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Supplementary Figure 1. Flow cytometry gating strategy.
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Supplementary Figure 2. Changes in immune cell subsets and PD-1/PD-L1 in prostate
tumors and bone marrow with daratumumab as assessed by IHC. Quantitative IHC of A.
CD45RO; B. CD3; C. CDS8; D. FoxP3; E. CD68; F. CD20; G. PD-1; H. PD-L1. Daratumumab-
treated vs. untreated prostate tumors and patient-matched pre-daratumumab and post-
daratumumab bone marrow cores were assessed.
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Supplementary Figure 3. Changes in immune cell subsets and PD-1/PD-L1 in prostate
tumors and bone marrow with edicotinib as assessed by IHC. Quantitative IHC of A.
CD45R0; B. CD3; C. CD8; D. FoxP3; E. CD68; F. CD20; G. PD-1; H. PD-L1. Edicotinib-
treated vs. untreated prostate tumors and patient-matched pre-edicotinib and post-edicotinib bone
marrow cores were assessed.
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Supplementary Figure 4. Target modulation by daratumumab in blood as assessed by flow
cytometry. Flow cytometric analysis gated on CD45" live cells showing frequency of CD38"
cells in: A. CD45" immune cells; B. CD3" T cells; C. CD8* T cells; D. CD4" T cells; E.
CD4"CD25"FoxP3" Treg cells; F. CD11b"CD14"HLA-DR" myeloid cells; G. CD3 CD19CD56"
NK cells. Peripheral blood mononuclear cells (PBMCs) from daratumumab-treated patients were
assessed at the timepoints indicated.
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Supplementary Figure 5. Changes in total immune cell subsets with daratumumab in
prostate tumors and bone marrow as assessed by flow cytometry. A. Flow cytometric
analysis showing frequency of CD45 cells in live singlets. B-F: Flow cytometric analysis gated
on CD45" live cells showing frequency of: B. CD3" T cells; C. CD8" T cells; D. CD4" T cells;
E. CD25"FoxP3" Treg cells out of CD4" T cells; F. CD11b"CD14"HLA-DR" myeloid cells; G.
CD3-CD19CD56" NK cells. Daratumumab-treated vs. untreated prostate tumors and patient-
matched pre-daratumumab and post-daratumumab bone marrow aspirates were assessed.
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Supplementary Figure 6. Transcriptional analysis of daratumumab-treated versus
untreated prostate tumors by NanoString. A. Scatter plots of immune cell phenotypes
identified by transcriptional signatures and CD38 expression. B. Volcano plot of differentially
expressed genes in daratumumab-treated vs. untreated prostate tumors. Dara=daratumumab.

Siddiqui BA, et al. J Immunother Cancer 2023; 11:€006262. doi: 10.1136/jitc-2022-006262



BMJ Publishing Group Limited (BMJ) disclaims al liability and responsibility arising from any reliance

Supplemental material placed on this supplemental material which has been supplied by the author(s) J Immunother Cancer
B. Blood C. Blood D. Blood
%CD3* in CD45* %CD8* in CD45* %CD4"* in CD45*
100 100 100+ ou0n
f iﬁ p=0008 ;Aanm‘
80- 3 @ % % 80- 80
i . 1
2 6 I3 2 60 2 o < 3 P
Q ¥ (3] T Q & 2
A. Blood T F o - o + | ® aof ]
%CD45* in Live Singlets [ J;, ) 1 s 7
20 20 0= B 20] b
100 e . :
b lub ALl
T T T T T T 0 0
804 - H @ ‘ wh1  wk2  wk3  wkd Wk5-6 wki-15 whl  wh2  wk3  wkd wk5-6 wk7-15 whl wi2  wk3  whkd wk5-6 wki-15
hd n=15 n=13 n=13 n=15 n=0 =13 n=13 n=13 n=13 n=13 n=9 n=13 n=15 n=13 =13 n=15 =9 n=13
8w ; T E. Blood F. Blood G. Blood
o L * %Tregin CD4* %Myelold in CD45* %NK in CD45°
= 40 s<01
L 25 e 50 30 it
EL PR J »=00002
o gn = ® 40 . e
8 i
o T — 2 @ 04
whk1 wk2  wk3  wkd_ wk5-6wkT-15 S 15 £ 30 "]
n=i5 n=13 n=13 n=is N0 neld - o @ z
2 5 2
= 10 3 20
g Y E 104 T
2 3] L :
o
® 5 | @ 1 . =710 % &
. ;N L | o
WK1 WkZ W3 wkd WKSGwk7A15 W1 wk2 wh3 wké wk5:B w75 Wk wk2 whk3  wki kS wk7-15
n=15 n=13 n=13 n=15 n=9 n=13 n=15 n=13 n=13 n=15 n=9 n=13 n=15 n=13 n=13 n=t5 n=9 n=13

Supplementary Figure 7. Changes in total immune cell subsets with daratumumab in blood
as assessed by flow cytometry. A. Flow cytometric analysis showing frequency of CD45 cells
in live singlets. B-F: Flow cytometric analysis gated on CD45" live cells showing frequency of:
B. CD3" T cells; C. CD8" T cells; D. CD4" T cells; E. CD25"FoxP3" Treg cells out of CD4* T
cells; F. CD11b"CD14"HLA-DR" myeloid cells; G. CD3'CD19°CD56" NK cells. Peripheral
blood mononuclear cells (PBMCs) from daratumumab-treated patients were assessed at the
timepoints indicated.
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Supplementary Figure 8. Assessment of target modulation on non-myeloid populations
with edicotinib by flow cytometry in evaluable prostate tumors and bone marrow as
assessed by flow cytometry. Flow cytometric analysis gated on CD45+ live cells showing
frequency of CSF-1R+ cells in: A. CD3" T cells; B. CD8" T cells; C. CD4" T cells; D.
CD4"CD25"FoxP3" Ty cells; E. CD3'CD19'CD56" NK cells.

Siddiqui BA, et al. J Immunother Cancer 2023; 11:€006262. doi: 10.1136/jitc-2022-006262



BMJ Publishing Group Limited (BMJ) disclaims al liability and responsibility arising from any reliance

Supplemental material placed on this supplemental material which has been supplied by the author(s) J Immunother Cancer
B Blood C Blood D
cD3 cD8
69 =
« Rl i o 4 [
i i i
7] w w
= 0 4]
A Blood %, £, =
cD45* i

2 -

il . - o F‘%ﬁ a 5 e e [ :

1 Wil VR Wil W amkeh Wkl wk2 wk3 wkd WKS >wkE WK1 WKZ WK3 W4 WKS SWKE
« o3 4 £8 mD e Wl 19 n=4 =8 n=5 n=b n=10 N8 n=4 n=B N=5 n=b n=10
10 T E. Blood F. Blood G Blood
; + . Ton Wyeloid NK

- N -l A
s ESACRE - , ,
Wkl wk2 W3 wkd WKS WG £ o o | A + ¥ L
n=0 n=4 n=8 n=5 n=6 n=10 w % E 60+ I.I.. ot &
] 3 81 Ly |
- o
= Y = 2 | . e »
2 i . g 20 4 L;J o B :‘|
H o 8, o e S e L
WK1 WK2Z WK3 wkd wkS >wKE H k H H H "
™ hd 0 e o nsiD b e i R S R pit i i e i g

Supplementary Figure 9. Absence of target modulation by edicotinib in blood as assessed
by flow cytometry. Flow cytometric analysis gated on CD45" live cells showing frequency of
CSF-1R" cells in: A. CD45" immune cells; B. CD3" T cells; C. CD8" T cells; D. CD4" T cells;
E. CD4"CD25"FoxP3" Treg cells; F. CD11b*CD14"HLA-DR" myeloid cells; G. CD3'CD19
CD56" NK cells. Peripheral blood mononuclear cells (PBMCs) from edicotinib-treated patients
were assessed at the timepoints indicated.
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Supplementary Figure 10. Changes in total immune cell subsets with edicotinib in prostate
tumors and bone marrow as assessed by flow cytometry. A. Flow cytometric analysis
showing frequency of CD45 cells in live singlets. B-F: Flow cytometric analysis gated on CD45"
live cells showing frequency of: B. CD3" T cells; C. CD8" T cells; D. CD4"™ T cells; E.
CD25"FoxP3" Treg cells out of CD4" T cells; F. CD11b"CD14"HLA-DR" myeloid cells; G.
CD3'CD19CD56" NK cells. Edicotinib-treated vs. untreated prostate tumors and patient-
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matched pre-edicotinib and post-edicotinib bone marrow aspirates were assessed.
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Supplementary Figure 11. Changes in total immune cell subsets with edicotinib in blood as
assessed by flow cytometry. A. Flow cytometric analysis showing frequency of CD45 cells in
live singlets. B-F: Flow cytometric analysis gated on CD45" live cells showing frequency of: B.
CD3* T cells; C. CD8" T cells; D. CD4" T cells; E. CD25"FoxP3"* Treg cells out of CD4" T
cells; F. CD11b"CD14"HLA-DR" myeloid cells; G. CD3'CD19°CD56" NK cells. Peripheral
blood mononuclear cells (PBMCs) from edicotinib-treated patients were assessed at the
timepoints indicated.
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Supplementary Figure 12. No differences in immune infiltrates between Gleason 7 and
Gleason 8-10 prostate tumors as assessed at time of prostatectomy by IHC and flow
cytometry. A. CD38" cells in daratumumab-treated vs. untreated prostate tumors; B. CD3" T
cells in daratumumab-treated vs. untreated prostate tumors; C. CSF-1R" cells in edicotinib-
treated vs. untreated prostate tumors; D. CD3" T cells in edicotinib-treated vs. untreated prostate
tumors. Red symbols indicate Gleason score 7 at prostatectomy.
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