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Supplemental Figure Legends: 

 

Figure S1. Melk in situ hybridization signal localizes to malignant cells (red arrows) 

compared to the base of adjacent normal crypts (white arrows). Images were obtained 

with a 10x objective.  

 

 

Figure S2.  The immunizing Melk peptide specifically blocks the reactivity of the anti-

Melk polyclonal antibody. Representative samples from normal human lung (L), 

ovary (O), and breast (B) tissue were resolved on 4-12% acrylamide gradient gels and 

transferred to PVDF membrane. The anti-Melk and anti-tubulin antibodies were pre-

incubated 30 minutes with 25 (25x) molar excess of the Melk derived immunizing 

peptide or appropriate volume of peptide buffer (control) before performing a 

standard Western blotting. 

  

Figure S3.  Melk expression is elevated in tumor derived cell lines as compared to normal 

fibroblasts (IMR90 and WI38). Melk RNA levels were assessed by qRT-PCR with 

expression normalized relative to RPL19.  

 

Figure S4. Nocadazole induced Melk expression is inhibited in multiple cell lines pre-

treated with Melk specific siRNA oligonucleotides.  The indicated cell lines were 

transfected with a Melk (si2) or control siRNA (siC) for 24 hours and then cultured 

with 500 ng/ml nocadozole for an additional 18 h.  Lysates were prepared and 

analyzed by Western blotting for Melk. The same lysates were probed for tubulin as a 

loading control. 

  

Figure S5.  

A) RNAi-mediated Melk knockdown increases G2/M cell population. A 

representative histogram comparing the effect on cell cycle progression of 

synchronized HeLa cells transfected with Melk oligonucleotides (si1 and si2) versus 

transfection with the control oligonucleotide (siC) at 9 (9hr), 24 (24hr) and 48 (48hr) 
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hours post release from thymidine block.  

B) Analysis of Melk RNA expression following double thymidine block and siRNA 

transfection. An aliquot of cells collected for cell cycle analysis was set aside to 

determine Melk RNA levels by qRT-PCR as described in Materials and Methods.  

Data was normalized to RPL19 and is shown relative to the value determined for cells 

transfected with siC.  

 

Figure S6. Regulated Melk knockdown in vitro and xenograft tumors.  

A) SVT2 clones containing the pHUSH vector with a Melk targeting shRNA (A3, 

B3, B5, B8) exhibit approximately 90% Melk knockdown after culturing 72 hours in 

the presence of 1µg/ml doxycycline (gray bars) relative to the same cells cultured 

without doxycycline (black bars). Expression is normalized to that seen in SVT2 cells 

containing an empty pHUSH vector (no shRNA; EV) cultured in the absence of 

doxycycline. 

B) Assessment of Melk knockdown from excised tumors formed by s.c. injection of 

the above SVT2 clones into CB17 SCID mice. RNA was harvested as described in 

Materials and Methods from tumors excised 14 days post addition of doxycycline to 

the drinking water. Melk RNA levels were determined by qRT-PCR and normalized 

to RPL19. Data is shown as the average Melk levels in tumors excised from sucrose 

only treated animals (black bars, n=2) versus tumors excised from doxycyline treated 

animals (gray bars, n=3).  

 


