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Supplemental methods section

Murine CD146 WT vs. CD146 KO Th17 differentiation

T cells were purified from CD146 WT vs. CD146 KO fresh splenocytes. Naive total T
cells were negatively selected using a Pan T cell isolation kit followed by positive
selection using CD62L microbeads (both Miltenyi Biotec). Purified naive total T cells
were activated with anti-CD3/CD28 or anti-CD3/ICOS antibody-coated Dynabeads M-
450 Tosylactivated (Invitrogen) at a bead/cell ratio of 1:5. Naive total T cells were then
differentiated under Th17 conditions using IL-13 (20 ng/ml), IL-6 (30 ng/ml), IL-23 (30
ng/ml), and TGF-B (2 ng/ml). Exposure to differentiating cytokines (all from R&D

Systems) was maintained throughout the 5-day culture period.
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Supplemental Figure 1.

(A-D) Data shown are absolute count (median and range) according to different clinical
groups: No (n=20) or Active cGvHD (n=20).

(E-I) Analysis of prior acute GVHD development on CD146 expressing subsets. Within

our 20 patients that presented with active cGVHD, we compared 10 patients that



previously developed acute GVHD and 10 patients that did not. Graphs represent
frequencies (meantSEM) of the different subsets according to the prior development

of acute GVHD. Unpaired t test. ns = not significant.



Supplemental Figure 2

A B .
RORyt according to CD146 RORyt according to CD146 and CCR5
800- __ 8007 — =
o *% E hdd
E *k o g *% K%k ns
'c 600 o c 600 w0 00 ns
.g D .9 *% ns
2 = i 2 ik = =007
2 4001 EEE DEE £ 400 5 @ o ST G
x e O e O oo X o a] oo
w !;. ; ° °® w E o @
= 2001 9 o !;: o % ‘:% = 200- g 0, o % o % g
x ° ° ° o 3 o U g o o O
© X o
c 1 1 1 I 1 1 c T T T Ll T T T
¥ & £ ¢ ¥ 8 - -+ - + - +CCR5
¥ © ¥ ° ¥ °
N W N W N I\ _ _ _ _ o + CD146
S & & & & & M
All CD4+ Tcon Treg Tcon Treg
C RORyt according to CD146+CCR5+ D Tbet according to CD146
subset 800~ .
= 800~
[T = a
E *% E *%k
£ 6004 T = 0 = O
g S .... _ﬁ&_ L ) o
7] QS._EE 7] ( ]
(] ns
5 400 o —_— @ 400+ j o 5 %’-'EE
X ° o [ ] ]
1] @ ) 0 x
e & o> = 1
2 200 H % + 200
& . ° - 3
2 o =
c IQ %x l@)" IQ ‘)x I@;" c 1 ) 1 1
o ¥ o * o *
C}o&ooq’ xcf’q. (}o&c,oq" xooq' Q.y ¥ Q.y ¥
FG F g S o & o &
N o\ N’ 0\
® o S <
Tcon Treg Tcon Treg

E Tbetaccording to CD146+CCR5+ subset F Tbet according to CD146+CCR5+ subset

*x 1000+
1200 —— 75— _
—y **_** ns E *%
I-EI- [m] ns = 800 [u] ns
= Op=007 *x ns c ]
§ 800 _x o i 2 600- . dhgo o
u’ D *k D m . ~
o & O 0 of __ g o = =@ Ll 55
g % %1 B o oo S 4004 g . % =
o 400qdy of o %%% i ° o
v o @ 2004
g 2
i 0
0 T T T T T T T O IO;," O o &
o+ - % - + - +CCR5 & & & £
» O O N O
- -+ + - - + + CD146 é’S' b?’x b‘:°x Q;‘.obf"x @
N N N N
Tcon Treg S & e &
Tcon Treg

Supplemental Figure 2. RORyt and T-bet expression is associated with CD146



expressing subsets. RORyt and T-bet expression (MFI) were evaluated by flow
cytometry according to T cell subsets expressing CD146 and/or CCR5 or not, in a set
of 8 healthy donors. Tcon: non-CD25"CD127"°" within CD4+ T cells, and Treg:
CD25"FoxP3* within CD4+ T cells. Dot plots represent mean+SEM of MFI. Paired ¢

test. * p<0.05, ** p<0.01, *** p<0.001, ns = not significant.
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Supplemental Figure 3. IFN-y and IL-17 production is associated with CD146 and
CCRS5 expression. IFN-y and IL-17 production (% of positive cells) were evaluated by
flow cytometry upon stimulation by PMA ionomycine for 5 hours in presence of

Brefeldin A (n=8 healthy donors). Graphs represent cytokine production according to



T cell subsets expressing CD146 and/or CCR5 or not, in a set of 8 healthy donors.
Data represent meantSEM. Paired t-test. * p<0.05, ** p<0.01, *** p<0.001, ns = not

significant.
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Supplemental Figure 4. Frequency of IFNy+IL-17+CD146+ within CD4+ T cells
evaluated by flow cytometry upon stimulation by PMA ionomycine in presence of
Brefeldin A. Data represent mean and SEM according to clinical groups. Unpaired t-

test.
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Supplemental Figure 5. Th17 differentiation of naive T cells from murine CD146 WT
or CD146 KO after anti-CD3/CD28 or anti-CD3/ICOS stimulation as described in
Materials and Methods. Representative plots showing IL-17 and IFN-y coexpression
or IL-21 and RORyt coexpression in live CD4 T cells and dot plots depicting

meantSEM values for frequency of IFN-y+ IL-17+ T cells or IL-21+ RORyt+ T cells, n



= 6. Unpaired t-test.
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Supplemental Figure 6. Effect of RORyt inhibitor TMP778 on generation of Th1/Th17
cells and CD146+CCR5+CD4 T cells from human mixed lymphocyte reactions (MLRs).
MLRs were carried out in the presence of indicated concentrations of TMP778 and
vehicle control DMSO for 8-10 days. (A) (Top panels) Representative plots of IL-17
and IFN-y expression depicting mean+SEM values for frequency of IFN-y+IL-17+ T
cells (n=7). (B) (Bottom panels) Representative plots of CD146 and CCR5 expression
depicting mean+SEM values for frequency of CD146+CCRS5+ T cells (n=5). Paired t-

test.



