Supplementary Materials: Glutamic-pyruvic Transaminase 1 Facilitates
Alternative Fuels for Hepatocellular Carcinoma Growth—A Small Molecule
Inhibitor, Berberine

Wei Guo, Hor-Yue Tan, Sha Li, Ning Wang, and Yibin Feng*

< Serum starved c 1% FBS < Serum starved c 1% FBS
=] o o
3 25 B Vehicle 5 25 e B Vehicle g ' BN Vehicle § 15 s Vehicle
2 20 [ Alanine & 2.0 - 3 Alanine £ ns 3 Alanine [ Alanine
a S - s ns
x X x 1.0 % 1.0
9 15 S 15 2 &
= = ns
e b & [N
& 10 " & 10 & 05 & 05
2 05 2 05 2 H
£ 2 ] £
3 oo 3 00 3 o 3 oo
o MHCC97L  PLCIPRFI5 4 MHCCO7L  PLCIPRF/5 [ MHCCO7L  PLCIPRF/5 « MHCCO7L  PLCIPRF/5
s Serum starved c 1% FBS 5 Serum starved e 1% FBS
2 K] 2 2
ﬁ 3.0 .. Vehicle g 2.0 . Bl Vehicle § 1.5 “* Wl Vehicle @ 1.5 El Vehicle
s 25 [ Alanine 5 15 [ Alanine 7 [ Alanine g hi:d [ Alanine
3 20 H 3 10 3 10
~ ~ - -
g 15 g 1.0 » § L 'é “
< 1.0 . 2 05 o 05 ) 0.5
2 o5 2 2 2
2 2 £ 2
S oo & 00 5 00 S 00
15 MHCCO7L  PLCIPRF/5 & MHCCO7L  PLCIPRF/5 4 MHCCO7L  PLCIPRF/5 & MHCCO7L  PLCIPRFI5
. . . .
Figure S1. The quantitation results of Figure 1E.
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Figure S2. The stably overexpressed GPT1 in MHCC97L and PLC/PRF/5 cells was
conformed in mRNA (A), protein (B) and activity (C) levels. The overexpression of
GPT1 showed no effects on cell viability (D) and apoptosis (E) of HCC cells under
high-nutrient condition.
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Figure S3. Alanine supply significantly elevated the cellular GPT activity (A) and ATP
content (B) levels of GPT1 overexpressed HCC cells under nutrient-poor environment.
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Figure S4. The quantitation results of Figure 2C.
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Figure S5. The cell apoptosis analysis (A) of MHCC97L and PLC/PREF/5 cells with or
without stable GPT1 overexpression under alanine-rich conditions for 24 h and the
GPT1 protein levels (B) in the tumor with or without stable GPT1 overexpression.
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Figure S6. The BrdU incorporation analysis (A) of MHCC97L and PLC/PRF/5 cells
under alanine-rich conditions following AOA treatment for 24 h and the GPT1 protein
levels (B) in the tumor with or without stable GPT1 overexpression at the end of AOA
treatment.
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Figure S7: The statistical graph of body welght (A) and the representatlve H&E
staining images of the main organs (B) between the control and AOA-treated groups.
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Figure S8. The cell apoptosis analysis (A) of MHCC97L and PLC/PRF/5 cells under
alanine-rich conditions following BBR treatment for 24 h and the GPT1 protein levels
(B) in the tumor with or without stable GPT1 overexpression at the end of BBR
treatment.
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Figure S9. The statistical graph of body weight (A) and the
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staining images of the main organs (B) between the control and BBR-treated groups.
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Figure S10. The quantitation results of Figure 6D.
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Figure 6D
Serum starved+1mM Alanine Serum starved+1mM Alanine 1% FBS+1mM Alanine 1% FBS+1mM Alanine
MHCCO7L PLCIPRF/5 MHCCO7L PLCIPRF/5
Vector GPT1 Vector GPT1 Vector GPT1 Vector GPT1
BBR (1M) "o 100 0 100 BBR (1M) "o 50 0 50 BBR (1M) "o~ 100 0 100 BBR (1M) "o 50 0 50
70 4 70 - Ty GPTI
- - PR— L
s |- ss- | . . ] 55— (55KD)
1.56 1.42 1.79 1.66 4.32 207 4.62  3.63 1.23 112 1.67  1.46 28 1.29 263 254
100-—q 100+ P——IOO = ASCT2
70 4+ - Jo |- - g = 0 | - (75KD)
0.28 0.17 1.14 0.61 1.25 0.69 236 1.88 T 1.07 264 1.89 T 0.89 0.39 1.68  0.51
55 4+ 55 —+ ~4—55 L GLUT1
Wl |- e T - — 0L | s e (4sKD)
oss ost 17 o7 ||*0T LR e o e T32 106 27 124 T 137 075 143 107
554 551 4—55—+ B-ACTIN
40— W e | 404 — o — — — — 1404 W — - (42KD)

Figure S11. Whole blot showing all the bands with molecular weight markers on the
Western.



