Supplementary Figures

Figure S1. Bacterial LPS induces early expression of SAG mRNA and protein in J774
cells.
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Figure S2. SAG-knockdown in J774, RAW and BMDM cells.
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Figure S3. FACS analysis of apoptosis after PAMP-treatments of J774 cells with and
without SAG-knockdown.
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. FACS histograms of TMRE staining
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FACS histograms of caspase assay
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Figure S4. Expression profile of SAG, Bcl-2, Bax, SARM, Noxa and Bcl-xL in J774 cells
after PAMP treatments (with and without SAG-knockdown).
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Figure S5. FACS histograms of SAG, Bcl-2, Bax and SARM in J774 cells after PAMP
treatments (with and without SAG-knockdown).
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D. Representative histograms of SARM
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Figure S6. SAG-knockdown did not affect the level of ubiquitinated Bcl-2 in J774, RAW
and BMDM cells.
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Figure S7. A control IgG tested in J774 and BMDM cells demonstrates the specificity of
immunoprecipitation.
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Figure S8. RAW264.7 cells challenged with PAMPs show induction of SAG which
ubiquitinates Bax and SARM.
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D. Ubiquitin assay in RAW264.7 cells

IP: Bax IP: SARM
MG132 — + — — — + — — - MG132° — + — — — + — — —
SAGSIRNA — — 4+ — — — 4+ — — SAGSRNA — — + — — — + — —
Control siRNA — — — + — — — + -— ControlsiRNA — — — + — — — + —
PalPS - + ++ + - = = — Pa:lPS§ — + F F & —r— = ==
Poly I:C el Polyll€C - = — — =+ + + +
HMW ' HMW
Bax-(Ub), SARM-(Ub),
i Unmodified ]
Unm;:;ﬁed_, == = = o == = = |IB: Bax AR > | m——— e = IB: SARM
§ 120 % s
s OMG132 o _ 90 7 OMG132
23 90 D .
5E SAG siRNA £ & 60 _ SAG siRNA
gs & 2c _
£ 33 30. B Control siRNA ~ ® .:9 301 % B Control siRNA
3 | 3% "Bt I»
5 o L anT g ot tre troyre— 2V
“PBS™ Pa LPS © PolylC 3 PBS Fal oly J:
IP: Ub IP: Ub
MBS = F o = « o = = = MGI3Z = F = — = F — — -
SAGSIRNA — — 4+ — — — 4 — — SAGSIRNA = = + = = — 4 = —
ControlsiRNA = = = + = = — + — ControlsiRNA — — — + — — — 4+ -—
PalPS — + + + + — — — — Pa.lPS — + + + + — — — —
PolyllC - - — — — + + + + Poly iy = = = = < 4 4 4 §
HMW l 1 £ HMW
Bax-(Ub), " . IB: Bax  SARM-(Ub),
. -~
T C -
IP: 19G
MBI = F = — = F = = =
GABERNA: — = F = = = o = =
Control siRNA — — — + — — — 4+ —
PalPS — + + + + - — — —
Polyl:E = = == s 2= oo ap o o
| liB: Bax
| IB: SARM
| |iB: sAG

11



Figure S9. SAG is an evolutionarily conserved protein.
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Figure S10. SAG overexpression in primary BMDM cells.

12



