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QUICK TIPS 

(--THIS SECTION DOES NOT PRINT--

) 
 

This PowerPoint template requires basic 

PowerPoint (version 2007 or newer) skills. 

Below is a list of commonly asked questions 

specific to this template.  

If you are using an older version of 

PowerPoint some template features may not 

work properly. 

 

Using the template 
 

Verifying the quality of your graphics 

Go to the VIEW menu and click on ZOOM to 

set your preferred magnification. This 

template is at 100% the size of the final 

poster. All text and graphics will be printed 

at 100% their size. To see what your poster 

will look like when printed, set the zoom to 

100% and evaluate the quality of all your 

graphics before you submit your poster for 

printing. 

 

Using the placeholders 

To add text to this template click inside a 

placeholder and type in or paste your text. 

To move a placeholder, click on it once (to 

select it), place your cursor on its frame and 

your cursor will change to this symbol:         

Then, click once and drag it to its new 

location where you can resize it as needed. 

Additional placeholders can be found on the 

left side of this template. 

 

Modifying the layout 

This template has four 

different column layouts.  

Right-click your mouse 

on the background and  

click on “Layout” to see  

the layout options. 

The columns in the provided layouts are 

fixed and cannot be moved but advanced 

users can modify any layout by going to VIEW 

and then SLIDE MASTER. 

 

Importing text and graphics from external 

sources 

TEXT: Paste or type your text into a pre-

existing placeholder or drag in a new 

placeholder from the left side of the 

template. Move it anywhere as needed. 

PHOTOS: Drag in a picture placeholder, size 

it first, click in it and insert a photo from the 

menu. 

TABLES: You can copy and paste a table from 

an external document onto this poster 

template. To adjust  the way the text fits 

within the cells of a table that has been 

pasted, right-click on the table, click 

FORMAT SHAPE  then click on TEXT BOX and 

change the INTERNAL MARGIN values to 0.25 

 

Modifying the color scheme 

To change the color scheme of this template 

go to the “Design” menu and click on 

“Colors”. You can choose from the provide 

color combinations or you can create your 

own. 

 

 
 

 

 

 

 

QUICK DESIGN GUIDE 
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) 
 

This PowerPoint 2007 template produces a 

36”x48” professional  poster. It will save you 

valuable time placing titles, subtitles, text, 

and graphics.  

 

Use it to create your presentation. Then send 

it to PosterPresentations.com for premium 

quality, same day affordable printing. 

 

We provide a series of online tutorials that 

will guide you through the poster design 

process and answer your poster production 

questions.  

 

View our online tutorials at: 

 http://bit.ly/Poster_creation_help  

(copy and paste the link into your web 

browser). 

 

For assistance and to order your printed 

poster call PosterPresentations.com at 

1.866.649.3004 

 

 

Object Placeholders 

 
Use the placeholders provided below to add 

new elements to your poster: Drag a 

placeholder onto the poster area, size it, and 

click it to edit. 

 

Section Header placeholder 

Move this preformatted section header 

placeholder to the poster area to add 

another section header. Use section headers 

to separate topics or concepts within your 

presentation.  

 

 

 

Text placeholder 

Move this preformatted text placeholder to 

the poster to add a new body of text. 

 

 

 

 

Picture placeholder 

Move this graphic placeholder onto your 

poster, size it first, and then click it to add a 

picture to the poster. 
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          The formin family of proteins contain unique 

Formin Homology (FH) domains required for their 

association with actin-binding profilin (FH1) and 

nascent or mature actin filaments (FH2). These 

domains are essential for maintenance of the 

cytoskeletal elements as well as the nucleation, 

growth, and depolymerization of actin. INF1 is 

different from other formins as it contains both formin 

homology domains FH1 and FH2 at its N-terminus as 

well as a microtubule binding domain at its C-

terminus. The presence of these motifs suggests a 

strong role in regulation and interaction between both 

the actin and microtubules of the cytoskeleton. 

Overexpressed INF1 protein from transfected cell 

cultures is observed to have a larger molecular weight 

than the endogenous protein. This difference in 

molecular weight is suggested to have arisen  as a 

result of the post translational modifications such as 

proteolytic degradation of  a proposed INF1 precursor. 

In order to test this hypothesis in future experiments, 

antibodies were raised and tested for their efficacy in 

recognizing specific residues on the endogenous, 

overexpressed, mouse and human INF1.  

 

ABSTRACT 

• INF1 is 1143 residues and migrates on SDS-Page with a 

relative mobility of 160 kDa. Surprisingly, the 

endogenous protein migrates at 130kDa. This 

difference in molecular weight is hypothesized to 

result from post-translational processing of the 

endogneous protein. 

 

• Immunofluorescence and western analysis assays were 

used to assay the ability of two new antisera, 968C 

and FHDC1, to recognize over-expressed and 

endgoneous INF1 protein. 

 

• Immunofluorescent microscopy is conducted to reveal 

the subcellular localization of the endogenous INF1  

with respect to fluorescent protein tags and antibodies 

of interest. 

 

 

INTRODUCTION AND OBJECTIVES 

RESULTS 

• The1-1004 INF1 derivative was efficiently recognized by the 968C antiserum while the 1-978 derivative was not. This 

suggests that the primary epitope for this lies between residues 978-1004 of the human INF1 protein.  

• Immunofluorescence assays show that the C-terminal antibody binds very well to both mouse and human INF1 

 

• Immunofluorescence assays suggest that the αFHDC1 antisera is able to recognise human INF1 protein, but with a much 

lower affinity than 968C. Additionally  the affinity of the FHDC1 antiserum for mouse INF1 protein is to low to make it 

of practical use for experiments with the endogenous protein expressed in cells of mouse origin.  

ANALYSIS OF RESULTS  

CONCLUSION 

       It was determined that the C terminal antigen 

resides between 978 and 1004 at approximately 

residue 968 (figure 3). This region is highly conserved 

between mouse and human and thus observed clarity 

is fairly similar. Slight differences due to mismatching 

residues can be accounted for by using a slightly 

higher concentration of antibody. The αFHDC1 proved 

to be a weak antibody for mouse endogenous INF1 as it 

was specifically created to the less conserved section 

of hINF1. Thus αFHDC1 will not be used in further 

studies of INF1 as it must be used in very high 

concentrations to yield decent results (figure 6). 

Western analysis of the endogenous protein 

determines the molecular weight of INF1 to be 130 kD. 

However, the over-expressed INF1 in transfected cells 

rejects this prediction. This finding is consistent with 

the hypothesis for the post translational proteolytic 

modification of endogenous INF1. 
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Figure 2: Immunoblot Assay 

conducted to compare 

overexpressed INF1 

protein to the endogenous 

species. (1) Assay 

conducted on myc-INF1FL 

overexpressed INF1 protein 

running at 160 kD (2) GFP 

tagged GFP-mINF1 with a 

slightly higher molecular 

weight due to the addition 

of a tag (3-5) endogenous 

neuronal cell lines (N2A and 

F11 (6) fibroblast , (7) 

cardiomyoblast , and 

(8)HeLa  cell lines 

 

Figure 1: Diagram of the INF1 formin protein and its functional 

formin homogy and microtubule binding domains. In light blue, the 

approximate epitope of the αINF1 FH2 antibody. In light green, the 

epitope of the αFHDC1 HPA antibody, and in grey, the 968 C epitope is 

shown.  

 

• NIH 3T3 Mouse Fibroblast cells Seeded for transfection 

• Transfection of cells via uptake of pEFINF1 and 

pHINF1eyf vectors encoding genes for various INF1 

constructs 

• In order to map the antigen of the C-terminal antibody, 

the following constructs of the full length (1143 aa) INF1 

protein were created: 1-1143, 1-1123, 1-1086, 1-1055, 1-

1033, 1-1004, 1-978, 1-967, and 1-958.  

• Purification of INF1 Protein from transfected cells 

• Western Analysis of purified protein using C-terminal 

antibody to map antigenic region of INF1 

• Cells were fixed for immunofluorescence assay using 

Paraformaldehyde, and Methanol to observe differences 

in antibody binding based on method of fixation 

•Immunofluorescence assay conducted on slides mounted 

with primary antibody of interest, followed by secondary 

fluorochrome-conjugated antibodies 

•Cells stained using BAPI and mounted for examination 

on the Zeiss AxioImager microscope with attached 

Apotome 

 

METHODOLOGY 

Figure 6: Mouse INF1 detected with α968 C and αFHDC1 antisera. GFP-tagged mouse INF1 protein was 

expressed in mouse fibroblast cells and visualized by virtue of its GFP tag. The 968C (A) or FHDC1 (B) antisera 

were tested for their ability to detect the over-expressed mouse homologue of INF1. 

 

Figure 5: YFP tagged human INF1 protein is recognized by the α968 C antibody.  

Figure 4 : Full length, 1-1004, and 1-978 over expressed INF1 protein constructs exposed to α968C antibody. 

(A) Full length overexpressed RFP-human INF1 and (B) RFP-human INF1 1-1004 are efficiently recognized by the 

968C antisera  while RFP-human INF1 1-978 is not.  INF1 protein was detected by virtue of its RFP tag as a positive 

control for levels of expression. 

Figure 3: Immunoblot Analysis of INF1 derivatives using the C-terminal α968C antibody. (1) Negative control 

extract not containing INF1 Protein. (2-10) Extracts containing RFP-tagged INF1 derivatives. Constructs used are 1-

1143, 1-1123, 1-1086, 1-1055, 1-1033, 1-1004, 1-978, 1-967, and 1-958 in lanes 2-10 respectively. INF1 derivatives 

containing the 968C epitope were detected using Rabbit anti-INF1 primary antiserum and a donkey anti-rabbit 

secondary antibody coupled to horse radish peroxidase (HRP). The deletion of aa residues 978 to 1004 results in 

loss of detection by 968C, (compare lane 8 to lane 7). 

 

http://www.facebook.com/pages/PosterPresentationscom/217914411419?v=app_4949752878&ref=ts
http://www.medecine.uottawa.ca/cellmed/assets/documents/publications/copeland/pdf5.pdf
http://www.medecine.uottawa.ca/cellmed/assets/documents/publications/copeland/pdf5.pdf
http://www.medecine.uottawa.ca/cellmed/assets/documents/publications/copeland/pdf5.pdf

