Epitope mapping of anti-PGRMC1 antibodies reveals the non-conventional membrane topology of PGRMC1 on the cell surface
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Supplementary Figure 1
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Supplementary Figure 1. Immunoprecipitation and Western blot analysis of 108-B6- and 4A68-reactive PGRMC1. Cell lysates from NT-2/D1 were subjected to immunoprecipitation with 108-B6 and 4A68, and the immnuoprecipitates were detected by Western blot analysis with C-3. HC, immunoglobulin heavy chain.



Supplementary Figure 2
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Supplementary Figure 2. Comparison of amino acid sequence of 108-B6 and 4A68 variable regions. The amino acid sequences of the CDR of the two MAbs are highlighted, and the same amino-acid residues between 108-B6 and 4A68 were marked with asterisk.


Supplementary Fig. 3
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Supplementary Figure 3. Flow cytometric analysis of A549 cells with 108-B6, 4A68 and anti-PGRMC1 antibody (C2C3) after detachment of cells with trypsin or enzyme-free dissociation solution. Red populations indicate fluorescence-conjugated secondary antibody staining as controls. 


[bookmark: _GoBack]
image1.tiff
®  of
IP: 000 g,?g’ \Q‘b

kDa

75-

63

48— — HC

35+

287 “% === |=—PGRMC1

WB: anti-PGRMC1 (C-3)




image2.tiff
108-B6 VH
4A68 VH

108-B6 VH
468 VH

108-B6 VH
468 VH

108-B6 VL
4A68 VL

108-B6 VL
4A68 VL

108-B6 VL
42682 VL

CDR1
: EVQLOESGGGLVQPKGSIKLSCAAS GFTFNTYAMN WVRQAPGKGLEWVA
: EVRLOQQSGGGLVKPGGSIKLSCAAS GFTFSSYAMS WVRQTPEKRLEWVA
kk kk kkkhkkk Kk kkhkhkhkhkk hkhkk  hkk  khkkk Kk k khkkk
CDR2
:RIRSKSNNYATYYADSVKD RETVSRDDSQSMLFLOMNNLKTEDTAMYYCTY
:TISSSGSYIYYIDSVKG  RFTISRDNARKNTLYLOMTSIRSEDTAMYYCTR

* K dkk kkk * kkk ok kkkkkhkkk
DWFGS WGQGTLVIVSAARTTPPSVY

OTLITIAGGAMDY WGQGTSVIVSSAKTTPPSVY

khkkhkk khhkkk hhkkkkkkkhkk

CDR1
: DIVLTQSPASVPVTPGESVSISC RSSKSLIHSDGITYLY WEFLORPGQSPQLLIY
:DIQLTQSPSFLAASPGETITENC RTSKSISKYIA WYCQERPGKTNKLLIY
kk kkkkk *kk * ok hkk * *k dkkk
CDR2 CODR3

RMSNLAS GVPDRESGSGSGTAFTIRISRVEAEIVGVYYC MDHLEYPYT FGGGTK

SGSTIQS GIPSRFSGSGSGTDFTLTISSLEPEDFAMYYC QOHNEYPYT FGGGTK
k ok ok ok ok kkkkkkkkk hkk kk ok kK dkk  kk kkkkk hkkkkk

:LETRRADAAPTVS
:LETRKRADAAPTVS
dok ook ek kok ok kok




image3.tiff
Count

108-B6

4A68

£

10" 102

10%

104

csPGRMC1

Anti-PGRMC1(C2C3)
Dissoc soln: —

Trypsin:--—----

o





