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Siah2-GRP78 interaction regulates ROS and provides a proliferative advantage to
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Predicted
Description | Score | Coverage |# Unique Peptides| MW [kDa]
78 kDa glucose-regulated protein OS=Homo sapiens GN=HSPAS5 PE=1 SV=2 - [GRP78_HUMAN] 1182.81 42.66 21 72.3
Heat shock 70 kDa protein 1-like OS=Homo sapiens GN=HSPA1L PE=1 SV=2 - [HS71L_HUMAN] 343.09 11.08 1 70.3
Heat shock protein HSP 90-beta OS=Homo sapiens GN=HSP90AB1 PE=1 SV=4 - [HS90B_HUMAN] 341.00 17.68 5 83.2
Stress-70 protein, mitochondrial OS=Homo sapiens GN=HSPAS PE=1 SV=2 - [GRP75_HUMAN] 216.89 18.70 9 73.6
Heat shock protein HSP 90-alpha OS=Homo sapiens GN=HSP90AA1 PE=1 SV=5 - [HS90A_HUMAN] 195.47 9.97 1 84.6
Protein disulfide-isomerase A4 OS=Homo sapiens GN=PDIA4 PE=1 SV=2 - [PDIA4 HUMAN] 178.91 21.40 10 72.9
6-phosphofructokinase type C OS=Homo sapiens GN=PFKP PE=1 SV=2 - [K6PP_HUMAN] 67.68 9.82 4 85.5
Far upstream element-binding protein 2 OS=Homo sapiens GN=KHSRP PE=1 SV=4 - [FUBP2_HUMAN] 57.31 5.20 3 73.1
Threonine—tRNA ligase, cytoplasmic OS=Homo sapiens GN=TARS PE=2 SV=1 - [E7ERI3_HUMAN] 51.40 3.65 2 70.3
Ral guanine nucleotide dissociation stimulator-like 1 OS=Homo sapiens GN=RGL1 PE=2 SV=1 - [F5HBUS_HUMAN] 40.13 1.62 1 83.5
6-phosphofructokinase, liver type OS=Homo sapiens GN=PFKL PE=1 SV=6 - [K6PL_HUMAN] 36.33 4.36 1 85.0
X-ray repair cross-complementing protein 5 OS=Homo sapiens GN=XRCC5 PE=1 SV=3 - [XRCC5_HUMAN] 36.08 4.10 2 82.7
Junction plakoglobin OS=Homo sapiens GN=JUP PE=1 SV=3 - [PLAK_HUMAN] 22.78 7.92 4 81.7
RNA polymerase |l elongation factor ELL2 OS=Homo sapiens GN=ELL2 PE=1 SV=2 - [ELL2_HUMAN] 22.68 1.88 1 72.3
Glycine—-tRNA ligase OS=Homo sapiens GN=GARS PE=1 SV=3 - [SYG_HUMAN] 0.00 1.49 1 83.1
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Fig. S1 Mass spectrometry (MS) result and histological expression of GRP78 protein. A Table showing MS
results for GRP78 along with other proteins. B The amino acid sequence of GRP78 depicting the presence of
partial (VXP) and full Siah-degron motif (PXXXVXP) (underlined). C Human antral adenocarcinoma and

metastatic GC biopsy tissues showing the status of GRP78 protein. Scale bars=100 pm.
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Fig. S2 Siah2 phospho-null mutant S6A disrupts mitochondrial membrane potential as depicted by reduced

TMRM intensity A Confocal micrographs showing intensity of TMRM loaded uninfected or infected
pcDNA3.1+, siah2 WT and siah2 S6A stably-expressing MKN45 cells. Scale bars=10 pum. B Graphical
representation of TMRM intensity. Statistical significance determined by two-way ANOVA followed by
Tukey’s post hoc analysis. n=3. Graphs represent mean + sem. *P < 0.05, **P <0.01.
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Fig. S3 H. pylori-mediated Siah2 phosphorylation regulates cellular and mitochondrial ROS. Confocal
micrographs from uninfected or infected pcDNA3.1+, siah2 WT and siah2 S6A overexpression plasmid
transiently-transfected pDsRed2-Mito stably-expressing AGS cells depicting ROS level. Scale bars
represent 10 um.
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Fig. S4 Secretion of GRP78 is regulated by H. pylori-mediated Siah2 phosphorylation. Graphical
representation of the fold change in the secreted GRP78 as detected by ELISA. Statistical significance is
determined by two-way ANOVA followed by Tukey’s post hoc analysis. n = 3. Graphs represent mean +

sem. ***P < (.001.
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Fig. S5 Aggresome formation is Siah2 and ROS-dependent in H. pylori-infected GECs. Confocal
microscopy images showing the status of aggresome formation in uninfected or infected NAC-treated
pcDNA3.1+, siah2 WT and siah2 S6A MKN45 stable cells. Scale bars = 10 um.
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Fig. S6 Aggresome formation is Siah2-dependent reciprocally correlated with autophagy in H. pylori-
infected GECs. Confocal microscopy images showing the status of aggresome formation in uninfected or
infected bafilomycin Al-treated pcDNA3.1+, siah2 WT and siah2 S6A MKN45 stable cells. Scale bars =

10 pm.



