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LEGENDS TO SUPPLEMENTAL FIGURES 

Figure S-1. (A) Specificity of purified antibody against SND1. Control siRNA and 

SND1 siRNAs (Qiagen, pre-designed siRNA) introduced HeLa cells by using Hyperfect 

reagent (Qiagen) were separated in SDS-PAGE gel, and transferred to PVDF membrane. 

The membrane was incubated with purified anti-SND1 polyclonal antibody (20 ng/ml) 

and the same concentration of control normal IgG (data not shown), and detected by 

chemiluminescence as described in Materials and Methods. Lane 1, 2 and 3, HeLa cells 

transfected with control, SND1-1 and SND1-2 siRNAs, respectively. Tubulin was used 

as a loading control. (B) Expression levels of endogenous Snd1 in IEC-Vector clones. 

Cells were lysed and subjected to immunoblot analysis. Top and lower panels indicate 

endogenous Snd1 and loading control tubulin detected by anti-SND1 and anti-tubulin 

antibodies, respectively.  Expression levels of Snd1 and tubulin were quantified by 

densitometry using LAS3000 image analyzer, and signal intensities of Snd1 relative to 

those of tubulin were indicated at the bottom.   

 

Figure S-2. Morphology of IEC-Snd clones. Confluent cultures of IEC-Vector (Cl-1) 

and IEC-Snd clones were visualized by the differential interference contrast (DIC) 

image using an Axiovart 200 microscope system. Magnification is x100. Black bars 

indicate 50 μm.  

 

Figure S-3. Soft-agar colony formation assay. 5 x 104 cells of IEC-Snd and 

IEC-vector clones were mixed with the top-agarose solution composed of 0.4% agarose, 

complete DMEM supplemented with 5% FBS and 10 μg/ml of insulin. The solution 

was placed on the bottom agarose plates consisting of 0.53% agarose in the same 
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medium as indicated above. Cells were incubated at 37 oC in the humidified 5% CO2 air 

for 17 days, and growing colonies were stained by 0.1% of p-iodonitrotetrazolium 

(Sigma) solution, and then photographed by CCD camera (Fuji film). (A) Whole dish 

images (top panels) and, for greater clarify, enlarged images of one representative 

quadrant of the dishes (lower panel) from triplicate cultures are depicted. (B) An 

enlarged whole dish image of Snd Cl-5 with a better resolution and visualization. (C) 

The colony number for each clone was counted and summarized in the table (bottom).  

 

Figure S-4. Down-regulation of APC protein level by transient expression of 

human SND1 in human cancer cell lines. (A) Human SND1 cDNA isolated from 

HeLa cells were transiently expressed in human cervical cancer cell line, HeLa and 

colon cancer cell lines, HCT 116 and SW 48 by lipofection using FuGene 6 (for HeLa 

cells) or Lipofectamine 2000 (for HCT 116 and SW 48 cells), and incubated for 48 h, 

then subjected to immunoblot analysis as described in Materials and Methods. The band 

intensities were determined by an LAS3000 image analyzer. (B) Real-time RT-PCR 

analysis of APC mRNA. Total RNA extracted from HeLa, HCT 116 and SW48 cells 

transfected with either HA-vector (control) and HA-SND1 vector, was subjected to 

reverse transcription using oligo(dT) primer and SuperScript II RT, and subsequently 

subjected to quantitative real-time RT-PCR, as described in the legend to Figure 3.  

 

Figure S-5. Specificity of anti-SND1 antibody for immunohistochemistry. 

Optimization of the anti-SND1 antibody for use in immunohistochemistry was carried 

out by comparison of the staining pattern of ACF. Serial paraffin sections of the same 

ACE were stained with anti-SND1 antibody or the same amounts of normal rabbit IgG 
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as described under Materials and Methods. Magnification is x 100. 

 


