human TMEM175 knock-out (KO) cell lines generation:
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5’ AGCAAGGAGCGCGTGGAAGCCTTCAGCGACGGAGTCTACGCC 3" Wildtype
Hapl KO AGCAAGGAGCGCGTG--——-————————-— C—==—= CTACGCC (19 bp deletion)
HeLa KO-1 AGCAAGGAGCG—======—===——=—=—=—————— GAGTCTACGCC (20 bp deletion)
AGCAAGGAGCGCGTGGAAGCCTTCAG—=—-~ GAGTCTACGCC (5 bp deletion)
HeLa KO-2 AGCAAGGAGCGCGTGGAAGCCTTC--CGACGGAGTCTACGCC (2 bp deletion)
AGCAAGGAGCGCGTGGAAGCCTT-———-- ACGGAGTCTACGCC (5 bp deletion)
AGCAAGGAGCGCGT—==========—=———— GGAGTCTACGCC (16 bp deletion)
HEK293T KO AGCAAGGAGCGCGTGG—===========—=————————— CGCC (22 bp deletion)
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human TMEM175-HA knock-in (KI) cell line generation:

- ——
——NEC N ——
A R
gRNA target
' Template: +
ﬂ homologous
recombination
. TMEM175-HAKI:
ORFY
Flag+HA

Figure S2



