Supplementary Information
(Wang-Eckhardt and Eckhardt, 2020)

Figure S1

Progesterone inhibits large vesicle induction by AG-205

CHO-K1 cells were treated with DMSO (control), AG-205 (10 uM) and progesterone (20 uM) or only with AG-205. After 90 min, cells were fixed in
2% PFA for 10 min.
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Figure S2
CHO-K1 PGRMC1 genotyping PCR
Analysis of PCR reactions as shown in Figure 3 but using oligos O1 and O2 or oligos O1 and O3 (see Table S1) in two separate PCR reactions,

The wild-type PGRMC1 allele was only detectable in wild-type CHO-k1 cells (wt) or PGRMC2 mutant.
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Table S1
Oligonucleotides used in this study
Oligos used to generate adapters encoding guide sequence (for subcloning into the Bbsl sites of plasmid pSpCas9(BB)-2A-Puro):

oligo seguence target gene (species)

g20-F1 CACCGGCCGAGCTGAAGGTTTTCGA PGRMC1 (CHO-K1)

g20-R1 AAACTCGAAAACCTTCAGCTCGGCC

gl2-F1 CACCGGCGACGTGAAGATCTCGTGC PGRMC1 (CHO-K1)

gl2-R1 AAACGCACGAGATCTTCACGTCGCC

g32-F1 CACCGGAGCAGCTGCGCCAGTACGA PGRMC2 (CHO-K1)

g32-R1 AAACTCGTACTGGCGCAGCTGCTCC

gl-F1 CACCGGCTCTACAAGATCGTGCGCG PGRMC1 (human)

gl-R1 AAACCGCGCACGATCTTGTAGAGCC

gla-F1 CACCGGCTGGTAGGGATGCCTCCAG PGRMC2 (human)

gl4-R1 AAACCTGGAGGCATCCCTACCAGCC

Oligos used for screening PCR and sequencing:

oligo sequence target gene (species) product size
PGRMC1-F3 CCCAACCTTTGCTCCTGAGAT PGRMC1 (CHO-K1) 343 bp

PGRMC1-R3 GTAGAACTTGCGGCCTTTGG

PGRMC2-F4 TCCCCTCACGTGATTGGCTG PGRMC2 (CHO-K1) 505 bp
PGRMC2-R4 GACCGTAGAACTTGCTGCCT

PGRMC1-F7 GAGTTCCGGATCCCTGCCTA PGRMC1 (human) 351 bp
PGRMC1-R7 GGTCACATCGAACACCTTGC

PGRMC2-F8 TTCAAGTTCAGCTGAGTCTTTACAT PGRMC2 (human) 792 bp
PGRMC2-R8 CCATCAGCAGCTAGGACCAC

Oligos used for genotyping CHO-K1 PGRMC1 gene in wildtype and PGRMC1 mutants (p1, p1/2):

oligo  sequence product size (oligos O1+02) product size (oliogs O1+03)
o1 CCCAACCTTTGCTCCTGAGAT wt: 116 bp wt: 343 bp

02 GTAGAACTTGCGGCCTTTGG pl: no product pl: 332 bp

03 GGTTGAGGGGCGACGTGAAG pl1/2: no product pl/2: 168 + 171 bp



Table S2

Primary antibodies used in this study

Name (clone) Host Antigen (immunogenic peptide/epitope) Company/Order No./Lot No. used for* dilution

EEA1 (N-19) goat early endosomal antigen Santa Cruz/sc-6415/K1904 IF 1:400

PGRMC1 (1C10D11) mouse human PGRMC1 Proteintech/66372-1-1g/10004042 |IF 1:500
(amino acids 43-195 of protein BC034238)

PGRMC1 (1C10D11) mouse human PGRMC1 Proteintech/66372-1-1g/10004042 WB 1:4000
(amino acids 43-195 of protein BC034238)

PGRMC2 (5F10D7) mouse human PGRMC2 Proteintech/60249-1-1g/10001366 WB 1:4000
(amino acids 55-145 of protein BC016692)

PGRMC2 (F-3) mouse human PGRMC2 Santa Cruz/sc-374624/G2417 wWB 1:2000
(N-terminal 5 amino acids of human PGRMC2)

Rab5 (D-11) mouse human Rab5 Santa Cruz/sc-46692/F2519 IF 1:100
(amino acids 1-215 of human Rab5A)

tubulin (B-5-1-2) mouse mouse tubulin a-4A Sigma/T5168/103M4773V WB 1:40000

*IF, immunofluorescence; WB, Western blotting



