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Supplemental Table 1. mNectin1 expression in B16F10 cell lines (by RT-ddPCR).
Total RNA was extracted from B16F10 parental and its three derived stable cell lines
(-eGFP, -mNectin1, -Luc). 1 ug RNA was reverse transcribed and ddPCR was
performed to quantitate the amount of mNectin1.

Sample mNectin1 mHPRT Ratio
Cell Lines

B16F10 parental 0 1483

B16F10 eGFP 0 8121

B16F10 mNectin1 1078 7632 0.111

B16F10 Luc 0 9248

Tumors

B16F10_GFP_1 21 7633 0.0021
B16F10_GFP_2 16 7249 0.0017
B16F10_mNectin1_1* 4023 6758 0.54

B16F10_mNectin1_2* 2256 6554 0.297
B16F10_mNectin1_3' 801 6713 0.098
B16F10_mNectin1_4' 1395 7200 0.16

*Denotes a single injection of 5x10° plaque-forming units.
"Denotes three injections of 5x10° plaque-forming units.

ddPCR=droplet digital polymerase chain reaction; eGFP=enhanced green fluorescent
protein; mHPRT=mouse hypoxanthine phosphoribosyliransferase; RT=reverse
transcription.
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Supplemental Table 2. Antibodies used in immunohistochemistry assays.

Target Species Vendor Catalog No. Dilution
MART-1 Rabbit Novus Biomedical NBP1-30151  1:500
CD3 Rat Bio-Rad MCA 1477 1:100
F4/80 Rat Bio-Rad MCA497R 1:100
B220 Rat Novus NB100-77420 1:1000
Rat IgG Rat Novus NBP1-97040 1:5000
Isotype

control

Rabbit IgG Rabbit Southern Biotech 0111-01 1:5000
Isotype

control

IgG=immunoglobulin G.
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Supplemental Table 3. Gene name and amino acid sequences of B16F10 tumor and
neoantigen peptides used in peptide re-stimulation ELISpot assays. Amino acids in
parenthesis denote the mutation.

Gene name Peptide Gene name Peptide
Acox3 SALWSDTP(M) Actn4 VTFQAFID(V)
Ap3d1 TNFEW(C)ISI Braf LM(R)VNYDQL
Atp11a (S)LGFTYLRL Cd99I2 RA(Q)SNPMEL

Ctsd V(S)FANAVVL Dennd5a HMYE(A)VALI
Ddb1 VLM(I)NGEEV Dip2a FVVG(R)LDGL
Ddx23 QT(A)MFTATM Fzd7 VAVAHVA(A)F
Dock11 VS(R)CHEEGL Herc2 QM(F)AKMSSF
Fat1 IAM)YQNTTQL Hsf2 YGFR(N)VVHI
Fbxl14 V(A)IGHLAGM Lins RMLQNSD(T)L
Ftsj2 (T)TFQKILEL Lrrc28 FTFVYP(T)IF
Fzd7 VAHVA(A)FLL Map1s N(V)FLRVRAL
Haus6 VARNRF(V)QlI Mfap3 ASFLPS(L)EL
Herc2 VFGQM(F)AKM Mfap3 YNASFLPS(L)
Hsf2 NMYGFR(N)VV Mfhas1 L(A)VSCRDPL
Lrrc28 FVYP(T)IFPL Ndufs6 AA(ALTFRRL
Micall2 (M)SKSFLSKI Ndufs6 A(A)LTFRRLL
Nckipsd Q(N)LCYSALV Numa (T)FFQKEQAL
Ncor1 FNYKRR(P)NL Pbk AAVILR(D)AL
Nr1h2 ASGF(R)YNVL Pcmtd1 VSFAPLVQ(L)
Orc2 (V)VPSFSAEI Plod2 (VYWQIFENPV
Pask A(N)FIFRQLV Slc37a3 (V)SRKTFSNV
Piga TNGL(N)VYYL Xpc T(V)RPYRSLL
Shmt1 ANVA(V)YTAL Zic2 KSYT(L)PSSL
Spire1 STSHHRPL(L) TRP2 SVYDFFVWL
St6galnac3 VN(E)ATFPLL Pmel17 EGSRNQDWL
Tars TTVYRCG(H)L P15E KSPWFTTL
Tmem39b FNLLMVT(P)I
Tt (DLVSTYRPL
Tulp2 ASV(T)NFQIV
Wdr82 TNGSFIRL(L)
Wiz TAR(M)MFSGL
Wrap53 QVPRYLSG(F)
Xylb GN(M)GFYFDV

Supplementary File: OncoVEX™MCSF and Checkpoint Inhibition, 3

Estrada J, et al. J Immunother Cancer 2023; 11:e006374. doi: 10.1136/jitc-2022-006374



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

Supplemental Figure 1. Schematic of tumor rechallenge model (A). Tumor volume
graph of individual mice treated with OncoVEX™®™°SF and anti-CTLA-4 Ab. Thirty-four
tumor free mice were then rested for 2 months before being rechallenged with either
B16F10 or LL2 cells to evaluate the memory immune effect (B).
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CTLA-4= cytotoxic T-lymphocyte—associated protein 4; [V=intravenous;

SC=subcutaneous; T-VEC= talimogene laherparepvec.
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