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Figure S1. The supplementary figures for Figure 2. (A) Nur77 was stably knocked out in HCT116
and SW480 cells through CRISPR-Cas9. The efficiency of Nur77 knockout was tested by Western
blotting. (B) Nur77/WT and Nur77/KO cells were treated with vehicle, 5 uM or10 uM of CK under
hypoxic condition for 24 h. The protein levels of CD44 and CD133 were examined by Western blot-
ting. (C) Nur77/KO cells were transfected with indicated Nur77 mutants for 24 h and treated with
or without 10 uM CK for 24 h under hypoxic condition. The protein levels of CD44 and CD133 were
examined by Western blotting. *p < 0.05; **p < 0.01; ***p < 0.001 vs respective control. Molecular
weights for proteins were indicated in the full un-cropped annotated Western blot images (Figure

S10).
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Figure S2. The supplementary figures for Figure 5 and 6. (A) HEK-293T cells were co-transfected
with Myc-Nur77 and GFP-p63 for 24 h and treated with or without 10 uM CK under hypoxic con-
dition for 4 h. Co-IP was performed with anti-Myc antibodies and blotted with anti-Myc and anti-
GFP antibodies. (B) HEK-293T cells transfected with GFP-p63 and Myc-Nur77-S351D were treated
with or without 10 uM CK for 4 h under hypoxia. Co-IP was performed with anti-Myc antibodies
and blotted with anti-Myc and anti-GFP antibodies. (C) qPCR analysis of Dicer transcripts in CRC
cells treated with vehicle or CK (5 uM or 10 pM) under hypoxic condition for 24 h. (D) The protein
levels of Dicer were determined by Western blotting in CRC cells similarly treated as described in
C. B-actin was served as an internal control. (E-F) Dicer/WT and Dicer/KO cells were treated with
vehicle, 5 uM or 10 uM CK for 24 h under hypoxic condition. Levels of pre-let-7i and let-7i-5p were
examined by qRT-PCR. *p < 0.05; **p < 0.01; ***p <0.001 vs. respective control. Molecular weights for
proteins were indicated in the full un-cropped annotated Western blot images (Figure S11).
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Figure S3. The supplementary figures for Figure 7. (A) The body weight of mice in each group
shown. (B) Representative H&E staining images of heart, lungs, liver, spleen and kidney tissues
from mice treated with 50 mg/kg CK. Scale bars: 100 um in 10x. (C) Peripheral blood was collected
from heart at sacrifice and alkaline phosphatase (ALP), alanine transaminase (ALT), creatine kinase,
blood urea nitrogen (BUN) and creatine were measured and compared to vehicle injected mice. Data
are shown as mean + SD. *p < 0.05; **p < 0.01 vs. respective control.
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Figure S4. Uncropped Western Blot image for Figure 2.
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Figure S5. Uncropped Western Blot image for Figure 3.



Cancers 2023, 15, x

S6 of S13

A 0,(%) 201 1
MK-ZZZ(OOg - -+ B Ozgg 201 1
- -+
Mvé;‘:‘_’;g : I : Myc-Nur77 + + +
GFP-p63 + + +
IP: Myc aas IP: Myc
IB: Myc & .- G IB: MVC —— e -75KDa
-45KDa
e 1
-45KDa
-100KDa - -100KDa
IP: Myc - IP: Myc
a8
IB: GFP -45KDa IB: GFP
- 1gG
-45KDa
Input: Myc —— 0 Input: Myc - . e 75KD2
Input: GFP — Input: GFP -_—— e "
InPUt |P:MVC InpUtlpiMVC

D

0,(%) 20112011
b

- = =

E

0,(%)20112011

Flag-Akt -
Myc-Nur?77 + + ++ ++

Flag-AKT --+--+
S351A ++++++

GFP-p63 + + ++ ++

5KDa
1B: Myc
KDa
wan 444 w0 ~100KDa
IB: GFP __.,E(S;KD
- a
1B: GFP smem g -100KDa
-0
__Input _ IP:p63
Vecwt A D 1BGvecwt A D ;
p63 ——— —— - -68KDa
S — ——|gG
-45KDa
Nur77 - - - Ko
& — = —ig
5KDa

Input  IP: Myc

0,(%) 2011120111
Myc-Nur77 + +-— ++ -~
S351A==nt et

S351D et
GFP-p63 EhgEd btk

ORI 75K

IB: Myc 1gG
-45KDa

IB: GFP

Input IP: Myc
0,(%)2011 2011
MK-2206 - - +- - +
S351D + + + + + +
GFP-p63 + + + + + +

B T

- e o lgG

-45KDa

e

IB: GFP
- -G
-45KD:

a

Figure S6. Uncropped Western Blot image for Figure 4.
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Figure S7. Uncropped Western Blot image for Figure 5.
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Figure S8. Uncropped Western Blot image for Figure 6.
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Figure S9. Uncropped Western Blot image for Figure 7.



Cancers 2023, 15, x S12 of S13

B HCT116 SW480

A A - sgC  sgNur77
O Al M9 510 5 5 10

& & s -82KDa K (M) 0510 g 510
Nur77 Fﬁ‘ _g T - 25100510 gykp,

HCT11l6 SW480

sgC sgNur77

sgC sgNur77

g s
S & sgC  sgNur77
&5 é'éo CK(uM) 5100 5 10 CK(KM) 55100 510
B-actin st 4202 CD133 P kDa  Se==S=-110KkDa
sgC  sgNur77 sgC sgNur77
MG 500510 KM 5T
B-actin aesal s 42Kpa 221903 4okpa

Vect WT L556W E445A

DU O e o ] 5202

CD133

L556W E445A

- + - &

CKIEN= S
B-actin El—--- - e we| -42KDa

Figure S10. Uncropped Western Blot image for Figure S1.
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Figure S11. Uncropped Western Blot image for Figure S2.



