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Supplementary Table S1. Antibody list.

No. Target  Dilution Catalog kDa

1 p-PI3K 1:1000 Phospho-PI3 Kinase p85 (Tyr458)/p55 (Tyr199) Antibody #4228S 60 and 85

2 PI3K 1:1000 PI3 Kinase p110a (C73F8) Rabbit mAb #4249S 110
3 p-PDK1 1:1000 Phospho-PDKI1 (Ser241) Antibody #3061S 58 - 68
4 PDK1 1:1000 PDK1 (D37A7) Rabbit mAb #3062S 58 - 68
5 p-AKT 1:1000 Phospho-Akt (Ser473) (D9E) XP® Rabbit mAb #9271L 60

6 AKT 1:1000 Akt Rabbit Polyclonal antibody #4691L 60

7 p-mTOR  1:1000 Phospho-mTOR (Ser2481) Antibody#2971L 289

8 mTOR 1:1000 mTOR (7C10) Rabbit mAb #2983 289
9 B-actin 1:10000 B-Actin (8H10D10) Mouse mAb sc-69879 42
10 E-Cadherin 1:1000 E-Cadherin (24E10) Rabbit mAb #3195 125-135
11  N-cadherin 1:1000 N-Cadherin Rabbit polyclonal Antibody #13116S 140
12 Vimentin  1:1000 Anti-Vimentin antibody (ab137321)#5741S 57
13 Snail 1:1000 Snail (C15D3) Rabbit mAb #3879S 29
14 Bax 1:1000 Bax (D2E11) Rabbit mAb #5023S 20
15 Bcl-2 1:1000 Bcl-2 (50E3) Rabbit mAb#15071S 26
16 SOX?2 1:1000 Anti-SOX2 antibody (ab97959) #3579S 37
17 OCT4 1:1000 Oct-4 Antibody #2750 #2840S 45

18 ALDHI1 1:1000 ALDHIATI (D4R9V) Rabbit mAb #12035 55
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Supplementary Figure S1. PDKI1 directly binds to and activates ALDHI. (A)

ALDHI-PDKI protein interaction matrix (upper panel) with local and global
RMSD data indicated (lower panel). (B) ALDHI-PDKI1 protein sequence

alignment confirming complementarity.




Relative Protein expression

Mahlavu B
Adherent Tumosphere Mahlavu-R

| —— PDK1 S 8-
7 E3 siNC
7)) _
=]
DHI % S 6 e B3 siPDK1
AL 5 5 i
" S snaana
S S -actin zs |
: VMVH- .M. =
E [ e e
- s S, .:.:.:.:...:. A
EE Adherent WT ‘<_f' % 2- ff -:-E-
552 E=d Tumorsphere E Q q_:q_:: e
% 3k j SeRRRSRRRo e
~ %k 0
= pone e S
£ LS i
z s e
= 1.04 1 E PreTETY =
% Gl B ____
sosq b | | B
'r: .--l- : o ll:-:..H
0.0 S ' s SR e
PDK1 ALDHI1A1
Mahlavu-R L5m
: : NC
NC siPDK1-1 siPDK1-2 . g B K11
2 S S E3 siPDK1-2
- = £ e oo
=5 St ! alalelid
s 2 i i
=
R — ALDHI §§ 0.5 2 i N
" ~ e g i RO s Xt
~ o i E
- - 00 I | |
PDK1 ALDHI1A1

Supplementary Figure S2. PDK1 interacts with ALDH and directly modulate
the expression and/or activity of ALDH in HCC cells. (A) Representative
western blot image and histograms of the differential expression of PDK1 and
ALDHI in adherent wild-type Mahlavu cells or their tumorsphere counterparts. (B)
Graph showing the effect of siPDK1 on the expression level of ALDH1 mRNA in
Mahlavu-R cells. (C) Representative western blot image and histograms showing
the effect of siPDK1-1 and siPDK1-2 on the expression levels of PDKI1 or
ALDHI protein in Mahlavu-R cells. *p<0.05, **p<0.01, ***p<0.001. Mahlavu-R,

radioresistant mahlavu cells; WT, wild-type; NC, negative control.
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Supplementary Figure S3. PDKI1 is associated with the modulation of cellular
pluripotency and proliferation. Graphical representation of the correlation
between PDK1 and (A) c-MYC/MYC, or (B) Ki-67/MKI67 in the TCGA-liver
hepatocellular carcinoma (LIHC) cohort, n = 374. (C) 2D visualization of the
protein-protein interaction network between PDK 1, MYC, and Ki-67.
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Supplementary Figure S4. Full-size blots of Figure 1C
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Supplementary Figure S5. Full-size blots of Figure 2D
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Supplementary Figure S6. Full-size blots of Figure 4D
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Supplementary Figure S7. Full-size blots of Figure 5C
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Supplementary Figure S8. Full-size blots of Figure S3 A & B



