRNA and 158 casein mRNA- from poiy(A)+ RNA of lactating
rat mammary gland is achieved by velocity sucrose
gradient centrifugation. The purity of the mRNA fractions
thus obtained wés.verified qualitatively by electrophoresis
of their translation products synthesised in a wheatgerm
cell-free system (this chapter) and by cross-hybridizationof the
corre;ponding cDNAs (next chapter).

MATERIALS ‘
Sucrose {grade 1) was obtained from Sigma (St. Louis,

Missouri). It was essentially RNase free.

METHODS

(i) Preparation of rat mammary pon(A)+ RNA

11-15 day lactating rat mammary glands were phenol-

extracted as described in Chapter 1 to obtain total mammafy

RNA. These RNA preparations were fractionated by 1 or 2

€ .
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rounds of oligo(dT)~cellulose columh chromatography (see

Chapter 1) to yield poly(A)+ RNA preparations.

(ii) Sucrose gradient centrifugation

Sucrose gradient. centrifugation was performed as
previously described (316) (298). Linear sucrose gradients
(4-20% w/v) containing lmM EDTA,l0mM Tris-HC1l, pH 7.2,
0.1M NaCl were prepared at 4°C using an Isco model 570
gradient maker. First fractionation gradients had a volume
of about 38ml; second fractionation gradients had a voiume
of 18.5 ml.

Samples {(up to 0.6mg RNA} were heat treated at 68°C.
for 5-10 minuteq, followed by cooling at 0°C. They were
subsequently applied to the top of the gradients in a volume
not exceeding 0.6 ml. Omission of the heat treatment step
resulted in gradient profiles which apparently contained a
much higher proportion of large RNA molecules. This could be
due to aggregation of RNA molecules, a phenomenocn which is
reduced by heating (47); all samples were therefore haat-
treated before application to gradients. Preparative grad-
ients were run at 27,000 RPM (131,000g) in a Beckman SW27
~ rotor and analytical gradients were run at 27,000 RPM
(135,000g9) in a Beckman SW27.1 rotor. See the 1egénds to
Figures 19 and 20 for the precise running tempefatures and

times.
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Gradients were fractionated by ﬁpward displéqement with
50% sucrose through an Isco UA~5 absorbance monitor (which
producgd an UV absorbance (254nm) profile of each gradient);
the gradients were finally.collected in autoclaved glass tubes
in a fraction collector. The 38ml gradients were divided into
30-31 x 1.23ml fractions; 18.5ml gradients were divided into
35 x 0.47ml fractions. Corresponding fractions fgom separate
gradients were pooled, brought to 0.2M NaCl and prgcipitated
with 2 volumes of ethanol at -20°C. Precipitates were collected
(see methods, chapter 1), dried and dissolved in®TLow Salt
buffer.

The S values assigned to the peaks of UV absorbance ob-
tained from these gradients were célcul;ted by linear re-
gression using mammary 4S tRNA and 18S rRNA as markers. It
has been shown for these gradients that there is a’ linear
relationship between the S value of an RNA species and the

distance it migrates down the gradient (298).

Wheat germ cell-free translations were performed as des-
cribed in Methods, Chapter 3, using [355]-methionine as the
radioisotope source. Urea/polyacrylamide/SDS slab gel electro-

phoresis was also as described previously (Methods, Chapter 3).

v

RESULTS
(i) ~Fractionation of mammary poly(A)+ RNA on sucrose density

gradients. ‘ ’
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A typical prafile of lactating rat mammary poly(A)+
RNA after a single sucrose gradient ultracentrifugation
_is shown in Figure 19, This profile contains four
major absorbance peaks: the most rapidly sedimenfing peak
(fractions 23-25) corresponded to 18S rRNA by comparison
to total mammary RNA run on a separate gradient (see
arrow). The position of d4ds ﬁRNA can be assigned (see
arrow} by a similar compariéon. The three other peaks,
which occur in fractions 11-14, 15-17 and 18-20, are
shown to have sedimentation values of 95, 125 and 148
respectively and may tentatively be assigned as 9S8 oLA,
125 casein and 158 casein mRNXs respectively (23) (24).
Although the largest mRNA‘fraction was found to.ﬁave
a sedimentatioﬂ value ‘of 148, it wi%&’be referred to-aﬁ\lss
in keeping witﬂ“?eported values, This variation in oBi
served § values is within experimental error for the
gradientg emploved. |

Although a single gradient run is sufficient to
demonstrate the presencé of three major éize classes of
mRNA in these poly(ﬂ)+_ﬁNA samples, further‘sucrose
gradient centrifugation was clearly required to resolve.
these preparations into discrete.size classes. For ‘
each of the threa\ii?e class peaks, appropriate-

h]

gradient fractions prepared from several (6-12} in-
&

dividual preparative gradients were combined and rerun

on analytical sucrose gradients. ¥Figure 20 shows the
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Figure 19. The Abagrbance profile obtained on Sucrose
Gradient Centrifugation of Mammary Poly(A)* RNA.

Ppiy(A)* RNA (0.62 mg) was run on a 38ml preparative
sucrose gradient in a SW 27 rotor {(Beckman) at 27,000
RPM (131,000g) for 20 hours at 8°C (see Methods). The
graﬁient was fractionated as described and the resulting
absorbance tat254_nm) profile is shown. ‘The positions
of 48 tRNA and 185 rRNA were determined by centrifuga-
tion of total Mammary RNA on a parallel.gradient. The
sedimentation values of 'the three major peaks were
determined by linear regression using the 45 and 18S RNA
markers. i
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Figure 20. The profile of partially purified mRNA prep-
arations after centrifugation on SW 27.1 sucrose gradients

Two mammary RNA samples were run on analytical sucrose
gradients at 27,000 RPM (135,000g) at 11°C for 23 hours;
the profiles obtained on fractionétion are shown. The
samples were: (A) 457ug partially purified 9S mRNA

{(B) 534ug partially purified 15S mRNA. Both samples had
been recovered from preparative gradients similar to that
shown in Figure 19. The 4S5 and 185 RNA markers were from
total mammary RNA run on a parallel gradient.
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absorbance profiles obtained after running {(a) 9 S peak
fractions, (b) 15S peak fractions on a set of analytical
gradients. The 95 mRNA frac£ion has a UV absorbance peak
at fractions 13-15; this corresponds to a sedimentation
value of éS. The 15§ mRNA fraction has an’ absorbance peak
at fractions 19-21, corresponding to a‘value of 148. The
profiles presented in Figure 19 further confirm the
sedimentation values assigned to these fractions and they
show that a significant purification ofﬁfhese mMRNA size
classes is already -achieved after fractionation of the
first round éreparative gradients.

To;reduce cross—-contamination of these mRNA
preparations, fractionation of the two profiles in Figure
19 was performed as follows. The major 95 preparation
was taken from the peak fractions and those adjacent
fractions on the small-size side of the peak (fractions
10-15). The major 158 preparat%on was prepared from
fractions 19-23 (the peak fractions and those on the 7
large-size edge of the peak). By this method, it was hoped'
to significantly reduce 9S and ISSJﬁRNA érpss—contaminatioﬁ
as well as 125 mRNA contamination of both preparations.

A 128 RNA fraction from preparative gradients peaked
at fractions 15-17 under these gradient conditions.
Using this fractionation proéeddre the yield of 98

and 158 mRNA fractions from poiy{A)+ RNA were as follows.
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After a single preparative type gradient, 9S mRNA yield was
generally around 10-15% and the vield of 15S mRNA was com-
parable at 10-20%. On rerunning these mRNA segquence
enriched ‘fractions on analytical sizgy gradients, 9S mRNA
recovery ranged from)26-40%, th 155-mRNA recovery was
rather iower (20-25%) . From these numbers it is-possible
to calculate that l.mg poly(A)+ RNA yields approximately
26-60ug 9S mRNA and 20-50ug 158 mRﬁA after two sucWegsive
rounds of sucrose gradient centrifugation.

.t

(ii) Analysis of the translation products of sucrose grad-

ient RNA fractions by slab gel electrophoresis

Although the 98 and 158 mRNA fractions ffém analytical
sucrose gradients (see Figure 20) appear to consist of
different mRNA species, theégradient profiles gave little
indicatiOn'éf the extent, of any cross-contamination of the
two mRNA préparations. The nature of final sequence-en-
riched preparations of 95 and 15S mRNAs was determined by
translation in a wheat germ cell-free system using [3581—
methionine as the : isotope. The [355T:;ethioniﬁe labelled
protein products were run on an urea-SDS-polyacrylamide
slab gel and detected by fluorography. For comparison,
an aliquot of unfractionated poly(A)+ RNA and several
intermediate preparations (from a single gradient run)
were also tfanslated; their products were electrophoresed,

on the same gel. .

&
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j“' All these poly(A)+ RNA preparations were very active in
".the wheat germ cell-free system; they incorporated 400,000-
800,000 cpm/ug RNA and thus.prgyided adequate incorporation to
permit fluorography.

Figure 21 shows the results of fluorography of a slab gel
on which have been run the translation products of the poly(A)+3
RNA fractions described above. The pattern of translation
products yielded by total poly(A)+ RNA is shown in lane 6.

-Froﬁ the standard molecular weight curve provided by the protein
standards, the principal proteins in lane 6 correspond to bands
of molecular weights 41,500, 30,000, 24,500-26,000, and 19,500
daltons{ The largést two proteins (30,000 and 41,500 daltons)
were assigned to the two larger caseins, the proteins migréting
around 25,000 represented the smallest casein and the 19,500
moleéular weight band was initially attributed to aLA. These
assignments were based dn previous reports of the size of milk
prdteins when prepared in a cell-free .translation system and
they are described in greater detail in the discussion., It may
be concluded here that the translation products of unfraction-
ated poly(A)+ maﬁmary RNA show the size pattern predicted from
previous studies. The translation products of 95 mRNA

are shown in lane 7, and those of a corresponding lSSkaNA
fraction were run in lane 8. It ig clear from these two
translation patterns that (a) the 95 mRNA prepargtion does not

contain significant amounts of 158 mRNA;  (b) the 158

g.



- 237 -

Figure 21. Analysis of the Wheat germ cell-free trans-
lation products of Mammary mRNA by Slab Gel Electrophoresis

Total mammary poly(A)+ mRNA and several mRNA size fractions,

[

prepared by sucrose gradient centrifugation,were trans-
lated in the wheat germ cell-free system using [3551—
methionine. The translation products were electrophoresed
on anurea 8PS polyacrylamide slab gel and they were visual-
ised by fluorography {see Methods, Chapt;r 3}. The
translation products shown Qere prepared from the following
sampies: lane 1, no mRNA; lanes 2 and 3, 95 mRNA fractioﬁs;
lanes 4 and 5, 15S mRNA fractions; lane 6, total poly(a)t
mRNA; lane 7, highly purified 95 mRNA; lane 8, highly
purified 155 mRNA; lane 9, a 15S mRNA prepared by taking
wide'gradient cuts; lane 10, intermediate 9S mRNA {(after

a single centrifﬁgation of total poly(A)+'mRNm_ lane 11,
intermediate 15S mRNA fraction. Between 100,000 and
200,000 cpm of acid insoluble [35S]—1abe1 was applied to
each lane. The positions of the standard marker proteins,
which were detected by Coomassie blue staining of the'gel

prior to fluorogrphy, are indicated with their molecular

weights { in Kilodaltons).

B






- 239 -

mMRNA preparation contains little 9S mRNA, Small amounts of
125 mRNA have remained in the 9§ mRNA fraction, but the 158
mMRNA preparation contains little 12S mRNA.

Lane 9 shows the tran ion profile of another 158
mRNA preparation which was prepared by taking wider grad-
ient fraction cuts than with the sample represented in lane
8 and this is evident from the translation profiles.

. Lanes 2~5 contain translation products of RNA
preparations from a’ 'different set of gradients. Lanes 2
and 3 are 9S mRNA translation products and lanes 4 and 5
are of 155 mRNA products, Although these prepafations have
been fractionated by the two gradient protocol described,
they are not purified #o the extent of the preparations
analysed in lanes 7 and 8, even though their gradient
profiles were compargble; This indicates the'importance

of monitoring the purity of sucrose gradient fractions of
RNA by factors independent of RNA size. Finally lanes 10
and 11 contain translations of intermediate RN%S, prepared
by a single gradient run. Lane 10 is of a 9S mRNA fraction
and 1anerli is of a 158 preparation,and these pféparations
are clearly of intermediate purity between initial mRNA
(lane 6) and final mRNA fractions (lanes 7 and 8). Lane

1 represents a control translation run in the absence of
exXxogenous mRNA,

The most highly purified mRNA fractions produced are

represented in lanes 7 and 8 of Figure 21; these fractions
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were used for cDNA probe preparation as described in the

next chapter.

DISCUSSION

.« Previous reports have shown that the principal trans-
latiqn products of poly(A)+ mRNA from lactating rat
mammafy éland are three caseins of molecular weights
42,000, 29,000 and 24,500 - 25,000 daltons (24) (42) (279)
and aLA of molecular weight 21,500 - 22,500 (23). The
sizééﬂgf these translation products are in close agreement
with the sizes of the milk proteins as isolated from rat
milk. In vivo the secreted proteins are glycosylated and
this might be ekpected to result in slightly anémoloﬁs
behaviour of these processed proteins on polyacrylamide
gels. Indeed, Rosen (24) has reported a slight difference
in mobility on such gels between the second largest casein
(29,500 daltong) isolated from milk and the second largest
translation product ( 28,500 daltons) dirécted by fat
mammary mRNA. This difference is attributed to glycosylation
of the p;ro'tein synthesised in vivo {wheat germ cell-free
systems would not be expected to process its translation
products by carbohydrate addition); the two proteins are-

believed to be otherwise identical.

Rosen (24) has shown that the two largest caseins of
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molecular weights 42,000 and 29,500 daltons, are synthesised
by mammary mRNA sedimenting at 155, Separation of this 158
mRNA into its two composite species each coding for one of the
two largest caseins is not possible by sucrose gradient cent-
rifugation. Redently, the preparation of three cDNA clones
specifying the nucleic acid sequence of the three rat caseins
1, 2 and 3 (now generally referred toé éé o=, B- and y-caseins)
was reported (284), and it would appearwthat cloning techpiques
are the only available means for preparing pure preparations
of each casein gene sequence. Attempts to purify the 128
mMRNA, coding for casein 3 (24-25,000 daltons) by sucrose
gradient ceqtrifugation was not highly successful either in
this work or préviously (24, 278).

The results of this chapter have shown that in close

agreement with previous findings the three largest proteins
encoded by lactating rat mammary poly(A)+RNA have moiecuiar
weights 41,500 daltons, %ELPOO daltons and 24,500-26,000;
the two largest'prqteins {(which correspond to caseins 1 and 2)
are produced by 158 mRNA. At the position of the smallest
casein (casein 3), a doublet was congistently observed.
This is explained either by the existence of multiple forms
of this protein or by production of incomplete peptide
chains by the in vitro translation system.

Rat mammary oLA is reported to ﬁave a molecular weight

of 21,500-22,500 daltons and is encoded in mRNA sedimenting

. L
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at 8.3 - 10.558 (23). The smallest.predominant polypeptide
produced on in vitro translation of poly(A)+ rat mammary

RNA had a ﬁolecular weight of approximatély 19,000 daltons
and this was initially assigned as olA since this peptide
was produced by the in vitro translation system containing-
a 95 mRNA fraction. However, this band was unqsually diffuse
compared to standard protein markers in this size range on
the gel, and close examination of this band {see lane 6)
suggested that it might contain two bands. Several reports
have indicated that aLA exists in many forms, but the
"available evidence suggests-that this heterogeneity resides
in the glycosylation of the molecule, rather than in the
amino acid sequence (268, 270, 272). Since in vitro trans-
lation systems are unable to process translation products }}\,
by carbohydrate addition, heterogeneity in the profﬁ}n |
after syathesis in vitro would not be expected. Most
recently’a different explanation for the apparent hetero~
geneity oﬁithis polypeptide in figure 21 came from studies

on the clones of raé milk protein cDNAs. In 1981, Richards

et al. prepared and cha;acterised a cDNA clonge (pLA32)

which they believed represented the a-lactalbumin sequence
(284 , 285). 1In 1982, these authors acknowledged that this
clone had been incorrectly designated as coding for oLA

mMRNA and the clone was renamed pX32 (287). It has now been

found that 9-10s poly(A)+ rat mammary RNA may be resolved
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into two components and only one of these codes for alA;
the .- second protein encoded by this 9-105 mRNA appears to
be a‘whey prqg?in (287) ; thus, it now appears likely
that all rat mammary 9-10s mRNA is made up of two components,
and this would provide an explanation for the heterogeneous
and very diffuse polypeﬁtide product made by in vitro
translation of the 95 mRNA prepared in these studies. Thus
the 95 mRNA fractionslprepared in this study are described
as 98 Whey protein MRNAs to indicate the heterogeneity of
these preparations.

For the assessment of thepurity “of the 98 and 155 mRNA
preparatiaons in a more quantitative manner, cDNA probes
were preﬁared using each preparation and these were
hybridised back against both mRNA preparations. In this
way, the degree of cross~contaminaqion between these two
preparations could beﬁdetermined. This analysis is presented

in chapter 6.
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CHAPTER 6 :

PREPARATION OF SPECIFIC cDNA SEQUENCES AND‘THﬁIR USE

FOR MEASUREMENT OF mRNA SEQUENCES IN MAMMARY RNA SAMPLES
) :

To determine the relative amounts of specific milk
protein mRNA sequences in'poly(A)+ and ‘poly(A) mammary '
RNA fractions, cDNA probes prepared against purified mRNA
sequencés are required. This chapter‘describes-the syn-
thesis and characterization of such ¢DNA probes and their
use for measuring the levels of 95 and 15§ mRNAs in
mammary RNA preparations. The importance oﬁayhis analysis
has already been indicated in "Aims of this‘Resea¥ch"3
the developmental stage studied by this method in this
chapter is the 11-15 day lactating gland and in later
studies (see Chapter 8) thege values are comparedlto those

obtained using glands at other developmental stageé.

MATERIALS

Materials for the reverse transcriptase reaction were
frbm the following sources: AMV reverse transcrggtase was from
Life Science Inc (St. Petersburg, Fla); uniabélled deoxy—_
nucleotides dATP, TTP, 4GTP and d4dCTP, actinomycin D,
E. coli tRNA, type XXI and bovine .serum albumin were all

from Sigma (St. Louis, Missouri); oligo(dT)12-18 was from

Collaborative Research (Waltham, Mass.). DTT was from
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Boehringer Mannheim (Dorval, Que). [5-3H]—dCTP,(tetra-

sodium salt (specific activity 30Ci/mmol gf_igfgai/mmoif____‘_

was from ICN (Irvine, Cal.). Where the higher specific

activity material was used, it was diluted with unlabeled

dCTP to bring the specific activity down Lo 19.5Ci/mm611:_
Phenol (U.S.P.) was from Baker (Phillipsburg, N.J:)

and it was redistilled before use. Sephadex G-100 (Coarse)

‘'was from Pharmacia (Dorval, Que). Sucrose (for gradients)

“p

was grade 1 from Sigma. ) 7
The materials for hybridization and nuclease S1 dig-
estion included calf thymus DNA (type I), Pipes ahd,sl—

deoxynuclease  (3600I Units/ml) from Sigma (St. Louis,

Missouri); Sl nuclease was diluted to20 IU/ml using Sl buffer {see
methods) and glycerol (1:1) before use. Yeast RMA carrier

was obtained by phenol extraction of Yeast RNA (grade VI,

Sigma); RNA yields were about 40% of the -initial material.

METHODS

(i) Synthesis of cDNA by reverse transcription of purified

mRNA fractions

\

Reverge transcriptase reactions, performed in a volume
of 25 or 50ul, contained 50mM Tris-HCl, pH 8.3, 6mM
Magnesium acetate, 60mM NaCl, 10mM DTT, 0.4mM éf each of
~the deoxynucleotides dATP, 4TTP and 4GTP, 50-100ug/ml BSA,

% S
20mg/ml Oligo(dT)lz_lB? 50ug/ml actinomycin D, 2~8ug poly(a) -
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MRNA,, and 134)Ci (reaction I) or 50uCi (reaction 2) [5-2H]-
84cTP, of spec;fic activity lg.BCi/mmol (reaction 1)
and .19.5Ci/mmol " (reaction 2)} The synthesis was initiated
’by.addition of 1yl reverse transcriptase (20.9U/ul).
.o - Reactions were incubated at 30°C fbr 45 minutes and
te;minatgd by additién of 20g1 0.2M EDTA (pH 7.0). RNA
' was \hydro.lysed iay incubation at 68°C for 10 min. after
bringing the reaction to0.12N NaOH with 250ul 0.14N NaOH,
Reactians were cooled and neutralised with 22ul 1N HC1;
75ug E. coli tRNAwere added as a carrier. Measurements of
[3H]—dCTP inéorporation were then performed by spotting a
. 2ul aliquotlofﬂgach reactién onto 3MM fi;tér-paper (Whatman) ,
whichlwas.placgd in ecold 10%'TCA, 0.9% sodium pyrophosphate
for?is—zo hinqtes,. Filter papers were washed with 10% "
TCA, 0.9% sodium pyrophosphate (5 x 40ml) and 95% ethanol
3(2 x 40 mi);. After rinsing with e?her, filter papers
were air dried and counted in 4 ml scintillant (6.5% 2,5-
diphenyloxazole and 0.05% 1,4-bis-{(5-phenyloxazol-2-yl)
bengehe in'toluene) at a counting efficiency of approx-
imate.iy 30%. o
‘Thé ;evérse transcriptase reactions were phenol
extracted twice using 200-300ul of phpenol saturated with
. water. _The pooled aqueous'phagés'weie'pégéed through a
column of Sephagex G~100 '(prewashed with'stepile water) in

order to remove ' unreacted. - [3H]—dCTP.' The ["H]-

label running through thecolumn inthe void volume was collec-
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ted and stored at -70°C. cDNAs produced had specific activ-

ities of-1.2-1.3 x 107 cpm/ug.

(ii) Alkaline sucrose gradient analysis of cDNA preparations

These gradients were prepared aécording to Mezl et al.
(317) . They were run at 40,000 RPM in a Beckman SW60 Ti
fotqr for 15 hour at 4°C. Gradients were fréctionated into
16 x 0.2ml fractions and [3H]—label determined in each
fraction using a 2yl aliquot. A 165 marker ([3H]—SV40
component III DNA) from Bethesda ReSearph Laboratories
(Gaithersburg, Md U.S.A.) was run on a barallel gradiént;

-

(iii) Solution hybridization of cDNA probes with mammary

RNA preparations

Hybridizations were performed in silicone-treated
capillary tubes containing 50ul of 0.18M NaCl, 10mM Pipes
(pH 6.8), 0.1% SDS (from BDH, 98% pure), 2mM EDTA
(pH 7.0), about 0.5ug E. coli tRNA, 425-800 cpm of [ H]-
cDNA (about 0.05ng) and various amounts of RNA. The
reaction mixtures were denatured at 100°C. for 10 minutes
and then hybridized at 68°C.-for 5 hours. Each reaction.

was washed into 1 ml of S, buffer (30mM sodium acetate

) 1
(pH 4.5), 0.1M NaCl, 1mM Zinc sulphate) containing 1l0ug

heat. denatured calf thymus DNA. R@&Ctioné were digested t

‘with 0.12 I.U. S1 nuclease at 45°C. for 45 mins. Hybrids
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were precipitated with 150ug of carrier yeast RNA for at
least 2 hours by bringing the reaction to 10% TCA, the pre-
cipitate was colle;ted on Whatman GF/C filters and washed
with- 58 TCA (2 x 10 ml) and with 95% ethanol (2 x 10 ml).
Dried filteré we;e incubated at 70-80°C. for 1 hour in
200ul 0.5N HC1 to hydrolyze the precipitated cDNA.
After neutralization with 200ul 0.5N NaOH, filters
Feceived 5ml Ready-solv (Beckman) and were mechanically
shaken for 15-20 minutes at room temperature before
countlng in an Isocap 300 llquld scintillation counter
with an efficiency of about 358, Total input c¢cDNA was
determined for several samples by omission of Sl nuclease.

Two types of RNA exces¥ hybridization analyses were
performed. The initial c¢DNA characterizations (see Figure
22) were performed by Cot curve analysis. BAs described
previously (298), the data were fit. to the eguation

Dy = B + IFi(l - e KiCot,

where Dy is the fraction of ¢DNA in the hybrid, B is the
fraction of cDNA hybrid that is present as a background, Fi
is the fraction éf cDNA hybridised in the ith transition and
Ki is the apparent rate constant for this transitioh,
Cot%-values were calculated from tﬁe first order rate

-constant; these provide a measure of the concentration of

the mRNA sequences in the sample being hybridised.
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Further cDNA chéracterization and use of these prébes-in
éample investigation were performed by the hybridization anal-
ysis described by Mezl eé'él.(;iV). In this method, in which
the data are plotted as $hybrid vs. ng RNA in the hybridizat%gﬁ{
only the linear po:tiqh of the hybridization curve is used for
guantitation, The advantages of this method are (a).if is
very sensitive, (b) it .does not require subjective curve
drawing and (¢) an estim&te of the analytical variation is
possible. The hybridization data were fit to a straight
line by linear regression; the slope of the sample hybrid- .
ization was compared to that of the standard mRNA hybridization
and the ratio éf these two values indicated the amoﬁht of

mRNA sequence in the RNA sample.

RESULTS

(1) Reverse transcription of purified 95 and 158 mRNA

. preparations

A typicalrcDNA synthegis;(carried out as' described in
méthods) using the two highly purified mRNA fractions
prepared as indicated in Chapter 5 is summarised in Table 17.
The reaction resulted in the incorporation of 5.7 x 106 cpm of
IBH]—dCTP into 9S8 cDNA and an incorporation of 3,39 x 106 cpm -
into 158 cDNA, This i# equivalent to cDNA amounts of 0.425 ug
and 0.254 ug respectively‘wiih a specific activity of

1.3 x.107 cpm/ug. When these cDNA
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TABLE 17: SYNTHESIS OF cDNA BY REVERSE TRANSCRIPTION

OF PURIFIED 95 and 155 RAT MILK PROTEIN mRNAs
1 2 3 4 5

Sample in [BH]-dCTP *[3H]-dCTP [3H]—1abel Amt. of ugDNA/

reaction in reaction incorpora- incorpora- cDRA: Hg mRNA
. (cpm) ted into ted into - synthe-
type (pg) c DNA cDNA (X) sised
. (cpm) . | (ug) (%)
9s 2.2 38 x 100 5.7 x 1%, 15.0 0.43 20
158 2.0. 46 x'10 9.9 0.25 . 13

3.39 x 10

Reverse transcription reactions were carried out in a
volume of 25 ul as described (see methods), using.
[3H]-dCTP of specific activity 19.5Ci/mmol.
Incorporation of P3H]—dCTP was measured by counting the
acid precipitable [3H]—1abel {counting efficiency of 30%).
These cpm values were converted to soluble cpm values
(counting efficiency of 40%) (values presented here®)

in order to permit_celculation of the proportion of total
[3H]-1abe1 incorporated (column 3». In column 5, the
¢DNA yield is expressed as a percentage of the amount cof
mENA included in the s&ntheéis. The calculated specific
activity of these two cDNAs is 1.3 X 107 cpm/ug.

It
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!

yields are expressed as a percentage of the amount of mRNA
present in the assay,_ the transcription level is estimated
at 20 % and 13 % respectively; such levels are represen-
tative of a goéd efficient synthesis .(284}).

The free [3H]-dCTP presént in these_c?NA preparations-
was removed by passage of the preparations thrqugh
* Sephadex G~100 columns (20 x lcm) prewasﬁed witﬁ,sterile
-watér. Recobery 6f cDNA (coilected in the wvoid volumes)}
from these columns was 80% or higher; about 75-80% of- the
[ H]-label cpm present in these void vomee fractlons
was acid precipitable. . j '

The size of the cDNAs prepared in these‘franscripﬁion
reactions waé determined in one instance by analysis on
alkaline sucrose gradients. AThe resdlting gradient pro- -
files indicated that the length of the cDNA prepared from
98 mRNA peaked at 6.75 {equivalent to 530 nucleotides)-
while the cDNA prepared frgm 155 mRNA gave a rather broad
size peak around 9.3§ (eqﬁivalent to 1204 nucleotides)-
(datanot ﬁhown). The alkaline sucrose gradient profiles
show that the cDNAs synthesized here do not contain any
significant amount of small sequence (less than 100 nucleo-
tides) and that they consist predominantly of almost full lengkth
copies of the mRNA templates. Full length copies of these
MRNA templates should be 600 nucleotides long (for 9§ mRNA)
and 1300‘nucleotides (foxr 158 cDNA) {275 , 278) . Unfractionated
cDMA 5 were used for hybridization, since the shorter trans-

criptg do not affect these analyses (278).

oL
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(ii)CDNA Hybridization.

Figure 22 shows a Coé curve analysis of both ¢DNA
pr;bes when hybridized to each mRNA templéte: _The data
have been fitted to a first order curve as described in
methods and the Cot% for each curve was calculated., The
Cot% values obtained were 2.5 x 1072 Mol. s. 1~} for the 98
CDNA hybridized to its template and 4.5 x 1073 Mo1. s. 171
for hybridizafiaﬁ of BS cDNA to the 155 mRNA template.
These values are in close agreement with the valugs of Cot%
préviously reported for the hybridization of 98 and 158
cDNA probes to- their purified mammary mRNA templates (275)
(273) . The degree of -cross contamination of the 98 and 15S
mRNA preparations is indicated by the heterologous hybrid-
izations shown in Figure 22, but more accurate characteriz-
ation of these samples is provided in Figure 23,

The hybridizations shown in Figure 23 use only fhe
linear portion of the curves (% hybrig vs. ng RNA)} in their
analysis. By this method the relative amount of mRNA
sequence in an RNA sample is determined from the slope of
the regression line (see methods). These data show that
the 95 mRNA contains about 10% 155 mRNA (Figure 22b] and
that the 153 mRNA contains about 1.5% 9§ mRNA (Figure 22a).
These values of the cross—cont&mination of these two mRNA --
species are in good agreement-'with the findings of the Cot
curve. analysis and they indicate that these preparations are

of comparable purity to those used in other studies (%gf)

(278) . For further details of this analysis see Appendix.
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Figure 22. Hybridization kinetics of 95 and 155 cDNAs

RNA excess hybridizations were carried out under the
. conditions described and the data were fitted to a first
order curve (see methods). The arrows mark the Coti
values obtalined by curve f;tting. The root mean square
of each curve fit is between 2% and 8%. The figure
shows both the hybridization of the é&sanA to 95 mRNA
femplate ({@) Cots = 2.5 10—3)‘and with 158 mRNA ((o).
(Cotd = 7.9 10™%) and the hybridization of 155 cDNA with
 the 155 mRNA template ((W) Coti = 4.5 107°) and with
4) . <

9S mRNA ({(0O) Cotk = 2.6 10~

1l
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Figure 23. Characterization of 95 and lSS‘cDNAs by
hybridization '

RNA / cDNA hybridization was performed by the second
procedure described in Methodé?

(A) The 95 cDNA (425 cpm) was hybridized with the original
9S mRNA template (A) or with 155 mRNA (e). The slopes of
the linear portion of these curves indicates thaf'thereiis
1.5% 9S mRNA in 158 mRNA; extrapolation of the 155 mRNA
curve to the ordinaté indicates that there is 7.5% 15S
cDNA in the 95 cDNA. (B) The 15S cDNA (800 cpm) was
hybridized with the 155 mRNA template (®) or with the 9S
mRNA (A). The slopes of these curves indicate that there
is 10.4% 155 mRNA in 95 mRNA? extrapolation of the linear
part of the 95 mRNA curve to the ordipate suggests that

there is 7.2% 95 cDNA in the 15S cDNA.
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As described previously (317), the hybridization
analysis of the type presented in Figure 23 may be used to
estimate the purity of the ¢DNAs. In Figure 235, the /)
point of intersection of the linear portibn of the iSS'
mMRNA curve (solid line) with the ordinate indicates that
there is about 7.5% 15g% cDNA in the 9§ cDNA; similarly
from Figure 23b, it is estimated that the 15S cDNA probe
contains 7.2% 9S cDNA. Although it is usually aésumed
that the purity of a cDNA is identical to the purity of the
MRNA from which it was made, the results shown here suggest‘
that when small differences\;re being measured, the purity
of a cDNA may not necessarily correspond to the purity of the
mRM . For further details of this gnalysis see Appendix.

- The hybridizations shown in Figures 22 and 23 indicate
that the purified 95 and 15S mRNAs and their correspondiné
cDNAs do not exhibit very significant levels of cross-
reactivity; thus these cDNA probes may be uséd to determine
the distribution of specific mRNA sequences between poiy(A)+
and poly (A) " mammary RNA preparations.

Examples of the use of these probes in these analyses
are presented in figure 24. Aliquots of pooled poly(A)+;RNAs
and the final poly(A) RNA from fractionation 3 were hybrid-
ized with {a) QSchA and (b) 158 cDNA. Standard mRNA
hybridizations are included in the figures for comparison.

For each sample, the concentration of the specific mRNA



- 258 -

Figufe 24, Hybridizatimn of 95 and 155 cDNAs to Mammary
... poly(a)* and poly(A)  RNA fractions.°

Hybridizations were performed as described in methods
using the analysis of the type shown in Figure 23.
(A) The 9S cDNA was hybridized with 95 mBNA template (&)

and with poly(a)t RNA (¥) and poly(a)” RNA (O) from 11l-

15 day lactating mammary gland (fractionation 3, see

Table 8). The amount of 95 mRNA in each sample was
determined from the regressivon line for the 9S mRNA ?
standard (%hybrid = 17.45%/ng 9S mRNA + 7.2%).

(B) The 1%5 cDNA probe was hybridized with standard 158
mRNA (@) and with the poly(A)t RNA (¥) and the poly(a)~
RNA (O) of fracticnafion 3. The 15S mRNA standard gave
a.regreséion E;ne (¥hybrid =16.9%/ng lSémRNA + 7.3%5,
which in comparison with the curves for the sample RNAs

o
was used to calculate the amount of mRNA in these samples.

- I . ’ r

— -
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. 5
sequence being studied is determined by comparison of the
slope of the standard mRNA h&bridization with that for the
samplexhybridization.‘ Thus, in figure 23a the poly(A)+
RNA‘Q;aEtion contains 238ng 9S~mRNA/ug RNA samp%e and the
poly (A) ~ RNA fraction contains 1.24ng 95 mRNA/ug RNA due
to reductions in the slope of the hybridization curve of 4.4
ﬁxhdané 800‘f61d~reépectively for the sample RNAs, Similarly
the 1§S.ﬁRNA content of these fractidns is 429ng/ug poly(A)+
RNA and 4.61lng/ug poly (A) T RNA. .

Several ﬁbly(A)+ and polykA)_‘ﬁNA fractions prepared

‘as described in Chapters. 1 and\2 were anal&sed by cDNA

" hybridiZation in this manner. Using the values obtained for

' N
the concentrations of these. mRNA- sequences invthese mammary

RNH“’fr;?‘c:tions and adjusting them for the amounts of RNA
\feéent in each sample, afmeésure of‘the-absolute amount
of mMRNA sequence presenttin each RNA fraction was obﬁained.
In Figure 25 the amounts \of mRNA.sequence present in thé'
poly )% and - poly(a)” RNA fraétions;of'six different -

fractionations are expressed as ug of mRNA sequence per

mg of initial unfractionated RNA. This umit of measﬁre

. was chdsen so as to»}llow direc;~comparison between poly(A)+

and.polyfﬁg- samples [0f the'sa?e and different fractionations;

7furthermofe, it allows easy calculation of absolute amounts

of the mRNA sequence present in total unfractionated RNA,

a-measure -that would not pe available if the results were
. ! a '
’ L)

k4

-

A
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Figure 25.' Distribution of 9S and 155 mRNA between
Poly(a)* and P6ly(a)” RMA fractions of 11-15 day
lactating Mammary gland,

i

Several of the poly(A)+ and poly(A) RNA fractions of
_lactating mammary RNA prepared'as described in Ghapters
1l and 2 (see'TébleS'S and 12) were hybridized to the _
98 and 155 cDNAs. 'F;om this hybridization data {(of the
type shown in Figure 23) the 95 and 155 mRNA levels were
calculated for eaclh RNA fraction. The results are ex-
pressed as the amount of poly(A)+ sequence (open bar)
and the amount. of poly(A) sequence (éhaded bar) per mg
of unfractionated RNA. The error bars reprgsenﬁ the
standard deviation for the 4 - 8 determinations carried
out for each sample. The percentage of the total
sequenée present in the poly{A) RNA is given abave the

bar showing the poly(A)~ mRNA c%ntent;
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. 3
Figure 25 shows that the 98 and 158 milk protein mRNA

segquences are not distributed edqually between the poly(A)+

and poly(A) ENAs and the poly(A)+ forms of these mRNAs

,predpminate. If the results of five of these fractionations

are av, raged (la, 2a, 23, 2e and 3) only 19 b 8% of the

total 98 and 28 5% of the 158 mRNAs are found in the
poly (a)  fraction. Thus on average, about 75% of each

seguence is preseﬁt as glyadenylated mRNA af this stage

in lactation (11 . This observed distribution of

specific mRNAs was pendent on the fractionation

procedure employed as indigated by a comparison of the
three different fracti tions}(Za, 2d and 2e) performed
on aliquots ne togtal RNA extract. Eracticnations 2a

and 2d (Chapter 1, Table 8) had been performed by four

‘rounds of oligo (dT)-cellulose chromatography using a binding

-

buffer salt concentration of 0.4M and0.15M respectively
and frac;ionation 2e {(Chapter 2, Table 12) was performea
by two rounds of poly(U) sepharose chromatography. The
similarity in the mRNA contents of these three sets Of.

fractionations,’ particularly when expressed as a peccentage

" of the gatal sequence in each RNA fraction, 'shows that

these results are not dependent on the method of sample

<>

preparation, Fractionation 4 gave results which‘wére quite
' 4
different from those of the Other samples Tzﬁlyzed (Figure

25); in this case 40% of the oLA mRNA and 6

/\/

:% of the 158
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casein mRNA were present in the poly(A) RNA sample. This

sample.had also exhibited a particularly high level of poly (A) .

mRNA activity on trapslaéion in the wheat germ system

(Chap;ter 3, Table 13)'.‘\An explanation for this anomolous

béhaviour of sample 4 beca éﬁp;rent when the unfractionated
zg\@ith.other total RNA preparations

RNA of sample 4 was compar

by UV scanning of the RNAs after electrophoresis on 2.2%

polyacrylamide SDS gels. Unlike the other samples, Sample

4 contained significantly degradegirRNA peaks'and its UV
absorbance profile was similar to that f other degrade
mammary RNAs (see Chapter 1, Figureé’i/an 2). It appeareﬁ
that du;ing its preparation sample 4 had be exposed ta
a limited nuclease treatment., This exposure had not‘affected
the sample's total mRNA actiwvity to any. extent, but it had
significéntly reduced the’polyadenylation-of thesé mRNAS.
The data of Figure 25 algo yields information on the
total amount of mMRNA sequence present in unfractionated
mammary RNA. This is readily c§lculated from the amount
;f the sequence in corresponding poly (A) ' and poly(a)~
RNA preparations. Thus in these RNA extracts 9§ mRNA const-
ituted 0.55-1.0% of total mammary RNA and the 15S mRNA
constituted 1.2-1.6%. These valueg are in ?ood agreenment

with previous measurements of the amounts of: these sequences

in total rat mammary RNA .(275f.



[

ﬁﬁgfelatively small levels, as is the case with rat mémmary

-

~ 265 -

DISCUSSION ' _ s

It has been shown that thé CDNAs prepared from purified
9S8 and 158 mRNAs do not exhibit a significant degree of
cross reactivity, and indeed the small levels of cross-
hybridi;at?dn observed in the heterologous’reactions are likelf
due predominantly to the presence of some 128 mRNA in both
purified mRNAs. These DNA preparations’may therefore be

ugsed to measure amounts of specific mRNA sequences present

in total and fractionated RNA samples. Preparations of

128 mRNA, which had been prepared by sucrose gradient cen-

trlfugatlon as described in chapter 5, were also used to
prepare 128 cDNA. Unfortunately hybridization  analysis of

this probe indicated that it contﬁzgsa\significant amounts
¥ ~ '

of other sequences (9§ and 15S) and ‘it could not be used

»

in the hybridization analysis presented here.. Other

'researchers have also had dlfflculty trylng to obtaln

3

reascnably pure mammary 128 mRNA (278). An egfectlve

separation of three-mRNA spec1es whlch differ in size by \"“—-—’/f/

mRNA, is not readily accomplished by methods such as
sucrose gradient centrifugation and even the preparative
gel electrophoFesis.uséd g}'Rosen was not successful (24).
Thus,¥in this work dnly the dmallest and largest mRNAS

were used, but this was sufficient to give a cDNA probe for

p. Y

each type of milk protein (whey protein cDNA and casein
ral ) oy
CcDHAY)Y . . B

Ky 4
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The hybridization anaiysis of several mammary poly(A)+'
and poly(A)  mRNAs has indicated that on average 20-30%
of the two milk protein mRNAs is nonpolyadenylatéd épd the /ﬂJ;//
rehainder'qxists in a poly(A)+ form. These values are g
quite different from the proportions of translational N
activity detected in the poly(A)+ and poly{a) fractions
(see Chapter 3, Table 13). Since the milk protein mRNAs
constitute a high proPorﬁion of total mRNA content of
lactating rat mammary gland, this difference in distribution
of specific sequences and overall translational activity
between the poly(A)+ and poly(A)_‘RNAs, was surprisiﬁé.l

' . ,
However, as was indicated in Chapter 3, quantitative com-

" parisén of the translational activities of poly (&)t an@)

poly(A) ~ mRNAs by the in vitro system described was likely
to be inaccurédte judgfhg from the miiimg experiments déta
of Table 14.'. ~

' The degree of nonpolyadénylation of rat 96 apd 158
mRNAs isg -therefore ‘smaller than’ first repdfted (42). It
is unclear whether the small diffe;epces in mRNA sequence
d!;tribution between poly(A)" and poly(A)” RNAs observed
for 98 and 15S mRNAs are r?al or whether they are entirely

due to experimental variation. With the small number of

frgctionations analyzed, the observed difference is . ;)

Ll n

‘statiétically~significant when analyéedfby,the Student's

1 .
.
L4
T
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T test (tf= 4.52, D.F. = 4) (0.02 < p < 0.01),

The results obtained with fractionation 4 demonstrate.
the impqrtance of using intact RNA samples for analysis of
" MRNA polyad?nylation.‘ Analysis of sample 4 indicated that

whereés'thé mRNA Eranslational‘activity of. these fractions
© was normal,»the 1ntegrity of the rREAs and mRNA polyadenyl-

‘
atlon was not, and it seems that the poly (A) tract of

poly(A) mRNA is especially susceptible to nuclease in these
preparations. In this respect it is of interest to note
that the Jistribution of the smaller mRNA sequences is

not as unusual

e larger sequehce} this ;esult
is consistent wi serva ioﬁofbsample degradation
which would be expected to _-eff"ct larger molecules to a
greater extent. Bergman and Brawerman have desc;ibed a
*xeatmenﬁ of polysomes witE-nuclease that causes little _
fragmentation of mRNA but considerable ioss of poly{A) (318);
they suggest that accidental exposure to nuclease activity
could interfere ﬁith measurements of mRNA polyadenylation.
‘Since sample 4 also exhibited a loss in rRNA structure, only
preparations which' contained intact rRNAs were analysed by

* cDNA hybridizatioﬂ,oso as to minimise the posgibility of
measuring artefaqtually‘inbreased levels of poly{(a)

mRNA. .




CHAPTER 7

POLYADENYLATION OF RAT MAMMARY RNA DURING DEVELOPMENT

Chapters 1-6 have described the déveﬂbpment of tech-
nigues necessary to perform the goals of this’fesearch.
Two major questions ‘may now be asked:

(1) Is there aﬁ} variatioﬁ in Poly(A) tract length éuring
mammary gland development?
(2} ‘Are there changes in the distribution of specific
milk protein‘hRNA sequences between the poly(A)+ and
poly(A)  RNA populations duriné gland developﬁent?

' As discussed in "Aims of This Research” the rationale

behind this research is to investigate the possibility

that variation in mRNA polyadenylation might be a

- mechanism for post—transcriptionai control of gene ex~

pression. This chapter will: be cbncerned with examining
the size of poly(A) during gland development.

Four stages in mamm;ry gland‘development were chosen
for the purpose of th;;‘study: 8 days and 16 days of
gestation, 7-8 days of lactation and 2 days of invdlution;,

At 8 dafs of gestaé.on, milk protein mRNA levels have

begun to rise but they are still very low compared to later™ -

levels, and this stage in gestation represents a 'very

earlf point in' .gland stfhulation 5279). By 16 days of- -

" gestation ;hé gland has differentiated very significantly

s | -

'
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and milk protein mRNﬁblevels are increasing rapidly in

readiness for parturition (279). The 7-8 day lactating gland

represents very aétive mammary tissue. There has been
disagreement as “o the precise point of maximalnﬁ&h-ievels
in the rat gland; whilé Nakhasi and Qasba reported a iapid
decline in ﬁilk protein mRNA sequences (expressed as a
percentage of total RNA) after 12 days of lactation (279%,
Rosen has found that milk proteig mMRNA séquenées (expressed
ias Hg mRNA/gm tissue} increase continually up to 18 days
of. lactation (287). i1t. was thérefore of intereét

to compare the 7-8 day lactating stage to the 11-15 day
ldactating stage (analyéed in ‘chapters 1-6). Finally, the
shutdown of milk productionA and loss of milk protein mRNA
sequences is represented by the 2 day involuting gland. it
is known that after weaning thg return of the milk protein
MRNA levels to the non-pregnant amount is very rapid and-
'alm t complete by 6-7 days (42 ,276). In order to ensure
that the involuting glands studied still contained sig-
nificant milk'ﬁfotein mRNAs but were clearly in involution,

the q&izﬁé were >taken two. days after weaning.

These four stages ié pregnancy,'lactation and'involution’
represent the major étéges in maﬁmary gland pﬁysiblogy and
ghould permit the observation of ‘any Ehanges in mRNA
polyadenyl;tion in relation to mRNA function whicﬁ might

occur duriﬁg gland development.

-
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MATERIALS

Female Sprague Dawley rats were obtained from the usual
source (see Materials, Chapter 1). . Day one of pregnancy was,
definad as the day after Aating and the stage of pregnancy
was confirmed on the day of sacrifice by measurement of

the average length of the foetus after removal from .the

uterus (319). The day of parturition was the first day

. of factation. Pups were removed from the mother at 18-20/

days of lactation and the involuted gland was taken 48
hours later. X
Gland removal and storage was as described prev1ouslf‘ﬂ%'

(See Methods, Chapter l). Yields of mammary tissue ranged

from 3-5g (wet weight) per animal at the 8 day pregnant

~

stage, 6-9g at 16 days of gestatiOn,' B 14-18g_at 7-8

days of lactation and 20-25g at involution.

METHQDS . - e
All methods used were as described previously. For
details of the RNA extraction, DNA determinations, oligo (4T)

cellulongchromatography, and the [3H]—poly(U) assay, see
Methods, chapter 1. Poly(A) sizing was performed as

! e | o
detailed in Methods, Chapter 4.

RESULTS

-

(1) Preparation of RNA samples from rat mammary gland at
<

various stages of gland development .

-

-~

b

. . e
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During gestation and early lactation the nucleic
acid content of the rat mammary gland incrgases signif-
icantly” (279), and this is reflected in the R¥A yields
obtéfngd in thele studies. R

'A Puﬁmar;'of‘the results of RNA extraction using the
mammary‘glands éf rats at four stages of development_is
presehted in Table 18.Ve;ysignificantdifferences innmcleh:ﬁcid
-yield are ohsefved when the.extractions‘of gland from
different development stages are compared. The yield is
only 0.09-0.18% of tiSsue wet weight in early gestation
(8 days), but this rises 2-3 fold by late gestation (16
days). At 7-8 days of lactation, the recovery is increased
"'6—9 fol& above early pregnant levels and at this highly active
stage in the gland's development RNA constitutes‘up to 1% - -
of wet tissﬁe weight. Aléhough the involuted glands
studied had the highest wet tissue weight of all stages
invegtigatgd {possibly ﬁue to a high milk content), just
j{\\/ﬂﬁ hours after induction of invo{;tion it appears that:nucléic
- acid content has droppeg back to late pregnant levels. ' P

Analysis of\these RNA extracts by the Burton method
(see Qhapter-i, methods) indigated that these preparations
contained significant amounts of DNA,‘partiéuléFly the

*, extracts froﬁ early pregnant gland where DNA constituted

over two thirds of the nucleic acid content of these .2

-

preparations (see Table 18). The lactating gland extracks.

} d ¥
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TABIE 18: THE RESULTS OF RNA EXTRACTION OF RAT MAMMARY GLANDS

AT FOUR STAGES IN -DEVELOPMENT -

Stage of Sample Nucleié acid  INA levels Poly. A levels

gland # yield (% wet (% total (% total nucleic
tissue weight) nucleic acid) _
acii! . !
8 day 1 0.094 65 0.062
pregnant 2 0.12 0.134+ . 96 78.5¢% 0.077 0.071=
3 0.18 0,036 69 14.2 0.078 0.008
4 - 0.14 84 0.066
16 day 1 0.32 ' 57 - 0.091
pregnant 2 0.27. 0.295% 56 56,3t 0.093 0.095%"
E 3 0.29 0.021 59 2. . 0.098 0.004
: 4 0.30 53 0.098
7-8 day 1 0.93 27 0.119
lactating 2 0.69 0.8% 30 29.3% 0.137 0.132%
: . 0.78 0.121 1 2.0 0.130 0,011
involuting 1 0.25 44 ~ ™ 0.080 .
2 .30 0.29 % 44 44 * 0.093 0.087 %
3 0.30 0.027 4 0 0.090 0.006 g
4 0.31 ‘ 44 0.084

Nucleic acid extraction of mammary glands at the indicated
» developmental stages was ‘perf'ormed as described (methods,
Chapter 1). Total nucleic acid content was measured.lg'y
UV absorbance (260 nfm) and DNA content was measured by
the Burton method (see Chapter 1). It is assumed that the
amount of RNMA in these extiécts is the difference between
the amo f total nucleic acid and DNA. The amount of
poly (A) present in these preparations was determlned using
the [ H]—poly (U) assay. Valugs afte(r each group .are phe

+
meannSD., -

"

v
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exhibited the lowest DNA content, and_preparatione from

16 day pregnant and involuted glands contained intermediate
amounté-of DNA, ThlS varlatlon 1n DNA conteht of these
extracts is probably a consequence of. changes in the
relatlve amounts of DNA and, RNA present in the gland at
varloushstages_ln development.(see discussion). 1In spite

of thé DNA content of these preparations nc'eteps were taken
to remove the DNA,.since this would involue significantly
more sample handling. They will be referred to as.RNA
extracts, as has been aone-previously by Rosen (42).. Thel
presence of significant.amounts of DNA in these samples.
must be taken into account espec1ally in the’ hybrldlzatlon
analy51s (see chapter 8). _

Table 18 also indicates the levels of pol&(A) in’ these
samples as a percentage 6f total nucleic acid. These data.
suggest,that.there is a twoefbld increase in'levels'of‘
poly(A) of mammary gland RNA extracts between the 8 day
pregnant gland and ‘the 7-8<day lactatlng gland ,ﬁowever,
when the DNA ‘content of -the extracts is ‘taken intc accdunt
and poly(A) content is expressed as a percentage of total
RNA, then ve?y smmllar values ‘(0. 15 0.25%) are obtained e
ant differences between the different stagés in terms of

poly(A) levels per mg RNA

€

% -
- for all extracts. “It 1s likely that there are no 31gn1ficf

~

L
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Allquots of the total RNA extracts described in Table Cb

18 were fractlonated into polx(A)‘ and poly(A) RNA fractlons

by oligo(dT)—celiulose_chremetogfaphy and these_fractlonatlons“
are summarisea in Table 19. To ensure‘tﬁat only two col-

umns were neeaed to effect épmplete fractionatien (see

Chapter 1, Table 8), the .amount of RNA applie& to-the -

columns in‘eec éxperiment was kept below 30 mg.. In each,

fractionation qescrlbed 1n Table .19 the flrst column . L.l'

retained at least 70% of the poly (A} in the total sample
(measured by the [ H]—poly(U) assay)wand muach reduced amounts .

of poly(A)-were retained by the_second column., In the |

case -of the early and late pregnant“RNA extracts,‘muéh

lower amounte ef'RNA were applied (B—l?mgy since only

limited amounts of material were availatle. The amounts

of material tetained by the second columns during fraction-

ation of 8 day pregnant rat gland extracts were so small

_ thatlthey were not retained for enalyeis. In general, poly
(A) ‘recovery in column_retained fractions is around 90%'

of applieq poly (A} and these recoveries are comparable

to those observed in earlier studies (see Tables 8 & 12).

Recoveries from the S day pregnant gland extracts were

not quite so high w1th a range of 73- 90%, a p0551ble

reagon ‘for this observation is that since smaller amounts

of meterial were used at this stage, -recovery of RNA

~ during-ethanol preeipitation was not as efficient asgrl

usual.
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TABLE 19' FRACTIONATION OF RNA .EXTRACTS FROM. MAMMARY GLANDS
AT FOUR STAGES IN DEVELOPMENT BY OLIGO (4T) CELLULOSE CHROM-

N .. ATOGRAPHY) '
Stage Sample  Total poly(h)‘retained._ Final Poly(A)
L - on two oligo(dT)- RNA fraction: poly(A)
A : *cellulose columns (% . remaining -
Ceo- - of poly(A) in initial .= (Z of- . - . ng poly(A)/
. S unfractionated RNA) initial) . mg RNA -
8 day ‘ ;
Ppregnant 1 © 74 . 0.92 6.6
T 2 " 73 + 1.26 + 9.6
o . 3. 9% 77.5= 8.4 1 g p1-08 =0.20 7"
. _ 4 73 0.89 7.1
16-day - 1 92.4 2.14 20
pregnant 2 90.9 .t 2.02 + 21
. 3 92.5 91.5 1.3 ©1.18. 1.48 - 0.74 13
4 89.8 " 0.56 ) -~ 5.8 =
748 ' 1 86.1 . 1.22Y . 16
day 2 98.2 % 91.2 - 6.3 2,0341.56 - 0.42 29
lactating 3 89.3 1.43 ) 20
involut- 1 103.8 0.90 - 8.4
ing 2 91.3 + 1.20 + 12,3
. | 3 93.6 97.2 - ?.8 1.13 1.04 0.1511.0
C 4 100.0 | 0.92 . 930

‘The RNA extracts préparéd as described in Table 17 were fractionated

" by oligo(dT)-cellulose chromatography (see Methods, Chaptef 1). The
amounts of nucleic acid applied to the columns in these fractionations
are as follows: 8 day pregnant stage 8,7-13.4 mg; 16 day pregnant

',stage 15 mg; 7-8 day lactating stage, about 25 mg; involuting
stage, about 24 mg. These fractionations were performed using binding
buf fer containing 0. 4M NaCl. Column bound and unbound samples were
collected and assayed for poly(A) using the [ H]—polyGJ) assay. . The

value shown after each grouping bracket is the mean - ts.o.
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The unretainad|RNA preparations consistently contained

- 2% or less of the initial poly (A) éontent, and this corres-

ponds to 21 ng poly(A) per mg RNA or less. The depletion

. of poly (A} from these preparations 25 thereforé compﬁrable
'with earlier cobservations using 11-15 day lactating

rat gland RNA extracts (see_Tables’% and 12). It has been

shown in earlier poly(A) sizing étudies, that the poly(A)__
"RNA preparations: produced by oligo (dT)-cellulose fracti;n-

ation in this wor? contain no poly(A).tracts and few oligo(A)

sequences of/any significant size. This analysis WAS"ﬁot

repeated with the poly (A)  RNA samples from mammary glands'

of different stages.

(ii) Length of poly(A) tracts found in mammary gland RNA

of various stages in.development

Aliquots of the poly(A)+ RNA preparations of each
developmental stage were treaéed by the poly(a) sizing
procedure as described'in chapter 4. ,Figure 26 shows four
gel profiles of poly(A) trac;s, as detected by the [3H]—
poly (U) analysis 6f gel eiuates,'uéing mammary RNA_frdm
glands at the following stages in development: a)’ 8 day

pregnant, b) 16 day pregnant, .¢} 7-8 day lactating,

L]

<
The poly(A) tracts from § day pregnant gland RNA

d) invoiuting.
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Figure 26. Sizing of the Poly(A) Tracts obtained from

Poly (A)+ RNAs of Mammary Gland at four stages in develop-

ment

Poly(A)ltracts were isolated by[RNase‘digestion of
poly(A)+ RNA and sized by electrqphoresis on polyacryl-
amide gels as-described-préviously (see Methods, éhapter
4y . After electroﬁhoresis, gels were sliced and gei
eluates were assayed for poly (A} using“t3H] poly(U).
. £

The samples analysed were as follows:

(a) 199ng poly(A) from 3.95ug|poly(A)+,RNA,_sample 2 of
8 day pregnant gland ’ _ 4 '
(B) '248ng poly (&) from 8.lug'pol£r(A)+ RNA, sémple 4 of
.16 day pregnant gland ' ‘ ‘

(C) 317ng boly(A) from 9.3ng poiy(A)+ RNA, sample 3 of-
7-8 day lactating gland — o

(0) 244ng poly(a) from 8.6ug poly (A)* RNA, sample 2 of
involuting gland. .

Poly(A} recovery from each gel was 82%, 77%, 69% and
58% respectivély. The positions of several poly (A)

size markers are indicated.
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(Figure 26a) have a .B?Zé- range similar to that of the
tracts from RNA of l%—15 day .lactating gland; these tracts
are no sméller than 25”nucleotides long and are as large
as about 160 nﬁbléotides. The -medal tract length occurs
at about 80 nucleotides and the distribution of these
tract sizes is clearly unimodal. The poly(A) size dis-
tribution ‘of tracts fron§16 day pregnant gland RNA (Figure
26b) is rather similar to-thét for the tracts of 8 day" |
pregnant gland RNA in terms of range (25-160 nucleotides)
and modal length (80 nucleoﬁiﬁeé).‘ However in this second
profilé there is a suggestion of the appearance of a
second size class of poly (A} tracts peaking at a length

of approximately 45 nucleotides (see ;rrow).

Figure 26c is a poly(A) profile of RNA from 7-8 day
lactating glahd; this profile is similar to those observed
using 11-15 day lactating gland RNA but it is
included here to permit easy comparison with the profiles
using mammary RNA of glands at the other developmental
stages. This profile is bimodal with size class peaks
around 80 and 45 nucleotides. Furthermore there aﬁpears
to be proportionally less of the very large tracts; a rise
in the profiles in Figure 26c does not occur until slice
number 16 (corresponding to a tract leﬁéth of 145
res?dues) while in the other profiles of Figure 26 tracts
of up to 160-165 residues are detected. Another interest-

ing aspect of the profile in Figure 26c is that although it



- 281 -

couﬁains an egtra peak of poly(d) tracts of smaller size,
there is no change in the length of the smallest poly (A)
tract obsérved (still around 25 nucleotides). However there
is a sharper drop in the poly(A) tract profile in the 25-35
residue size range iﬂhFigure 26c compared to the other
prgfiles iﬂ this figure. This would suggest that there might
‘be an important reason for the absence of poly(A) tracts
shorter than 25 nucleotides (see discussion). Figure 264
shows that £he size profile of poly(A} tracts obtained
from the involuting. gland exhibits an intermediate fofm
between the pregnant gland and lactating gland poly+A).
,.Thgre“is a reduét}on in the relative amount of the smaller
poly (A) ‘tracts agd it appears as if the poly(A) tract size
iag in the process of returning to the early prégant gland
form with just a siggle size peak at about 80 nucleotides.
Poly (A) tract size was examined using at least three
éifferent RNA extractg from mammary gland at each of the.
four developmental étages studied. The gel profiles shown
in Figure 26 were representative of each sfage. In order
ﬁs summarise all the available data on poly (A) tract.size,
a large:small tract ratio was calculated for each profile.
Large poly(A) tracts were defined as those sequencés‘with
a mobilityrelative to bluedye of €0.55. (larger than ‘about :
56 nucleotides) and small tracts were defined as the poly (A)

sequences smaller than 56 nucleotides.. Each gel profile
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was divided into two portions (greater and smaller than 56

nucleotides) and the total RNase-resistant cpm present in

each portion was calculated These ,data are presented in Table

20, together with the calculated large:small tract ratio

for each poly(A) sizing experimeht performed. The final

column of Table 20 presents the mean t S.D. for each

developmental stage; these figures illustrate the large

differences in the relative amounts of poly(A) tracts larger

and smgller than 56 nucleotidés in mammary gland of differ-

ent stages in development. The 'standard érror values

calculated for these data indicate that there are very

significant differences in poly(A) size in these develop-

mental groups, particularly between early pregnancy and lactation.
Figure 26 demonstrates that the functioﬂal development

of the rat mammary gland is associated with the appearance

of a distinct, relatively short‘p0pulati6n of poly(Aa)

seqguences, which apparently peak: at a size of about 45

- residues. This finding prompted further experimentation

to determine whether the poly(A) tracts associated with

milk protéin mRNAsS consisted entiFely of the smaller

size poly(A) population. To answer this question the

two purified abundant mRNAs, QS.whey protein mRNA and

the 158 casein mRNA — were analysed by the poly(A) tract °

sizing procedure.

Figure 27 shows that the profilesJof the poly(a)

tracts of both mRNAs are similar. The profile again
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TABLE 20: VARIATION IN THE.RATIO OF ‘LARGE AND SMALL POLY (A)

TRACTS IN RAT MAMMARY GLAND AT SEVERAL STAGES OF DEVELOPMENT

Stage Sample RNase resistant cpm present
in poly(A) tracts:
1afger than smaller than Large :Small mean b S.D.
- 56 nucleo- 56 nucleo- tract ratilo
tides tides
8-day 1 9663 5183 1.86
pregnant 2 9137 4268 . 2.14 +
3 9391 4269 2.20 2.05 = 0.13
4 9982 5011 1.99
16-day 1 9102 5042 1.81 +
pregnant 3 8917 6733 1.32 1.56 - 0.25
4 9525 6172 1.54
7-8 day 1 8370 7842 1.07 ‘
lactating 2 8595 7378 1,17 1.11 - 0.05
3 8208 7456 1.10
11-15 day la 8494 - 9904 0.86 .
lactating 2a 11249 9696 . .16 +
2e 9735 9009 1.06 1.02 - 0.13
3 11885 12959 0.99
invol- 1 9230 5620 1.64 R +
uting 2 9652 6441 1.50 1.52 - 0.11
4 8893 6278 1,42

Poly(A)+ RNAs of the indicated samples were subjected to poly(A) siz¥
as described (see Methods, Chapter 4). Each profile thus obtain as
divided into two portiens: tracts larger than 56 nucleotides (corpes-
ponding to a relative mobility of 0.55) and tracts smaller than

. nucleotides. The sum of the MNase resistant cpm in each portion of
the profile is presented, and these values were used to calculate the

large :small tract ratio for each sizing experiment.
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Figure 27. Sizing of Poly(A) Tracts obtained from
purified milk protein mRNAs

ly (A) tract sizing/was
/‘_\ ! -0

formed as described previously:
‘ Y

4), using the tracts isolated from
89S w protein mRMA! and 158 casein mRNA. These two
preparatic ly purified mRNAs described in
Chapter 5. The two profiles shown were obtained with:
(A) 50ng poly(A) from 2.2ug 15S casein mRNA

(B) 123ng poly(A) from 3.5ug 9S whey protein mRNA.
Poly(A) recevery from the gels was at least 89%. The

positions of several poly(A) size markers are indicated.

0
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exhibits a bimodal'form with peaks at 75-80 and 42're'idue .
This is in good agreement with the sizes of the two pgaks
in the poly (A) profile from lactatiﬁg gland RNA. The
major difference between the,profilgs in Figure 27 and the
profile of Figure 26c is ‘that in the former there is a
felative enrichment of the shorter poly(A) tract size v
class. Clearly the milk protein mRNAs contain the ;Ame
range of poly (A) tract sizes as tptal mammary poly(A)+
}ﬁ;NA, but the milk protein mRNAs contain préportidnately

higher amounts of the shofter poly (A} size'class; Thik

suggests that the shorter poly(A) size class isg associated
‘'with the milk protein mRNAs ahd perhaps other mRNAs directly .
related to the lactation process, while the other.constitut-
ive mMRNAS carry only the longé;\boly(A) size-class thr?ughout .
the gland's entire developmental process. - This hypothesis fﬂuﬁ:j
could explain the difference in the profiles of Figure 26c

and Figure 27. )

In summary, it has been shown that mammary glén ’
development. does involve changes in the polyadgnylat::;%Pf
its mRNA. During induction of lactation and milk protein
synthesis,adi‘st'inct poly (A) size class appears in the gland
and it is speculated that this size class is restricted to
milk protein mRNAs. Loss of this poly(A) size class para-

1llels ‘the. loss of milk protein mRNA seqﬁences during

involution.
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DISCUSSION

' An'explanation for the Varlable content of RNA and

DNA in nucléic acid extracts of mammary gland of varlous

- t

developmental stages is provided by Nakhasi. and Qasba

(279). They show that between 8 ang 16 days of gestation,

~

the RNA/DNA ratio of rat mammary gland_ increases 3~fold
and dﬁring lactation itfincreases another 4-fold, This
varlatlon in the RNA/DNA ratlo is reflected in the

-~

r%latlve RNA and DNA contents ¢f "the nuclelc ac1d extracts
of-glands at the fougb;tages analysed; thls changee 10-12
fold between the B day pregnant and 7-8 day 1actating stage.
The increase.in RNA content of the gland throughout pregnancf
and lactation would also explain thk higher yield of material
in the latter stages of‘aevelopment, ‘ .

Aé_discussed early in this chapter, one goal of this

~work wasgto determine whether there is any change in the

length of poly (A) tracts’ assogiated with mamWAry RNA during

the gland's development. It has been shown that native

polyIAj+ globin mRNA is more stable in X. laevis oocytes

thah poly (&) globin mRNA (190). The poly(A) tracts

assoc1ated with glopin nhNA, and other mRNAs, are
gradually reduced- in length‘q ~ during mRNA aging (98)
and this is likely the process by whigch poly (A) MRNA is

produced (123). This hypothesis wéuiiﬁguggest that one

i
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1l

means of prolonging mRNA half-life .is to extend the length
. of its associated poly(A) tract and therefore prolong the
‘périod reguired to Qompletely remove the poiy(A) and
convert the mRNA into its poly (A)  form. One might -’therefox:e
expect to see an overall increase in the steady—sﬁate
length of mammary RNA poly (A) during maximal stiﬁulation
of this tissue (during lactation ) if i;creased polyaden-
ylation of milk protein mRNAs is the mechanism by which
) their_half-lives are increased.
The ?oly(A} tract - profiles shown in Figures 26 and 27
clearly show that‘this is not the case; the poly(A) sequences
h" e associated with the abundant mRNAs (predomlnantly milk
protein mRNAS) durlng lactation are enrlched in smaller-
sized tracts ‘compared to those present in the pregnant gland.
The size of the poly (A) tract found associated with
NHSS casein mRNA in this study is ianuite close agreement
with the size profile determined by Rosen (24). In Rosen's
P ' study,'the poly (A} tracts were oxfdised.by periodate and
' 1abel%?d‘at their,3' €ermini using [3H]-borohydride,,before
* removal from the mRNA by_RNase digestion, The‘ge; profile
a Of this;[3n]-‘;}'o_1y (A) indicated a size range of about 15- -
150 residues, with a peak around 35-45 reéiaues.
+ * In the present study, it has beeh found that the 91ze
dlstrlbutlon of poly(&) t¥acts assoc;ated with a 9s mRNA -

. fraction is similar to that of the casein mRNA; ‘the 1éngth .

/

&
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of the poly (A} tract attached to mammary 95 mRNA had not

been reported previously. This similarity in size of the
two poly(A) populations suggeststhat the mRNAs for both types of milk
proteins are handled by the alveolar cellina similar manner

~with respect to polyadenylatidn. | )

It will be recalled from the general introduction

tha£ studies in X. laevig ococytes indicated that a poly(A)+'

ﬁRNA was stabilised maximally by poly () tracts of over

30 residues in length; when the poly(A) sequence was
reducealto 21 residues thé reSulting'ﬁRNA was destabilised
and fuither reduction of the sequénce to 16 residues pro-
duced a mRNA which was as unstable aS'poly(Ai- mRNA (193). °
It appéars that once poly(A) tract length is reduced below
25-30 residues( its effectiveness in stabilising \\jL“\\ “
is reduced. In this respect it is of interest to note \V/(O
that in all the mammary RNA samples analysed in this®work,

‘the smallest poly(A) tract observed was 25-30 residues long;
furthermore, Rosen did not find any poly(A) tracts smaller
than ZQ residues. These observations are explained by
the findings with the X. laevis sysfem; the absepce of
mRNAs bearing short poly(A) .tracts is due to their relative.

instability. This would also suggest that the conclusions

obtained with Xenopus are applicable to mammalian systems.
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Recent measuremeﬁfs‘df the size of poly(A) tracts
from rat liver and hepatoma tissues show that normal liver
RNA contains poly (A} tracts from 25 £o 140 nucleotides
long with a single peqk‘éround 80 nucleotides (320). The
normal liver size distribution is very similar to £Hat
observed for poly(A) of éarly pregnant gland RNA whilé in
- hepatoma RNA there is an increased ﬁroportion of tracts longer
than 110 rgsidues. In these rat liver studies, it appears
that the faster growing tissue contains longer poly(2a)
sequences, Mattei et al, speculate that since hepatoma
tissue coritains a higher proportion of non-translated mRNA
sequences compared to normal liver, the increase in steady-
state po;y(A) tail length in hepatoma might be a consequence
of reduced mRNA ut?lization(320). It had already been proposed
that poly (A) shortening‘migh; be a function of mRNA util- |
izatiog and if this were so, éhis wauld complicate attempts
to correlate mRNA hadf-life with poly(A[ tract length. The
final conclusions regarding mammary poly(a) tract length

k|
are discussed in Chapter 9.
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CHAPTER 8: DISTRIBUTION OF 9S AND 155 mRNA SEQUENCES

BETWEEN POLY (A)tAND POLY (A) ~ MAMMARY RNA DURING GIAND

DEVE LOPMENT . -

This chapter is concerned with answering the second
question posed at the beginning of chapter 7:-it inves-
tigates the distribution of mRMA sequences for the two types-
of abundant milk'proteins.between poly(A)+ and poly(A) RNA
forms at the .,four stages of development studied. It was
hoped that this analysis would provide further evidence to ,
suggest that changes in mRNA polyadenylation (or more
precisely the lack of polyadenylation) woula accompany
mammary gland development.

The. analysis has been performed using the ;;ecific CcDNA
probes that were prepared and used in previous experiments
(see Chapter 6). To confirm the presence of mRM in these
samples, bhoth poly(A}+ and poly(A)h RNA preparations were
translated in a wheat germ cell-free system and the identity
of the translation products was confirmed by their analysis

on urea SDS polyacrylamide slab gels.

METH CDS , )

(i) Preparation of rat mammary DNA.

A 2.25ml aliquot of the poly(A) RMA fraction of sample

3 from 8-day pregnant rat mammary q}and (see Table 19) was

L.
N x
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used; this contained about 3.7 mg DNA and 1.6 mg'RNA. The
RNA portion of this sample was destroyed by alkaline hydro-
lysis; the sample was brought to a pH of 12.8 by addition
of 1.0 ml-0.5N ﬁaCH, and it was incubated at 68° C. for 20
mins. The pH of the solution remained unchanged at the

end of the incubation. The solution was neutralised with
0.5N 1 and extra buffering capacity was provided by
addition of 10ul 0.2M EDTA (pH 7.0). This treatment is
sufficient to completely hydrolyse RNA molecules but it
leaves DNA molecules intact (321). The DNA was collected

by ethanol précipitation; about 4.0 mg of DNA were recovered.

{(ii) Nucleic acid hybridization to the cDNA probes

RNA excess hybridizations. were performed as describqﬁ
previously (see Chapter 6) éxcept that a final salt concen-
tration of 0.3M NaCl was used. Hybridization of. mammary
DﬁA to the 95 cDNA was also performed at 0.3M NaCl. A
number of technical difficultie; were assoéiated with the
* hybridization of mammary DN because it was necessary to
,attain particularly:high Cot values in this analysis.

Iong incubation times (up to days at 6B°C) were necessary

to achieve Cot values of 103

104 and during this time sig- .
nificant degradatién of the’ sample could oc¢cur. Further-
more, very concentrated DM solutions (6-7mg/ml) are requiréed

to maintain DNA sequence excess, and these solutions

A
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1

are viscous and difficult to pipet. A DNA/cDNA ratio of
3,000,000 was maintained in this hybridization; Rosen and
Barker achieved a ratio of 9,000,000 in their DML excess
hybridization using 15S casein cDNA (278).

The data obtained in, the mammary DNA:9ScDNA hybridiz-
ation have been fit to a first order curve using the
avgilable computer program as described (Chapter 6).
Although the DNA-cDNA hybridization is second order, the
curve obtained using the first order equation is not very
different from that obtained with sécond order kinetics,
‘particularly in the middle of thé curve which is the region
used to determine cotk (322).

2

(iii) Translation of RNA samples in the wheat germ cell-free

system /J )

Wheat germ cell-free translations were performed’gs
indicated previously (see Chapter 3}. The results of
chapter 3 had already shown that at the 11-15 day lactating
stage both poly@)" and poly @)~ RM fractions contained
significant translational activity. This result was
reconfirmed for the RNA fréctions prepared from several
stages of mammary gland development (see Chapter 7, Tables
18 and 19). Translations were performed us;ng [3H]-1eucine

(21Ci/assay) and total, poly &)" and poly(a)~ RNAs from

each developmental staée. All RNA preparations tested
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exhibited translational activity, although the specific
activities of total and poly(®) RMA from 8 day pregnant
_gland were very low. There were differences in the spec-
ific incorporation obtained with éotal RN\ preparations
from glands at different stages as expected from a previous
study (279), with a range of 320 cpm/ug RNA in early
gestation to 4900cpm/ug RMA during lactation. Poly(d) .
RMA showed a similar trend but with a smaller range (300-~400
cpm/ug RNA) . PbI?(A)+ RN from glands at ali stages of
development exhibited much higher specific aé%ivities;
typical values wereT6,300 cpm/ug RMA at 8 days of gestation
and 42,000 cpm/Ug RN at 7-8 days of gestation. This range
in polyG&)+ RNA specific activity (7 fold) is unexpectedly
large, since an in vitro translation system should translate
poly(A)+ R8s of differeht stages equally. This variation
in specific translational activity could be explained in
part by variations in rRNA content of the sampies; and/or
variation in the proportion of leucine incorporated into the
proteins encoded by polyG\)+'mRNAs from different develop-
mental stages. The translational activities of RNA fractions
from l6-day pregnant and involuting giands gave corresponding
' intermediate values in all cases.

A lthough cell-free translations indicated the presence
of mRNA in all these RNA preparations, both in the poly(A)+
and poly(A)h fractions, the nature of the translation

products was of interest. For this purpose, wheat germ
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celiLfree translations were also performed with PSS]—
methionine (61Ci/assay) and the products were analysed by
slab gel electrophoresis and fluorography as described

pre&iously (see Chapter 3). ¢

L

(i) Analysis of the translation pfoducts ‘of mammary RNA

RESULTS

fractions obtained from glands at different developmental

N

' stages

A total, poly(zi)+ and poly (A} RMA sample from each
development stage was translated in the wheat germ system
using [3SS]—methionine and the resulting translation products
are shown in Figure 28. A fluorogram of this same gel,
prepared with a shorter exposure pefiod,'was shown in'
Chapter 3 (Figure 7) to demonstraté the similarity of the
translation pfoductsqpf polyax)+ and poly(A) RNA from 7-8
day lactating gland. 1In Figure 28 a longer exposure is
shown to visualize morg\q}early some of the less prominent
translation products. The translation products of the two
purified 9S8 and 138 mRM s (see Chapter 5) are presented
for comparison.

Figure 28 shows that for almost all the samplés analysed,
the predominant translation products were proteins of

molecular weights 42-43,000 daltons, 30,000 daltons and
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Figure 28, Electrophoretic analysis of the Wheat germ
cell-free translation products of Mammary mRNA from
gland at several:.stages in deveibpment.

Total, poly(A)¥ and poly(A)” RNA fractions of one gland
extract from each of th; four developmental stages studied -
were translated in a wheaé germ cell-free system con-
taining [358]—methionine (see methods). The translations
were run on an urea SDS polyacrylamide slab gel together
with translatidns of purified 9S and 155 mRNAsS. Trans-
lation products were visualised by fluorography. The

RNAs used to provide these products are: lane 1, no mRNA;
lanes 2 -~ 4, total, poly(A)+ and poly(a) RNAs from 8 day

. Pregnant gland; lanes 5 - 7, total, poly(a)* and poly(A)_ e
RNAs of 16 day pregnant gland; lanes 8 - 10, total, poly(A)+
and poly(A)” RNAs from 7 - 8 day lactating gland; lanes

11 - 13, total, poly(A)+ and poly(a) RNAQ from involuting
gland; lane 14, 95 mRHA;'lane 15, 158 mRNA. Between
20,000-50,000 cpm of acid insoluble [3SS]—methionine label
'were applied to each lane.. The positions of the standard
protein markers are indicated by arrows and the molecular

weight of each protein is given in kilodaltons.
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25-26,000 daltons. These proteins have already been assigned
as caseins 1, 2 and 3 respectively (see Chapters 3 and 5).

One can also see the 18,500 dalton product of 9S mRNAlin the
lactating and involuting gland RMA s, however there appears to
be.very little of this product in Ehe trgnslations of pregnant
gland RMA. These results indicate that during pregnancy there
is a relatively high proportion of casein/aIA mRM sequences
compared to the proportions seen later in development., Total
and poly(A) RMs of B day pregnant gland gave very low levels
of incorporation, and it is difficult to detect specific bands
of translation product for these two samples (lanes 2 and 4);
on close inspection of these lanes very faint bands at the
position of the two larger caseins can be seen. The early

(8 day) and late (ls'day) pregnant giand RNAs gave translation
products other than thgfnaseins (see lanes 3 and 6)., This is
not surprising since the milk protein mRM's should constitute a
lower proportion of total mRMA Sequence in pregnancy than
during lactation.

The most important observation to be made from Figure 28
is that the poly(A)+ and poly(d) RMAs code for proteins of
quite similar sizes., This suggests that any poly(A) milk pro-
tein mRM\ sequences measured by cDNA hybridization (see below) do
not consist entirely of deéradation products of poly(A)+ RMA ;
indeed, many poly(A) mRNA sequences must be full length since

conplete milk proteins are made by this RMA, Furthermore the -
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finding that the poly(h)"' RMA s are translated predominantly into
fullMength milk proteins reduces the possibility that variatio
in the translational activity of these samples are due to

variable levels of RNA degradation.

(ii} Hybridization of 95 cDMA to rat mammary DMA

Several of the mammary RMA preparations contain large
amounts of DML (see Table 18) paiticularly the samples from
the early pregnant gland in which mRMA levels are still very
low. Although theré is e%idence that the 155 casein mRMA
sequences are transcribed from unique DNA (278), similar
information is not available for the 35 mRNA. It wag:

conceivable that some correctién to the hybridizati:;AEEta
might be necessary if the poly®) RM samples éontained
very low concentrations of milk protein mRNAsS and were-
enriched in milk protein DMA seguencek. ,This possibility
was evaluated by hybridization of rat mammary DNA.(prepafed
as indicated in Methods) to the 95 ¢DMA probe. <\J

_The Cot- curve representing this hybridization is givén
in Figure 29. Due to the practical difficuities encouﬁtered
in.achievingt3ot values greater than 103, the'upper part
of the curve is poorly defined. From the best curve f£it to
this data, a Cot%-of 780 mol.s.lm1 was obtained compared
to a Cot% value of 1.4 x 107> mol.s.1” ! for the 95 mR@

standard. Since the DNA :cDMA hybridizationwas performed at 0.3M

—

E—

N
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29.

Hybridization of 95 cDNA to Mammarw DNA

Mammary DNA was prepared as described (see Methods)

and hybridized-to 95 cDNA at a DNA/cDNA ratio of 3x106

{see Methods). The hybridization data points were
fitted to a first order equation and a Cot} value was
determined from the first order rate constant. The
curves shown are for hybridization of mammary DNA (o}a>
and of 95 mRNA template (o); Coti values aﬁg;}ndicéte
. by the arrows. To permit e/ drawing of thgge two curves
in the game figure, two scales were used for Iog: Coté iy
the scale of -5 to 0 refers to the 9S mRMA hybridization fﬂtf//ﬂ
(o) and the scale of -1 to 4 refers to the_ﬁamméry j2)21:8 f

hybridization (e).
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NaCl, this cérresponds to an equivalent:Cot% value of 1800
mol.s.;—l:(323{. This Cot% value is coriparable to values
obtained for other mRNAs that are transcribed from'unique
sequence DNA (27é, 3245 and on this basis it is cdncluded.
" that the 95 mRN\ sequence is contained in the rat genome
as unique ﬁNA. \\ ' _
In the following sect;;?it'will be shown that no poly(A)__

RNA samples give Cot%-valuestgproaching a value of ﬁBO and

therefore contribution of the DNA sequences to these hybrid-

izations is negligible.

(iii) Measurement of the 95 and 15S mRM\ concentrations“of

mammary RMA ' fractions by hybridization to cDNA probes

The poly@l)+ and poly) RNA samples prepared from
total.m;mmary RN of glands at the four developmental stages
studied (Tables 18 and 19) were analysed by hybridization
to -the 95 and 15S cDNA probes. As indicated previously,
where fractionation of a total mammary RN sample produced
" more than one'_poly(A)+ RIA ?ample, all poly(A)+ RNRQ were
pooled for hybridization analysis;-this éﬁsures that the
polyG\)+ BMA sample analysed is truly représentativea
Examples of the hybridizations performed using 98 and 15S

cDMi s are shown in Figures 30 and 31 respectively. For each

type of hybridization the analysis of only one sample for

5
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Figure 30. Hybridization of 95 cDNA' 4o Mammary Poly(A)+
and Poly{A) RNA fractions from glands at several stages
of development

Mammary. RNA samples {prepared as indicated in Chapter 7)
were hybridized to 9S.cDNA., Hybridizations were performed
as described (see Methods) using 1000cpm of cDNA pé; assay.
The data were fitted to first order curves and Coti values
were determined. The data shown were obtained using the
following samples: (V) Poly(A)+ and (®) Poly(ad) RNA of
sample 4, 8 day pregnant gland; .(Q) Poly(A)+ and (@)
Poly(A)~ RNA of sample 4, 16 day pregnant glahd; (O} Poly(A)+
and (@) Poly(A) RNA of sample 2, 7-8 day lactating gland;
(4) Poly(a)* and (a) Poly(a)” RNA of sample 4, involuting
gland. Pregnant gland data are shown in Figure 30A and
The lactating and involuting gland data are shown in
Figure 30B. The hybfidization of 95 mRNA template is also
shown (x). Cotd values are indicated by arrows. The root

mean square of each curve f£it is between 1.5% and 6%.
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>

+
Figure 31. Hybridization of 15S cDNA to M ary Poly(a)
and Poly(A)  RNA fractions from glands at several stages
of development

Mammary RNA samples (prepared as indicated in Chapter 7)
were hybridized to 155 cDNA. Hybridizations were performed
as described (see Methods) using 1000cpm of cDNA per assay.
The data were fitted to first order curves and Coti values
were determined. The data shown were obtained using the
following samples: (%) Poly(A)+ and (w) Poly(A) RNA of
sample. 2, 8 day pregnant gland; () Poly(A)+ and (M)

Poly (A)  RNA of sample 4, 16 day pregnant gland; (0) Poly(A)+
and (@) Poly(A)  RNA of sample 1, 7-8 day lactating gland;
(A} Poly(A)+ and (A) Poly{A) RNA of sample 4, involuting
gland. Pregnant gland data are shown in Figure 31A and the
lactating and involuting gland data are shown in Figure 31B.
The hybridization of 155 mRNA template is also shown (x).
Coti values are indicated by arrows. The root mean

square of each curve fit is between 1.5% and 6%.
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each developmental stage is shown., In thig way, examples
representative of all the hybridizations are illustrated.

The data of Figures 30 and 31 have been fitted to first
order curves and Cot%-valueé (see arrows) h;ve been calculated
from the fifst order rate constant., ne can see that the
rates of these reactions are such that thg DNA present
in these samples does not contribute significantly to these
hybridizations. The Cot% value for each sample was therefore
compared directly to the Cot%-of the standard mRM. template
in order to calcglafe the concentration of mRMA sequence in
that sample. As described previously, from a knowledge
of the concentration of mRNA sequence in a sample and the
total RNA present, absolute amounts of mRMA sequence
can be determined for each sample.

The results of the hybridization analyses performed on
these samples in the manner indicated in Figures 30 and 31
are given in Table 21 (for 95 cDNA) and Table 22 (for
155 cDNA). These results are expressed as pg mRMA sequence
per mg. unfractionated RM for both poly (A')_+ and poly (A)"

RNA fractions as éescribed in detail previously (Chapter 6).

The following observations may be made from Tables
21 and 22: >
a) As expected from previous studies there are very sub-
stantial increases in the amounts of the milk protein mRM

sequences between early gestation and lactation; this is
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LEGEND TO TABLE 21:

Poly )" and Poly(A)” RMA fractions from mammary gland

at the stage indicated were analysed 5} hybridization to-

95 cDM as indicated in Figure 30. From the Cot%- values &
obtained, the absolute amounﬁs of 98 @RNA in each sample
were determined. The values shown after each groub

are the mean S.D. Total 9S mRNA has been calculated by
summing the amounts of mRNA in the po}y(A)+ and pdly(R)~
RNA fractions. The 11-15 day 1acta1':ing gland datawere taken

from the results shown in Chapter é.
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LEGEND TO TA BIE 22

Poly(@)" and Poly@)” RM fractions from marmmary gland
at the stage indicated were analysed by hybridization to

155 cPbM as indicated in Figure 31, From the Cot%-values

obtained, the absolute amounts of 155 mRMA in each sample

*

were determined. The values shown after each group are
the mean * S.D.* Total 158 ﬁRNA has been calculated by

summing the amounts of mRNA in the poly(A)+ and poly(A)~™
ﬁNA fractions. The 11-15 day léctating gland data were

taken from the results shown in Chapter 6. v
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.followed by a drop in the levels of these éEEEEEEE§‘5£\~
involution. Examination of the standard deviations of these
values dees however show that there can be large variations
in the amounts of specific mRNAs present in mammary RNA
even when prepared}from glands of rats at similar stages
in gestation aqg~lgctatiqn. This variation is particularly'
H_Jq{\ noticeable in thE‘?S hybridization data for the 16 day
gestation samples (Table 21).
b) The levels of 155 casein mRNA are consistently higher
than levels of 95 mRNA. The difference between these two
sequences is minimal during maximal gland Activation, i.e.,
at lactation, where:zthe 155 casein mRNA sequence is present
/”\W at a level only 1.5 fold higher than that of the 95 mRI.
) At other stages of gland devélopme:f, S MRNA levels are
K\\ J 10~30 fold lower than those of caEein mRﬁﬁvr It there-
\\ fore appears tpat the 95 mRNA sequence accumulates
H\jat a later stage during gestation but is lost at an
earlier stage during involution compared to the 155 mRNA
sequence; in,other'words the levels of these two sequences
are not co-ordinately controlled throughout gland de- .
velopment. This observation is in agreement with

the analysis of the translation products of mammary RNA

prepared from glands &t different stages (see Figure 28).

L3



- 315 -

¢ LA

cL.‘The most importént.observation to be made from these
data is the J;'ela;tive amounts of poly (A)f and poly (&)
milk profein. seque;icéé present at different si-;ages of gland
: de-velop.ment. The pr‘oportion of poly @) milk protein mRNA
1s not constant throucjhout mammary_glangi development; it
appears to be at a minimun (about 5-10% of total milk
protein mRNA) during-lacxa{:ion while during gestation and
involut"ion fhis prpportion inses (up 'to 65%). Study of these
data would suggest th.at there is an inverse relation’
"téétween total‘ levels of milk protein mRMA and tile propor-
tion of .tl:1at mRNA which is in the poly.(A) RM fraction.
. To deté:;mine the significance of the changes in relative
. pbly(l&)u ‘milk p:'r.'otein mRM levels during gland development,
stat;.stical analysis of the data of Tables 21 aﬁd 22 was ¥y
performed. An analS(sis of variance on the data of Table
21 did indicate a{ s.ignificant.variatién between groups
(p =" 0.6I5) . A similar analféis of the data of Table
22 indicated no significant difference between groups
‘_(0.2_‘ <'p < 0.15).. The reason for a lack of significance
_-ip the-latter“case is most likely the.high variability
\in_the perc_ent'age of polyﬂk)_-15s fnRIwA.'in_early pregnant
gland preparations. This group ?{Lelds tot‘al 155 mRNA
:sequénce wels of 0.23 - 1.10ug/mg total RNA and percent
poiy;(li"’)-_'lss mRNA sequences of 12-65%. A student's T test
indicates there is no significant dii::ference between the

-
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8 day gestation group and the 7-8 day lactating'g:oup in
Table 22, but by this test there is a s;gnificant difference
between the 7-8 day lactating group and all other groups
0.025 < p in all cases). Close examination of the early
gestation group of Table 22 indicates that within this
group there is .a trend in whigh high mRMA lévels are
associated with é low proportion of poly ()™ ‘mRM levé'ls.

It is possible that the trend o?igrved within this -group

is obscuring the overall trend gecause of the.high varié—

" bility of the early pregnant group.

It is’ of interest here to compare the 7-8 day lactating
values withrthOBe of 11-15 day lactating samples which have
been included in Tables 21 aﬂd 22 to permit ready comparison.
The percentage of poly() mRM in the latter samples was
14-33% for 9S mRMA and 23-35% for 15S mMRNA, These values
are rather highen than the percentages obtained for the 7-8
day lactating samples (4.4-8.4% and 10-16% respectively).

The total amount of each milk protein mRN§ is higher at the
7-8 day stage than the 11-15 day étage ana one could
therefore conclude that milk protein levels have begun to
decline at the later stage. The Z;B day lactating stage

is thus the sta:gg containing the highest mRM levels studied,
and this result is in agreement with Nakhasi and Qasba

who showed a rapiq decline iq milk protein mRMA sequences

\after day 12 of lactation (279).

’
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(iv) Recovery of mRM sequences af£er affihity chrom&tg;
graphy '

[3H]—p01Y(U) analysis of the RM fractions used in
these studies had indicéted that poly(A) recovery in the
polya-’g)"' RNA samples was high after mammary R fraction-
ation using oligo (dT)-cellulose (Téble 19). This does
not show that mRMA recovery in column bound and unbound
RM\ fractions is quantitative.,'It was therefore important
to show that in these developmental studies mRNA'sequence
recovery from total mammary RMis was close to complete and
that tﬁe ogserved variations in the relative proportions of
poly(A)+1and polyex)u mRM s during gland development were
not due to ﬁoor sample fractionation.

To determine mRNA recovery from several fractionations,
it was necessary to analyse unfractionated mammary RNAS
to determine the levels of total mRMA ‘sequence in these
samples. These analfses were perforﬁed by hybridization
with the 9S cDMA probe. The major reason for choosing this
sequence is that the 95 mRM is smaller than 155 casein
MR and therefore more readily lost during sample handling.
I+ would be expected that 155 casein mRNA recovery will &
be af least as high as 95 mRM , if not higher.

Four unfractionated RNA samples, one from each of the

four developmental stages studied, were analysed by

S
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TABLE 23 DETERMINATION OF 9S mRNA RECOVERY AFTER OLIGO(dT) -

CELLULOSE FRACTIONATION OF MAMMARY RNA BY HYBRIDIZATION OF

TOTAL;, POLY(A)" AND POLY(A) ™ RNAs TO 9S -cDNA

Stage of Sample mRNA in total . mRNA recovered recovery
development - RNA sample in poly(AY*

applied to and poly(a)~

column RNA fractions

(ug) (ug) (%)

8 day 2 0.221 0.193, 87
pregnant
le day As
pregnant 3 10.84 8.12 75
7-8 day
lactating _3 470.0 : 43170 92
involuting 2 36.52 35.7 . 98

Total unfractionated, poly(A)* and poly(A)  RNA samples from
the indicated mammary gland extracts (see Tables 18 and 19)
were hybridized with 95 cDNA as indicated in Figure 30, Using
" the Cot% values determined from this analysis the absolute
amount of mRNA contained in each sample was calculated. The
amount of 95 mRNA contained’ in total unfractionated RNA is
compared to the combined amount of 95 mRNA in the poly(a)*
and poly(A) RNA fractions recovered from the oligo (AT} -
cellulose columns. The overall mRNA. recovery is expressed as
a percentage of that applied to the column.

4

(- - i
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hybridizatibn to 98 ¢cDMA and the Cot% values thus obtained
for these samples were used to calculate the amount of 98
mRMA. sequence present in the initial samples. These values
are compared directly to.the amount of sequence recovered
in both the poly®)" and poly®)~ RNA fractions as shown

in Table 23. All the recoveries determined here were equal
to or gréﬁter than 75%; therefore high and satisfactory recov-
eries were observed for RMA obtained from all stages.

Thus the data of Table 23 show that the chhnges in
propoftiOn of poly@) milk prbtein mMRNAs during mammary
gland development' cannot be attributed'to_loss of sequence
from a particular.fraction during the fractionation pro-

cedure.

DISCUSSI (N

1.

Translation analyéis of RMA preparations from mammary
gland of several developmental stages clearly demonstrated
the progressive increase in translational activity df.'
mammary RN throughout gestation and lactation. Nakhasi
and Qasba have already shown that total mammary RN
preparations exhibit a ten fold increase in translational

activity between virgin and 12 day lactatihg rat gland

preparations (279).
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The major translation products of the poly (A);}' and
poly(-Ai- RNAs were essentially similar in all cases (with the
exception of the low 95 mRMi product during gestation). This
observation suggested that the poly(A) RNA preparations were
not significantly degraded compared to the poly(A)+ RMAs ; both
RNA s translated into full-length milk proteins as the major
products. These translations aijso indicated that fhe poly(A)‘
milk protein sequences detected by hybridization did not con-
tain extra sequences -(eg. introns); this suggested that these
poly(A)  sequences were‘not newly synthesised, unprocessed
nuclear RNA. A lthough the precise relationship between
poly(A):" and poly (A)— forms of the same mRNMA has not been demon-
strated in any one system, several investigators have proposed
that poly(h) mRNA is produced as a consequence of poly(A) tract
removal from éoly (A)+ mRMy ., The analysis of translation pro-
ducts shown in Figure 28 is consistent with this hypotheéis,
but the possibilify that the poly®) mRM is a completely separ-
ate species, unrelated to poly(f\)+ mRM. , can not be eliminated.

The major goal of this chapter was to énalyse the dis-
tribution of 95 whey protein and 15S casein mRNAsS between
poly (11\)+ émd poly(a) mammary RMA s as a function of gland devel-
opment, Before the results of such an analysis could be discussed
it was necessary to eliminate the possibility that the -
relatively high proportion of polya) mRNA in certain

RM preparations ( as found for example in early
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gestation} was not a consequence of ¢DNA binding to milk
protein sequence in mammary DNA. The Cot%- of 95 cDMA
hybridization to mammary DNA was found to be 780 mol.s.1 ™

1

at 0.3M NaCl (equivalent Cotlf' of 1800 mol.s.l ~.). This

very high value of Cot %-indiéated that:

1) The rate of cDMA *DMA hybridization was too slow
to be a factor in the hybridization analyses of polym)ﬁ
Rl;m since even in early gestation mRNA sequences are present
at many fold the DMA level; (Tabiea 2L and 22).

2) This Cot%- value is in close agreeﬁent with the
Cot%- value of 1372 rnol..s.l“l obtained by Rosen and Barker for
hybridization of 15S casein cDNA to rat mammary DM (278).
Packman et al.calculated the Cotl- for an unigue duck globin

2
gene sequence to be 1500 mol.s.l"1 (324). It may therefore be

concluded that like the 1558 casein gene sequence, the 98
gene sequence is contained in the genome as unigque DM,

The analysis of variance and student'’s T test |
studies performed on the group data of Tables %1 and 22
suggest that while there is a significant variation between
groups in Table 21 (for 95 mRNA), the situation was less
clear-cut with the data in Table 22 (for 158 casein). It
was believed that a possible trend for these data was
being obscured by the high variation in the early gestation
group. It was observed that the total mRNA sequence and
the relative proportionof poly(a) mRNA in this group both

show large variations but these two measurements do change
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inversely. A better analysis of the data of Tables 21 and
22 might therefore be achieved by investigating whether there
is an inverse relation between relative poly(A)-'nGmA levels
and the amount of total mRMA seguence. Graphical plotting
of the data in this manner clearly showed there was no
linear correlation; however, tﬂere was definitely a

trend towards a higher proportion of poly d) mRNA
sequences, especially at low mRMA sequence levels. The
datalfor the 98 mRMA seguence were again more convincing
than those for the 158 mRMi. It is postulated that
especially high polyG&)“IMuA levels appear at low levels

of mRM\ sequence, but since the levels of 95 mRNA detected
in these studies are lower than those for the 155 mRWA,

this trend is more readily apparent for the 9S sequence.
This hypothesis would suggest that a high proportion of
these sequences exists as non-polyadenylated mRMA S at

low mMRM& levels but as the total level of each mRMA rises,
the proportion of the poly@) forms of this mRM is

reduced,



CHAPTER 9
CONCLUDING DISCUSSION

The major aim of this work was to investigate whether
rat mammary gland development is asscociated with changes in
'mRN\ polyadenylation. It has been shown that two specific
changes in this mRNA characteristic appeared to parallel stim-
ulation of the gland and its synthesis of milk components.

The fiist change was the appearance of a specific poly(a)
size class (40-45 residues in length) 'in total poly(A)+
mammary mRMA; levels of this poly @A) size class were highest
during peak lactatién and much reduced or absent on involution
cor in.early pregnancy. It has been speéﬁlated that this
particular size class of poly(A) might be restricted to milk
protein mRNAs, since these sequences were found to be enriched
in the 40~45 residue poly @) tracts comparéd to total lactating
mammary poly(A)+ mRMA., Proof of this suggestion would require
further investigation of the translation products directed by
mammary mRMAS bearing long and short poly () tracts respectivély.

The finding of shorter poly () tract; in mammary gland
during the period of high protein synthesis was consisfent with
earlier reports that poly@\{ shortening might be associated
with mRMA translation. Indeed poly(A) shortening might be a
necessary cénsequence of translation. Could such observa-

tions be reconciled with the hypothesis that the poly (d) tracts
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associated with mammary R act tolstabilise these mRNA
sequences ? Investigatidns of poly®) function performed iﬁ
'ﬁL laevis ococytes have indicated that in order to effectively
stabilise mRMA sequences, the associated poly(A) tracts need
only be about 30 residues long (193). Thus 40 residue poly(A)
tracts could stabilise mRNAs as well as 80 re:idue tracts

and all the poly(A) tracts observed in mammary gland at the
various develobmental stages studied would be equally effective
in this respect.

The relatively high proportion'of‘smaller poly (A) tracts
observed during léctation might be a consequence of a specific®
mechanism in the mammary cell which restricted the appearance
of tracts smaller than 25 residues, thereby increasing the
levels of tracts in the 40-45 residue size range. There are
‘several means by which poly @) shortening might be strictly
controlled in the mammary cle during lactation: eg. by re-
duction of the activity of specific poly(A) nucleases (see
pP. 38); by stimulation of poly () elongation processes such
as that described by Brawérman and Diez (141) or by the action
of poly (@) binding proteins which are known to modulate poly (A}
metabolism (see p. 64). Mechanisms such as these might leng-
then the lifetime of a poly(Al tract and thefeby effect mRNA
stabilisation but at the same time cause an overall reduction
in pply@&)‘iengthm The observed cha%ﬁés in poly(A) tract length
during gland development are therefore not inconsistent with

a mechanism of increased mRMA stabilisation by changes in mRNA
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polyadenylation. -

The second observed change in mammary mRNA polyadenylatién
was with regard to the proportion of 95 and 158 milk protein
mMRMA sequences in poly(A)+ and poly @) forms. Both sequences
exhibited a trend in which the percentage of the pquG\)— form
was relatively high at early gestation and involution (up to
65%) but lower dufing lactation, especially at 7-8 days lac-~
tation (about 5-10%). This series of observations must be
evaluated cautiously in view of the technical problems
associated With this analysis as discussed previousiy (see
Abstract). If poly(A) tracts do function in mRNA stabilisation
however, a particularly low proportion of poly @) milk
protein mRMA sequences during high levels of gland stimuiation
would be ponsisteht with this hypothesis.

It has already been stated (see " ims of this Research")
that the hormone prolactin appears to have post-transcriptional
effects on the milk protein mRMis. Prolactin has been reported
to increase milk protein mRM half-life in rat mammary gland
in vitro (291) and it is therefore possible that an in vivo
function of prolactin is to stabilise these mRMAs, Iittle is
known about the méchanism by which prolactin mediates such
_an effect. In view of the observations made on the function
of poly (a) t;acts in mRMA stabilisétion {see Introducticn)
and the changes in mammary mRNA polyadenylation during devel-

opment as reported in this study, it is possible that the

r

y

&’/
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pogt;transcriptional actions df prolactin are mediated by the
poly A) tracts of milk protein mRMAs. It appears that mRMA
stabilisation in response to preolactin is specific to the milk
protein sequences and there are means by which changes in
polyadenylation could be specific eg. by variation 6f the
nature of 3' non-translated sequences in mRMs {203).

A direct link between the action of prolactin on milk
protein mRNA stability and the observed changes in-mRNA
polyadenylation have not been shown in this study, but the.
interreiationship of these processes and their potential
involvement in the control of gene expressioﬁ are clearly of
great interest. It is believed that this reéearchihas
demonstrated specific changes in mEM polyadenylation in the
developiﬁg mammary gland and this should permit future
research to examine more thordughly the mechanisms by which
these changes occur and their relative importance in the

control of gene expression.
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Contributions to Knowledge

1. The proportion of poly(A)- 155 casein mRNA has been shown
to vary from 10-30% of total 155 mRNA sequence in.lactating rat
mammary gland. This proportion is significantly smaller than
the 60% reported in a previous study. The earlier analysis

was performed by mRNA translation studies in a wheat germ
cell-free system; the present réport has shown that measure-
ments based on such an analysis may be inaccurate. The present
study has utiliseé the more accurate technique of RNA hyﬂrid—
ization to a specific 15S cDMA probe’ih order to measure levels
of 155 mRM sequence in poly (@)’ an& poly (&) fractions of
total lactating mammary RNA. The relative, amounts of poly(A.)+
and poly (@A)~ 95 whey protein mRMA have also been reported.

This is the first-time th&t the distribution of both 9S and
+155 mRMA s between poly(A)+ and pq;y(Ai_ RNA fractions has been
reported in the same, stud¥. This has allowed strict comparisons

between the two sequences with respect to their polyadenylation.

2. Specific changes in the characteristics of mRMA poly-
adenylation during mammary- gland development have been demon-
strated. Thelpoly(k) tract size profiles from glands at five
developmental stages indicated that very actiyve lactating
tissue was enriched with a poly {(a) size class peaking at 40-45
residues; relatively inactive gland contained predominantlyr

larger tracts with a modal length of about 80 nucleotides.
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During these studies, the size of the poly{(a) tfacts associated
with purified rat 95 whey protein mRNA was reported for the
first time. The distribution of both 9S and 158 mMRNA sequences
between poly'(A)+ and poly (A) mammary RMAs duringhgland &evel—
opment was inYestigated. There was evidence tThat there mightﬁ

be an inverse relation between the percentage of sequence in

the poly(A) RMA and total levels of the sequence in the gland,

3. During £he use Of, poly (0) sepharose columns to fr‘ac.tionate
total mammary RM into poly (A)+ and poiycﬁ)- fractions, it was
found that recovefy of RMA from solutions containing high con-
. centrations of formamaide was é;reproducible and often En—
acceptably low. In order to ensure effic:i_.ent recoveryf'rof\‘ RNA
on ethanol precipitatian from formamaide containing solutions,
the solution shouJQ_be diluted to a formamilde concentration

| M | '
not exceeding 30%. This problem of low recovery of RMA from °

70-90% formamide solutions has not been extéﬁsively described

or investigéted in the biochemical literature previcusly.

"



) APPENDIX,

" Determination of ithe purity of mRMA and cDM\ preparations by

measurement of their cross-reactivities in RMA :cDMA hybridization

\FEaCtlons -

;rfTﬁIEisectioﬁzeummaélsés the‘molécular basis of the use of
the hybrldlzatlon dFta presented ln{Flgure 23 to measure the
"degree of cross. c0ntam1natlon of pur:.fn.ed mRMs and their
- cor;equgd%ng cDNAs. This type of analysis of these hybrid-
ization curves has been performed in previous studies (317).
For ease of illustration, the hybridization of 9S8 cDNA
: wi£h its 95 mRNA template (A) and the 15S mRNA preparation (@)

has been reproduced here (see Figure 23a), and this is used

as an example of these calculations. The following\text makes

+ =« several references to the curves shown on p.330.

®
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9S mRMA hybridization

This curve represents only tﬁe hybridization of 95 cDNA
with 95 mRNA. The linear part of this curve (slope 1).@
provides a standard measure for the rate of hybridization of
9S8 mRNA wiéh this cDMA, All other RNAS containing 9S8 ﬁmNA will
hybridise to this c¢DNA but with a lower rate ie. a smaller

slope,* depending on the proportion of 95 mRNA in the sample.

155 mRM hybridization
" The hybridization curve for the heterologous reaction is
compbsed of two components: the hybridization of 95 cDNA: 95 mRMA
(section a) and the hybridization of 158 cDNA:15S mRNA (section
b). These ¥wo components are resolved as follows:-
(a) The linear portion of the curve corresponds to the
hybridization of the 9S cDMA with small amounts of con-~
tamiﬁating 95 mRNA sequence present in the 158 mﬁNA prep-
aration. By comparison of the slope of this curve (slope
2) with sloPé 1, the relative concentration of the 98
mRMA sequence in the 155 mRNA is determined. For example,
in this case slope 1 has a value of 36% hybrid/ng RNA ahd
slope 2 gives a value of 0.43% hybrid/ng R . Thus the
heterclogous reaction occurs at a rate of apéroximately
1.5% of that of the homologous reaction and it is con-

cluded that the 15§ mRMA preparation is 1.5% 95 mRW .
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(b) The portion of the curve at very low RM. amounts does
not appear to be linear - extrapolation of the linear
portion to the ordinate provides a " Ong RMA" value of
19% compared to the true "i0ng RM " value of 13%. This

o
6% difference is indicated in the illustration as
"interval 1". This interval represents-hybridization of
the 158 cDNA present iﬁ the 9S cDNA preparatifn with the
ldrge amounts of 155 mRMA present in the heterologous
reaction. Even at the lowest 155 mRNA concentratiom
studied, hybridization-of the 155 cDMA contaminant in the
95 cDNA is essentially complete due to the large excess

of the 155 mRNA sequence. Fortunately, this component is.

a small and constant level of hybridization and it is

readily separated from the 95 mRM\ hybridization by extra- .

polat;oh of the linear section of the curve to the
ordinate. The level of 155 cDNA measured here is 6%

of the 9S cDNA, but since the hybridization curves
proceed to only 85% completion, this va?ue is adjusted

to 7.5% on correction to 100% cDNA L

Using the data provided by Figure 23b in similar calculations,
corresponding values may be calculated for the levels of 15S
mRM\ sequence .,in 98 mRM. and the levels of 9S cDMA in the 158
cDNA preparafion.

NEXT PAGE IS 334

"

@
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