Figure S3 related to Figure 3
Schematic of cleavable versus secrered CD1 e

A cleavable CD1a and CD1b

CD1af
K562 cells f”t
Tpem HH o1 ] o2 [ o3 -0
~
porcine tobacco etch — \
cytoplasmic

teschovirus  virus(TEV)
2A éPZA) protease site
peptide & linker
N

EHBZm|—I—| ol | a2 | a3 HH/]'I'fI'II]]
cut

CD1b from K562

and THP-1 cells linkers

digestion with human rhinovirus 3C protease for CD1a
digestion with tobacco etch virus protease for CD1b

v

purification by strep Il and octohistidine tags

cleavable CD1b
from K562 and THP-1

i

cleavable CD1a
from K562

1

heav
chair¥

B2m
tobacc((% E{?)h

virus

protease site >

v

Folch extraction of ligands

<cut == < cut

xpression and quantification

secreted CD1a and CD1b

iHBZmF/H o | a2 [ o3 JJIE

porcine
teschovirus
2A (P2A)
peptide & linker
N

En HH e T2 T 1

v

purification by strep Il and octohistidine tags

\

secreted CD1b
from K562 and THP-1

i

secreted CD1a
from K562

i

v

from purified proteins

extracted lipids from 50ug CD1 proteins undergo HPLC-MS analysis

Blank
240

12.5ug
4170

2519

CP

CD1a

| ol

y=1E-0.8x2+0.0003x+10.967
60

cleaved CD1a secreted CD1a

] 2117) I g 46102
E| i
) 1 2 3 4 é[—»“Fs‘C”

mean fluorescence intensity (x 10,000)

40{ R2=1

CD1a

20

c CD1b
K562 THP-1
> > S S
A 3@ @ 5@ @
b@ %) N Q N
kDa \,bé @Q’é (}Q,’b %eé C}Q,‘b
50 - p— =

37 - -

25 - —

20 -

15 = —

10 -

(A) Schematic diagrams of cleavable versus secreted CD1a or CD1b expression were shown.

(B) Capture beads were treated with cleaved or secreted human CD1a proteins and subjected to
flow cytometric analysis with an external standard to determine the absolute concentration of
CD1a protein. (C) Human secreted or cleaved CD1b proteins from the indicated cell types were
captured after secretion or enzyme cleavage and subjected to polyacrylamide gel electrophoresis
to yield gel patterns corresponding to B2-microglobulin (2M, ~12 Kd) and the glycosylated CD1b

heavy chain (~31-36 Kd).



