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Supplementary Figure 1

Supplementary Figure 1. (A) (Left panel) Representative images of spheres

generated from SW480 cells transfected with either control siRNA or p53 siRNA.

Scale bar is shown. (Right panel) Quantitation of the data obtained from the sphere

formation experiment is shown. (B) Mean florescence intensity of CD44 (FITC) in

H1299/EV, H1299/R175H and H1299/R273H cells used to determine CD44Br

population in Figure 1F.



Supplementary Figure 2. (A) Immunoblot showing mutant p53 protein level in

H1299/EV, H1299/R175H and H1299/R273H cells used for qRT-PCR in Figure 2A.

(B) Western blots showing mutant p53 expression levels in H1299 cells used for

qRT-PCR in Figure 2B. (C) Western blot showing knockdown of mutant p53 in

H1299/R175H cells used for qRT-PCR in Figure 2C. β-actin was used as loading

control in Western blotting. (D) Chromatin Immunoprecipitation (ChIP) assay

showing no direct binding of mutant p53 to miR-324-5p promoter. ChIP was

performed in H1299/R175H cells using anti-p53 antibody and immunoprecipitated

DNA was subjected to PCR using miR-324-5p promoter specific primers. PCR

amplified products were run on 2% agarose gel along with a 100 bp DNA ladder.

Normal rabbit IgG and RNA Polymerase II (Pol II) antibodies were used as negative

and positive ChIP controls, respectively. Amplification from total cellular DNA

(Input) is shown. CDC7 promoter was used as a positive control for mutant p53

binding. (E) hsa-miR-324 promoter sequence (-499 to +40) showing Myc binding

sites predicted by TFBIND (http://tfbind.hgc.jp/). Myc binding sites are

highlighted. TSS is shown in red. (F) Relative c-Myc expression levels of

H1299/EV, H1299/R175H and H1299/R273H cells transfected with either control

siRNA or c-Myc siRNA used for qRT-PCR in Figure 2G. (G) Relative expression of

c-Myc in control or c-Myc-depleted H1299 cells upon ectopic expression of mutant

p53R175H and p53R273H used for qRT-PCR in Figure 2G. (H) Chromatin

Immunoprecipitation (ChIP) assay showing binding of c-Myc to miR-324-5p

promoter. ChIP was performed in H1299/EV and H1299/R175H cells using anti-c-

Myc antibody and immunoprecipitated DNA was subjected to PCR using miR-324-

5p promoter specific primers. PCR amplified products were run on 2% agarose gel

along with a 100 bp DNA ladder. Normal rabbit IgG antibody was used as negative

ChIP control. Amplification from total cellular DNA (Input) is shown. NTC, no

template control.
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Supplementary Figure 3. (A) Bar graphs showing miR-324-5p expression levels in

pRNAU6.1-miR-324-5p transfected H1299 and SW480 cells. (B) Immunoblots

showing relative protein levels of CSC markers in H1299 (left panel) and SCC131

(right panel) cells treated with either control or miR-324-5p inhibitor. (C) Scatter plot

showing a positive correlation between CD44 protein levels and miR-324-5p

expression in NCI-60 cell lines. Pearson correlation coefficient (r) and p value are

indicated.



Supplementary Figure 4. (A) Immunoblots showing CUEDC2 protein levels in

H1299 cells transfected with increasing doses of miR-324-5p expression plasmids.

(B) Western blots showing CUEDC2, CD44, Oct-4, and c-Myc protein levels in

control and miR-324-5p overexpressing H1299 stable cells. (C) (Left panel) Bar

graph showing relative CUEDC2 mRNA levels in H1299 cells either carrying empty

control vector (Plko1) or stably overexpressing miR-324-5p. (Right panel) miR-324-

5p overexpression was verified by a parallel qRT-PCR. Data represent mean ± SD of

three independent experiments. Two-tailed Student’s t-test p values indicated. (D)

Heat map showing normalized expression of CUEDC2 and miR-324-5p across the

30 NSCLC LUAD cell lines used for correlation analysis in Figure 5(B). (E) Scatter

dot plots showing correlation between CUEDC2 and miR-324-5p expression in

TCGA LUAD patients harboring TP53 missense mutations, missense mutations with

no reported GOF property and missense mutations with GOF properties. Pearson

correlation coefficient (r) and p values are indicated. (F) qRT-PCR data showing

relative expression levels of miR-324-5p and CUEDC2 in H1299/EV and H1299/

mutant p53R175H cells.
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Supplementary Figure 5
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Supplementary Figure 5. (A) Immunoblots showing dose-dependent increase in

CSC marker proteins upon transient overexpression of NF-κB p65 in H1299 (left

panel) and SCC131 (right panel) cells. β-actin was used as loading control.


