Down-regulation of guanylate binding protein 1 causes mitochondrial
dysfunction and cellular senescence in macrophages
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Figure S1. Effect of Gbp1 downregulation on M1 polarization of macrophages. (a-b) Scr and

Gbp1 Kd macrophages were stimulated by IFNy (10 ng/ml) for 24 hours. mRN

A expression

levels of pro-inflammatory (IL-6 and TNFa) and anti-inflammatory (Argl) cytokines were

determined by qPCR (n=3). Data are presented as mean + SEM. ** P < (.01,

ek P<0.001

versus Scr cells. (¢) Macrophages were treated with IFNy (10 ng/ml) for 1, 6 and 24 hours. NFkB

Phosphorylated levels were detected by western blotting.
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Figure S2. Effect of Gbpl downregulation on mitochondrial function in macrophages. (a-b)
OCR was determined in Scr and Gbp1 Kd macrophages treated with IFNy (10 ng/ml) for 16
hours, n = 5. Back.Corr.: Background Correction. (c) mRNA expression levels of genes encoding
electron transport chain components CYCS and COXIV were determined in Scr and Gbp1 Kd
macrophages treated with 10 ng/ml IFNy for 24 hours, n=3. Data are presented as mean =

SEM. * P <0.05, ** P<0.01 versus Scr cells.




Figure S3
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Figure S3. Autophagic flux in
Gbp1 Kd macrophages.
Macrophages were treated with
LPS (1pg/ml) or IFNy (10
ng/ml) for 15 min under fed or
starvation conditions.
Autophagic proteins p62 and
LC3I/II were detected by
western blotting.
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Figure S4. Total protein levels in Scr and Gbp1 Kd macrophages for cellular respiratory
and glycolytic activity assay. (a-b) The BCA assay was performed to detect protein contents in
Scr and Gbp1 Kd macrophages after cellular respiratory assay for OCR measurement (a) and
glycolytic activity assay for ECAR measurement (b).
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Figure SS. Unprocessed western blots for Fig. 1.
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Figure SS. Unprocessed western blots for Fig. 1.




Figure S5

Figure 1g
N o & :& c, Figure 1h
IRARNRVAN
IFNy
(ng/ml) Ctl 1 10 100
Gbp1
75
50 Gbp1
B-actin 50
37 B-actin

Figure S5. Unprocessed western blots for Fig. 1.
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Figure S6. Unprocessed western blots for Fig. 2.
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Figure S7. Unprocessed western blots for Fig. 3.
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Figure S8
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Figure S8. Unprocessed western blots for Fig. 4.
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Figure S8
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Figure S8. Unprocessed western blots for Fig. 4.
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Figure S9
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Figure S9. Unprocessed western blots for Fig. 6.
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Table S1.

Real-time qPCR primer sequences

Target Forward primers (5’ to 3") Reverse primers (5’ to 3")

Gbpl AAGAACATGCCTCCACCTCG ATCCAAAGCTGTCCCCGAAG
Gbp2 CCTGACCAGAGTGGGGTAGA CAGTCGCGGCTCATTAAAGC
Gbp3 ACGGCAAGACCAAGACTCTG GTCACTGCGTTCTCCAGACA
Gbp5 AGCCCAGGAAGAGGCTGATA ATGGAGGGCTCAGGTTTTGG
Gbp7 AGTGGTGGTGGCCATTGTAG ATCTCCTAAGCCCTCCGTGT

IL-6 TCTGCAAGAGACTTCCATCC TTAGCCACTCCTTCTGTGAC
TNFa CAGAAACACAAGATGCTGGG CAAAAGAGGAGGCAACAAGG
COX2 CCTCCACTCATGAGCAGTCC TCAGAGCATTGGCCATAGAA
Argl AACACGGCAGTGGCTTTAACC GGTTTTCATCTGGCGCATTC
CYCS CACGGCTCTCCCTTTCTCAAG ACAGTTGCCTCCTGGTGGTTA
COXIV | ATGTCACGATGCTGTCTGCC GTGCCCCTGTTCATCTCGGC
CPTIb | CCTCCCTGGGCATGATTG ACGCCACTCACGATGTTCTTC
Acoxl1 GTGCAGCTCAGAGTCTGTCCAA TACTGCTGCGTCTGAAAATCCA
CsS GTTGGCAAAGACGTGTCAGAT TCAGAGCAAACTCTCGCTGAC
Gpxl1 CCGCTTTCGTACCATCGACAT CCAGTAATCACCAAGCCAATGC
GSTA4 | CTGTACTGTCCGACTTCCCTC CTCTGACTTCCGGGTTGCAG
SODI1 AAGCATGGCGATGAAAGCG ACAACACAACTGGTTCACCGC
Prdx1 AGTCCAGGCCTTCCAGTTCACT GGCTTGATGGTATCACTGCCAG
UucCp2 TGACAAACAGGTCAAGAGAGGGCA TCAGGCCAACTGACAGCATTCCTA
Glutl TCAACGAGCATCTTCGAGAAGGCA TCGTCCAGCTCGCTCTACAACAA
GYS1 TTCTACAACAACCTGGAG CTGAGCAGATAGTTGAGC

Tbp2 GAAGAACAATCCAGACTAGCAGCA CCTTATAGGGAACTTCACATCACAG
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