


Supplementary Fig. 1 Validation of transcripts selected on the basis of NGS. Relative expression of 
transcripts selected from Fig. 1E Heat map: Mdm2, P4ha1, Fgf7, Hif1an in tumor tissues. Animal studies 
involved 10 NOD-SCID mice: TCMK-1 pLIX PURO, N = 5; TCMK-1 pLIX D141N, N = 5. The results 
are presented as the mean ± SD. P values were estimated using Student t-test, except Hif1an where was 
used Mann-Whitney test. *P<0.05.  
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Supplementary Fig. 2 Effect of MCPIP1 downregulation on tumor growth in vivo. A. Caliper 
measurements of tumor volume during 7 weeks. B. Weight of tumors. C. Representative images of 
extracted tumors. D. Representative images of tumor sections after hematoxylin and eosin staining. E. 
Ki67 immunofluorescent staining of OCT tumor sections, representative images with Hoechst used to 
visualize nuclei. TCMK-1 cells were GFP positive. F. Western blot result of tumors fragments with b-
actin as a loading control. G. Densitometric analysis of Western blot result. H. Flow cytometer analysis 
of circulating GFP-positive TCMK-1 cells in mouse lysed blood. Tumors and blood were collected 7 
weeks after subcutaneous injection of cells. Animal studies involved 10 NOD-SCID mice: TCMK-1 
shCtrl, N = 5; TCMK-1 shMCPIP1, N = 5; except Western blot where shCtrl N=4. The results are 
presented as the mean ± SD. P values were estimated using Student t-test or Mann-Whitney test (c-MYC 
S62, GFP+ circulating cells). *P<0.05. 

  



A.

B.

TCMK-1 GFP cells

blood (mice pLIX D141N_5)



Supplementary Fig. 3 Gating strategy of GFP positive cells in the blood. A. Gating strategy of 
TCMK-1 GFP cells. Cells marked in blue are GFP positive. B. Gating strategy of mice blood 7 weeks 
after subcutaneous injection of TCMK-1 GFP positive cells. 
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Supplementary Fig. 4 Proteome profiler densitometric analysis. A. Heat maps with all proteins up-
regulated in serum of mice from group pLIX D141N. B. Heat map with all proteins down-regulated in 
serum of mice from group pLIX D141N. Each column represents mean of two serum samples. This 
study involved 4 NOD-SCID mice: TCMK-1 pLIX PURO, N=2; TCMK-1 pLIX D141N, N=2. 
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Supplementary Fig. 5 Effect of MCPIP1 downregulation on local microenvironment. A. 
Representative images of tumor sections stained with Picrosirius Red. B. a-SMA immunofluorescent 
staining of OCT tumor sections, representative images with Hoechst used to visualize nuclei. TCMK-1 
cells were GFP positive. C. CD45 immunofluorescent staining of OCT tumor sections, representative 
images with Hoechst used to visualize nuclei. D. Western blot result of tumors fragments with b-actin 
as a loading control. On the bottom densitometric analysis. E. Relative expression of immune response 
factors such as Adgre1, Cd14, Cd11b and Cd68 in tumor tissue. Animal studies involved 10 NOD-SCID 
mice: TCMK-1 shCtrl, N = 5; TCMK-1 pLIX shMCPIP1, N = 5; except Western blot where shCtrl N=4. 
The results are presented as the mean ± SD. P values were estimated using Student t-test or Mann-
Whitney test (Cd206, Cd14). *P<0.05; **P<0.01. 
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Supplementary Fig. 6 Effect of MCPIP1 downregulation on changes in factors involved in tumor 
cell stemness and EMT. A. Western blot result of tumors fragments with b-actin as a loading control. 
B. Densitometric analysis of western blot results. C. Relative expression of factors involved in tumor 
growth, progression and EMT Vim, Met, Klf4, Mmp9, Src, Snai1 and Cdh1 in tumor tissues. D. CD44 
immunofluorescent staining of OCT tumor sections, representative images with Hoechst used to 
visualize nuclei. Animal studies involved 10 NOD-SCID mice: TCMK-1 shCtrl, N = 5; TCMK-1 
shMCPIP1, N = 5; except Western blot where shCtrl N=4. The results are presented as the mean ± SD. 
P values were estimated using Student t-test or Mann-Whitney test (c-MET Y1234/1235, Met). *P<0.05; 
**P<0.01. 
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Supplementary Fig. 7 Effect of MCPIP1 mutation and siCD44 on the level of c-Met. A. 
Expression of ZC3H12A in Caki-1 cells. B. Representative western blot of Caki-1 cells (pLIX 
PURO or pLIX D141N) after transfection with control siRNA or siCD44 with b-actin as a loading 
control. C. Densitometric analysis of western blots results. D. Relative expression of transcripts after 
transfection with siCD44. The results are presented as the mean ± SD. P values were estimated using 
two-way ANOVA, *P<0.05.


	supplement ostatni.pdf
	supplementary figures and legends.pdf
	podpisy do suplementu.pdf
	supplementary Figures.pdf
	supplement ostatni.pdf
	supplementary Figures.pdf
	Supplementary Fig. 2.pdf
	supplement bramkowanie.pdf
	Supplementary Fig. 4.pdf
	Supplementary Fig. 4.pdf
	Supplementary Fig. 5.pdf

	Supplementary Figures.pdf
	Supplementary Figure 1.pdf






