
twin
strep IIleader

Folch extraction of ligands from purified proteins

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

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

CD1a from 
K562 cells

biotinylation AviTag 
α1

leader
porcine

teschovirus
2A (P2A) 

peptide & linker

strep II

cleavable CD1a
from K562

α2 α3β2m

CD1b from K562
and THP-1 cells

cleavable CD1a and CD1b secreted CD1a and CD1b

transmembrane

linkers

purification by strep II and octohistidine tags

cleavable CD1b
from K562 and THP-1

cytoplasmic

YXXZ
recycling

motifs

tobacco etch
virus(TEV) 

protease site

human rhinovirus
3C protease site

octohistidine

octohistidine strep IIcut

cut

tobacco etch
virus (TEV)

protease sitecut

β2m

YXXZmotifs

cut

secreted CD1a
from K562

secreted CD1b
from K562 and THP-1

purification by strep II and octohistidine tags

β2m β2m

β2m

α1 α2 α3 α1 α2 α3

α1 α2 α3

heavy
chain

strep II

human rhinovirus
3C protease site

porcine
teschovirus
2A (P2A) 

peptide & linker

human rhinovirus
3C protease site

A

Figure S3 related to Figure 3 
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Schematic of cleavable versus secrered CD1 expression and quantification

B

(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 β2-microglobulin (β2M, ~12 Kd) and the glycosylated CD1b 
heavy chain (~31-36 Kd). 


