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Supplementary Table S1. Classification of transcriptional changes of genes in major 

biological functions by gene ontology (GO) in the Snf2h mutants. 
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Supplementary Table S2. A list of primers (Dnase2b, Foxe3, Hsf4, Snf2l and three control 

genes: B2M, SDHA, and HPRT). 
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Supplementary Fig. S1. Expression of Snf2l in wild type mouse eye. (A-C) 

Immunofluorescence (red) detection of Snf2l in the E15.5, E17.5 and P1 eye. (D) Relative 

expression of Snf2h and Snf2l in wild type E15.5 and P1 lens. (E) Western immunoblotting 

analysis of Snf2l expression in extracts prepared from “control” and Snf2h-/- cKO newborn 

eye tissues.  

 

  

D
ev

el
o

pm
en

t •
 S

up
pl

em
en

ta
ry

 in
fo

rm
at

io
n



Development 143: doi:10.1242/dev.135285: Supplementary information 

 

 

 

Supplementary Fig. S2: Depletion of Snf2h leads to a reduction of lens epithelial cell 

proliferation. (A-B) BrdU staining showed that the proliferating lens epithelial cells (brown) 

were present from the anterior of the lens epithelium to the lens equator. (D-E) In the Snf2h 

cKO lenses, the number of proliferating lens cells was markedly reduced, and the lens 

transitional zones were shifted forward. (C-F) The reduction of cell proliferation in the Snf2h 

cKO was observed by using the cell proliferation marker Ki67 (green). Nuclei were 

counterstained with DAPI (blue). (G-H) Quantification of BrdU and Ki67 positive cells 

versus the total number of lens epithelial cells. Scale bar = 100 μm. Pregnant females were 

injected with 5-bromo-2’-deoxyuridine (BrdU) (Sigma, St. Louis, MO) intraperitoneally (100 

μg/g body weight). After two hours, the mice were sacrificed, and embryos were dissected 

and immediately fix with 4% paraformaldehyde. Sections were collected as described above. 

Monoclonal anti-BrdU was used and sections were counterstained with hematoxylin. 

Alternatively, embryo lens mid-sections were used to perform immunofluorescence with 

Ki67 antibody.  
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Supplementary Fig. S3. Expression of Pax6 in wild type and Snf2h mutated embryos. 

(A-D) Attenuation of Pax6 expression (red) in Snf2h depleted lenses (E14.5 and P1). Lens 

epithelium, LE. The nuclei were counterstained with DAPI (blue). Scale bar = 100 μm. 
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Supplementary Fig. S4. Reduced formation of free 3’-OH ends in Snf2h mutated lens. 

(A-H) The 3’-OH ends of DNA generated by DNase IIβ were evaluated by terminal 

deoxynucleotydyl transferase dUTP nick end labeling (TUNEL) staining (brown, source of 

kit) in E17.5 wild type and Snf2h depleted lenses. Panels B,D are higher magnification of 

panels A,C. Sections, prepared as described in Materials and Methods, were first 

deparaffinized and pretreated with proteinase K, followed by peroxidase blocking before TdT 

reaction. Sections were then incubated with Streptavidin-horse radish peroxidase (HRP) and 

counterstained with hematoxylin. Lens fiber cells, LF; Lens transitional zone, T. (I) 

Quantification of free 3’OH-ends of DNA. Quantification or cell counting was performed 

using NIH ImageJ or Axionvision software followed by data normalization (n ≥ 3). To 

normalize pixel intensity, the mean value of least three immunoreactive negative regions 

from each staining section was subtracted from the examined region to score positive-stained 

cells. A minimum of three biological replicates (litter, embryos, and sections) were analyzed 

for all data sets. Histograms represent the mean ± the standard error of the mean (SEM). 

Samples and control groups were compared using a two-tailed, unpaired Student T-test to 

calculate p value. An asterisk (*) represents a statistically significant change (p < 0.05).  
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Supplementary Figure S5. Relative expression level of Cdkn1b/p27, Cdkn1c/p57, Prox1, 

Cdh1, Jag1, Rbpj, Smarca4 and Smarcd1 in the control and Snf2h-/- cKO eyes.  
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