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Supplementary Figure 1 Deacidifying lysosome increases the cytotoxicity
of BTZ. (A-D) MGC-803 cells were treated with BTZ (100 nM) in the presence
of Baf-A1(100 nM) or NH4Cl(10 mM) for 24 h. The flow cytometry was
performed for analysis of apoptosis, and the representative data (A and C)

and quantified results (B and D) were shown.



>

E 154 e + £ . § .
i oM B 3 2 -
? 104 & 11 H ns g, %® 3
g o 104 == [T 2 14
3 =
a
2 ‘_5 S 104 =
~ 054 2
0 o /
2 ¥ £ o5
b £ I
Eg | =z «
e (e o S, R s & 00 T T 0.0ty
0 25 & 75 0 25 & 100 0 28 60 00
B c D
1.5+ =L uJFEB
14 o2 [
‘:E e | (15 | 8
& seve i I ’d 2
¢ _— h j | ? [
& 1.0 | [ 8 -y
3 | { E'?_
e Q3. 04 o
& S Y T 7} i
'y 1 s > -
= 108 o i [ >
¢ 0.54 o { 180 £
= 1 v [ =] 3
= - - |
g ' : r ! ~N <
| ]
0.04 o4 o8 g us 74 P4
> ® 7 E— R I T ¥ &
}‘\ \‘(Q’ e Apnsin VFITH & a‘
-~

Supplementary Figure 2 Effect of BTZ on TFEB signaling pathway. (A)
MGC-803 cells were treated with BTZ for 24 h at indicated concentration.
Real-time PCR was carried out for analysis of indicated gene expression, and
the relative expression of genes was evaluated by qPCR. (B) The expression of
TFEB was determined by real-time PCR in MGC-803 cells after transfection of
siRNA against TFEB gene. (C and D) Flow cytometry was used for analysis of
apoptosis in MGC-803 cells treated with BTZ (100 nM) following transfection
of specific siRNA against TFEB gene. The representative images (C) and

quantified results (D) were shown.
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Supplementary Figure 3 V8 induces lysosomal cell death in gastric cancer
cells. (A) MGC-803 cells were treated with V8 as indicated followed by
photographing under microscope. The representative images were shown
(scale bar: upper 100 pm; lower 50 pm). (B) MGC-803 cells were transfected
with lentivirus containing mCherry-GFP-LC3, followed by treatment with V8
(9 pM) for indicated time. The representative images of immunofluorescence
were shown (scale bar: 50 pm). (C) Real-time PCR was performed for analysis
of CSTB gene expression in MGC-803 cells after transfection of specific siRNA,
and the relative expression of gene was examined by qPCR. (D-I) Gastric
cancer cells were treated with V8 (12 pM) in the presence of Baf-Al (100 nM)
for 24 h. The representative images (D, F, H) and quantification results (E, G, I)

of apoptosis analysis were shown.
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Supplementary Figure 4 Effect of BTZ combined with wogonin or V8 on
MGC-803 cells. (A and B) Cells were treated with wogonin at the indicated
concentration for 24 h. Cell death was analyzed by flow cytometry. The
representative images (A) and quantified data (B) were shown. (C and D)
Cells were treated with wogonin (12 pM) or BTZ (100 nM) alone and the
combination for 24 h, followed by cell death analysis. The representative
images (C) and quantified data (D) were shown. (E and F) Cells were treated
with V8 (9 pM) or BTZ (100 nM) alone and the combination for 24 h. After
that, cells were stained with DCFH-DA, followed by flow cytometry analysis.

The quantified data were draw from three replicates.
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Supplementary Figure 5 Role of TFEB in apoptosis of MGC-803 cells
induced by V8 and BTZ. (A-E) Cells were transiently transfected with empty



vector (E.V), wild type (WT) and S211A mutant form of TFEB, respectively.
The ectopic expression of TFEB was examined by western blot analysis (A
and D). After transfection, cells were treated with V8 (9 pM) or BTZ (100 nM)
for 24 h, followed by flow cytometry analysis for apoptosis. The

representative images (B and E) and quantified results (C and F) were shown.

Supplementary Figure 6 Effect of V8 and BTZ combination on tumor cell
apoptosis in vivo. (A) Total protein of tumor tissues was harvested, followed
by western blot analysis for expression of active-caspase 3, Bax and Bcl-xL
using B-actin as loading control. (B) Immunohistochemistry was performed
for analysis of Bax and Bcl-xL expression. Representative images were shown

(scale bar: upper 50 pm; lower 20 pm).



