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Fig. S1. ESI-MS of nanobody-antigen fusions. Deconvoluted mass spectra of (A) nAlb-OV Asi.
270, (B) nGFP-OV A2s51.270, and (C) nAlb-E73g.57.
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Fig. S2. BLI of nAlb-antigen fusions binding mouse serum albumin (MSA). (A) BLI binding
curves of nAlb-OV Axsi-270 binding MSA. (B) BLI binding curves of nAlb-E733.57 binding MSA.
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Fig. S3. ESI-MS of nanobody-drug conjugates (NDCs). Deconvoluted mass spectra of (A)
nAlb-diABZI, (B) nAlb-OV A2s1-270-Cy3, and (C) nAlb-OV Azs1-270-diABZI.
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Fig. S4. BLI of nAlb- and nAlb-antigen-drug conjugates binding mouse serum albumin
(MSA). (A) BLI binding curves of nAlb-diABZI binding MSA. (B) BLI binding curves of nAlb-
OV A»s51.270-Cy5 binding MSA. (C) BLI binding curves of nAlb-OV A2s1-270-diABZI binding MSA.
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Fig. S5. Gating strategy and representative flow cytometry dot plots for Fig. 1J-K.
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Fig. S6. Gating strategy and representative flow cytometry dot plots for Fig. 2C-E, K.
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Fig. S7. Gating strategy and representative flow cytometry dot plots for Fig. 2H-J, L.
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Fig. S8. ELISA quantification of IFN-p and TNF-a secretion by MutuDC1940 cells and
BMDMs over time following treatment with nAlb-Vax. Quantification of (A) IFN-B and (B)
TNF-a secretion by MutuDC1940 cells and (C) IFN-B and (D) TNF-a secretion by BMDMs
following treatment with nAlb-Vax as a function of time (mean + SEM, n = 3).
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Fig. S9. Comparison of antigen cross presentation by nAlb-OV Azs1.279 and full-length OVA.
(A) Representative histograms and MFIs of H-2Kb/SIINFEKL expression by MutuDC1940 cells
24 h after treatment with indicated constructs (mean = SEM, n = 3). Analyzed via one-way
ANOVA with Tukey’s post-hoc. (B) Representative histograms and MFIs of H-2Kb/SIINFEKL
expression by BMDMs 24 h after treatment with indicated constructs (mean £ SEM, n = 3).
Analyzed via one-way ANOVA with Tukey’s post-hoc. ****P < 0.0001. ***P < 0.001. **P <
0.01. *P < 0.05.
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Fig. S10. Gating strategy and representative flow cytometry dot plots for Fig. S9A.
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Fig. S11. Gating strategy and representative flow cytometry dot plots for Fig. S9B.
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Fig. S14. Gating strategy and representative flow cytometry dot plots for Fig. 3B.
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Fig. S15. Schematic depicting series of sortase and strain-promoted azide-alkyne
cycloaddition (SPAAC) reactions used to label nAlb-OV A»s1-270 with DBCO-PEG>-diABZI.
Created with Biorender.com.
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Fig. S16. Gating strategy and representative flow cytometry dot plots for Fig. 3D.
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Fig. S17. Gating strategy and representative flow cytometry dot plots for Fig. 3F-H.
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Fig. S18. Individual tumor growth curves for Fig. 31. Individual tumor growth curves for Fig.
31 following treatment with (A) PBS or (B) nAlb-Vax.
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Fig. S19. Individual tumor growth curves for Fig. 3L. Individual tumor growth curves for Fig.
3L following treatment with (A) PBS or (B) nAlb-Vax.
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Fig. S20. Gating strategy and representative flow cytometry dot plots for Fig. 4E-F.
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Fig. S21. Quantification of Cy5 uptake by major immune cell populations in the spleen. (A)
Quantification of Cy5 uptake by major immune cell populations in the spleen 24 h after SC
administration of indicated formulations (mean + SEM, n = 6-8). Analyzed via two-way ANOVA
with Tukey’s post-hoc. (B) Pie charts depicting Cy5 uptake by major immune cell populations in

the spleen as a percentage of all Cy5™ cells following treatment with nAlb-Vax-Cy35. ****P <
0.0001. ***P < 0.001. **P < 0.01. *P < 0.05.
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Fig. S29. Bar graphs of the log:(fold change) in the percentage of indicated cell populations
relative to PBS control in indicated tissues presented in Fig. SB. Bar graphs of the logx(fold
change) in the percentage of (A) CD80", (B) CD86", (C) H-2Kb/SIINFEKL", (D) CD206"Argl*,
and (E) iNOS™ of macrophages and (F) CD80", (G) CD86", and (H) H-2Kb/SIINFEKL" of DCs
in the injection draining LN relative to PBS control (mean + SEM, n = 6-8). Bar graphs of the
logo(fold change) in the percentage of (I) CD80", (J) CD86", (K) H-2Kb/SIINFEKL®, (L)
CD206"Argl™, and (M) iNOS" of macrophages and (N) CD80", (O) CD86", and (P) H-
2Kb/SIINFEKL" of DCs in the spleen relative to PBS control (mean + SEM, n = 6-8). Bar graphs
of the logx(fold change) in the percentage of (Q) CD80", (R) CD86", (S) H-2Kb/SIINFEKL", (T)
CD206"Argl”, and (U) iNOS" of macrophages and (V) CD80", (W) CD86", and (X) H-
2Kb/SIINFEKL* of DCs in the tumor relative to PBS control (mean + SEM, n = 6-8). Analyzed
via Welch’s two-tailed t test. ****P < (.0001. ***P < 0.001. **P < 0.01. *P < 0.05.
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Fig. S30. Bar graphs depicting the frequency of indicated cell populations following
treatment with indicated constructs prior to data transformation presented in Fig. 5B and
Fig. S29. Bar graphs of the frequency of (A) CD80", (B) CD86", (C) H-2Kb/SIINFEKL", (D)
CD206"Argl”, and (E) iNOS" of macrophages and (F) CD80%, (G) CD86*, and (H) H-
2Kb/SIINFEKL* of DCs in the injection draining LN following treatment with indicated
constructs (mean + SEM, n = 7-8). Bar graphs of the frequency of (I) CD80", (J) CD86", (K) H-
2Kb/SIINFEKL*, (L) CD206"Argl*, and (M) iNOS* of macrophages and (N) CD80", (0) CD86",
and (P) H-2Kb/SIINFEKL* of DCs in the spleen following treatment with indicated constructs
(mean + SEM, n = 7-8). Bar graphs of the frequency of (Q) CD80", (R) CD86", (S) H-
2Kb/SIINFEKL", (T) CD206*Argl™, and (U) iNOS™ of macrophages and (V) CD80", (W) CD86",
and (X) H-2Kb/SIINFEKL" of DCs in the tumor following treatment with indicated constructs
(mean + SEM, n = 6-8). Analyzed via Welch’s two-tailed t test. ****P < (0.0001. ***P < 0.001.
**P <0.01. *P <0.05.
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Fig. S31. Gating strategy and representative flow cytometry dot plots for Fig. 6B.
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Fig. S32. Gating strategy and representative flow cytometry dot plots for Fig. 6C.
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Fig. S33. Gating strategy and representative flow cytometry dot plots for Fig. 6D.
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Fig. S34. MC38-OVA is highly responsive to therapeutic treatment with nAlb-diABZI and
nAlb-Vax. (A) Tumor growth curves, (B) AUC of individual tumor growth curves, and (C) ex
vivo tumor mass at endpoint following treatment with indicated formulation (mean + SEM, n = 4-
8). Analyzed via one-way ANOVA with Tukey’s post-hoc. ****P < (0.0001. ***P <(.001. **P <
0.01. *P < 0.05.
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Fig. S35. Gating strategy for Fig. 6F, Fig. 61 (Injection Draining LN), Fig. S41 (Injection
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Fig. S37. Gating strategy for Fig. 6G, Fig. 61 (Spleen), Fig. S41 (Spleen), and Fig. S42
(Spleen).
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Fig. S38. Representative flow cytometry dot plots for Fig. 6G, Fig. 61 (Spleen), Fig. S41
(Spleen), and Fig. S42 (Spleen).
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Fig. S39. Gating strategy for Fig. 6H,
and Fig. S42 (Tumor).
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Fig. S41. Bar graphs of the log:(fold change) in the percentage of indicated cell populations
relative to PBS control in indicated tissues presented in Fig. 61. Bar graphs of the logx(fold
change) in the percentage of (A) activated, proliferating (CD69Ki-67%), (B) ICB-responsive (Ki-
67'PD-17), (C) exhausted (LAG-3'TIM-3"PD-1%), (D) Tcm (CD44°CD62L"), and (E) Tem
(CD44°CD62L") of H-2Kb/SIINFEKL tetramer”™ T cells following treatment with indicated
formulations in the injection draining LN relative to PBS control (mean = SEM, n = 6-10). Bar

Page 42 of 77



graphs of the logx(fold change) in the percentage of (F) activated, proliferating (CD69'Ki-67%),
(G) ICB-responsive (Ki-67"PD-1), (H) exhausted (LAG-3'TIM-3"PD-1%), (I) Tcm
(CD44°CD62L"), and (J) Tem (CD44"CD62L") of H-2Kb/SIINFEKL tetramer™ T cells following
treatment with indicated formulations in the spleen relative to PBS control (mean + SEM, n = 6-
10). Bar graphs of the logx(fold change) in the percentage of (K) activated, proliferating (CD69Ki-
67"), (L) ICB-responsive (Ki-67"PD-17), (M) exhausted (LAG-3"TIM-3"PD-1%), (N) Tcm
(CD44°CD62L"), and (O) Tem (CD44"CD62L") of H-2Kb/SIINFEKL tetramer™ T cells following
treatment with indicated formulations in the tumor relative to PBS control (mean = SEM, n = 6-
10). Analyzed via one-way ANOVA with Tukey’s post-hoc. ****P < 0.0001. ***P < 0.001. **P
<0.01. *P<0.05.
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Fig. S42. Bar graphs depicting the frequency of indicated cell populations following
treatment with indicated constructs prior to data transformation presented in Fig. 61 and
Fig. S41. Bar graphs of the frequency of (A) activated, proliferating (CD697Ki-67"), (B) ICB-
responsive (Ki-67"PD-17), (C) exhausted (LAG-3"TIM-3"PD-1%), (D) Tcm (CD44"CD62L"), and
(E) Tem (CD44°CD62L°) of H-2Kb/SIINFEKL tetramer”™ T cells following treatment with
indicated formulations in the injection draining LN (mean = SEM, n = 9-10). Bar graphs of the
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frequency of (F) activated, proliferating (CD697Ki-67"), (G) ICB-responsive (Ki-67"PD-1%), (H)
exhausted (LAG-3"TIM-3"PD-1%), (I) Tcm (CD44°CD62L"), and (J) Tem (CD44"CD62L") of H-
2Kb/SIINFEKL tetramer™ T cells following treatment with indicated formulations in the spleen
(mean + SEM, n = 10). Bar graphs of the frequency of (K) activated, proliferating (CD69'Ki-67"),
(L) ICB-responsive (Ki-67'PD-17), (M) exhausted (LAG-3'TIM-3"PD-17), (N) Tcm
(CD44°CD62L"), and (O) Tem (CD44"CD62L") of H-2Kb/SIINFEKL tetramer” T cells following
treatment with indicated formulations in the tumor (mean = SEM, n = 8-10). Analyzed via one-
way ANOVA with Tukey’s post-hoc. ****P < (0.0001. ***P <(0.001. **P <0.01. *P <0.05.
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Fig. S43. Individual tumor growth curves for Fig. 6M. Individual tumor growth curves for Fig.
6M following treatment with (A) PBS, (B) nAlb-diABZI, or (C) nAlb-Vax.
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Fig. S44. Individual tumor growth curves for Fig. 7B. Individual tumor growth curves for Fig.
7B following treatment with (A) PBS, (B) nAlb-diABZI, or (C) nAlb-Vax.
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Fig. S45. Individual tumor growth curves for Fig. 7F. Individual tumor growth curves for Fig.
7F following treatment with (A) PBS, (B) nAlb-Vax, or (C) OV Axsi-270/pl:C.
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Fig. S46. Therapeutic vaccination with OVA mRNA lipid nanoparticles (LNPs) exhibits
minimal antitumor efficacy. (A) Schematic of treatment timeline. Created with Biorender.com.
(B) B16.F10-OVA tumor volumes, (C) AUC of the individual tumor growth curves, and (D)
Kaplan-Meier survival plots following treatment with PBS or OVA mRNA LNPs (mean + SEM,
n = 5). Analyzed via Welch’s two-tailed t test or Mantel-Cox log-rank test as appropriate.
Individual tumor growth curves following treatment with (E) PBS or (F) OVA mRNA LNPs.
*HREEP <0.0001. ***P <0.001. **P <0.01. *P <0.05.
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Fig. S47. Gating strategy for Fig. 7J-M.
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Fig. S48. Representative flow cytometry dot plots for Fig. 7J-M.
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Fig. S49. Individual tumor growth curves for Fig. 7N. Individual tumor growth curves for Fig.
7N following treatment with (A) PBS, (B) nAlb-diABZI, or (C) nAlb-Vax.
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Fig. S50. Individual tumor growth curves for Fig. 7R. Individual tumor growth curves for Fig.
7R for mice that were previously (A) untreated (UT) or (B) treated with nAlb-Vax.
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Fig. S51. Characterization of OV A2s1.270 peptide. (A) HPLC chromatogram of purified OV Azs.
270 indicating that the compound is > 90% pure. (B) Mass spectra of purified OV Azs1.270 indicating
that the peptide exhibits the appropriate molecular weight.
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Table S1. Antibodies used for immunofluorescent microscopy in Fig. 11.

(z;aercl;::) Cell Type Fluorophore Dilution ((\:];?;3;)

F4/80 Macrophages BVv421 1:100 B(ilo 2L3el%e2n)d

CD11e Dendritic Cells FITC 1:200 B(ilolL%goeg)d

(Hir?life ) T Cells N/A 1:200 . 51312)38)

gg}ﬁgsfé N/A Alexa Fluor 568 1:1000 &Vgﬁ‘ﬁ%
Cy5 Treatment Cy5 N/A N/A
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Table S2. Antibodies/stains used for flow cytometry in Fig. 1J-K.
Marker Purpose Fluorophore Dilution ((\Z‘];?zgg;)
Viability Live Cells eFluor 780 1:16000 ( ggv(;tgrgfe&)
CD45.2 Immune Cells | AlexaFluor 700 1:50 B(ilOOnggzezn)d
TCRB T Cells ¢Fluor 450 1:80 ( ig_vsigglg_egnz)
CD4 CD4' T Cells | Super Bright 780 1:80 (;gf()ig:f_egnz)
CDS8a CDS8* T Cells BV605 1:40 %if()%)‘;i‘zn)d
ot | Heaines | pusio | el
CDllc DCs BV711 1:1000 %iszae;d
Gr-1 Granulocytes PE-Cy7 1:333 BEiIO Olézglegl)d
F4/80 Macrophages AlexaFluor 488 1:50 B(ilo 2I§c31g2651)d
CD19 B Cells PE 1:100 B(il"lLseS%egd
NKI.1 NK Cells PerCp-Cy5.5 1:40 B(il"olée%egd
CD31 En%)etﬁzlial Super Bright 645 1:80 ( 6127(;1;? ig_eélz)
Cy5 Treatment Alexa Fluor 647 N/A N/A
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Table S3. Antibodies/stains used for flow cytometry in Fig. 2C-E, K.
Marker Purpose Fluorophore Dilution (Zz?sg;)
Viability Live Cells ¢Fluor 780 1:16000 ( ggvé;rgfe&)
CD80 Activation PE-Cys5 1:100 B(ilo(ifflezn)d
CD86 Activation APC 1:30 Ig(ilc)(;%%e;d
H-2Kb/STINFEKL |, AMUgen PE 180 B(ilo4L1e6%Zn)d
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Table S4. Antibodies/stains used for flow cytometry in Fig. 2H-J, L.

Marker Purpose Fluorophore Dilution (Zz?sg;)
Viability Live Cells eFluor 780 116000 | ggvé;rgfe&)

CD11b Macrophages BV510 1:40 B(ilo(iezz‘%e;d

F4/80 Macrophages AlexaFluor 488 1:50 B(ilcg})el%e(;l)d

CD80 Activation PE-Cy5 1:100 %if(;zglezn)d

CDS86 Activation APC 1:80 %if(%s%glezn)d

H-2Kb/SIINFEKL | |, AM0gen PE 1:80 P?ﬁﬁ%%?)d
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Table S5. Antibodies/stains used for flow cytometry in Fig. SOA.

L. Vendor
Marker Purpose Fluorophore Dilution (Catalog)
e . ) Invitrogen
Viability Live Cells eFluor 780 1:16000 (65-0865-18)
Antigen ) BioLegend
H-2Kb/STINFEKL | - 858 PE 1:80 (141604)
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Table S6. Antibodies/stains used for flow cytometry in Fig. S9B.
Marker Purpose Fluorophore Dilution ((\;;?;g;)
Viability Live Cells eFluor 780 1:16000 ( g;‘vo"ggfe&)
CD11b Macrophages BV510 1:40 B(ilo &Z‘%e;d
F4/80 Macrophages AlexaFluor 488 1:50 B(ilo 2I§)e1g2e(;1)d
H-2Kb/SIINFEKL Prﬁ;‘;gtgaet?on PE 1:80 %iféﬁ%%‘zt“)d
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Table S7. Antibodies/stains used for flow cytometry in Fi

. 2M-0.

Marker Purpose Fluorophore Dilution (Zz?sg;)
Viability Live Cells ¢Fluor 780 1:16000 ( ggvé;rgfe&)
CellTrace Violet | Proliferation eFluor 450 N/A I(nCV?iZfS)Sg%l
CD69 Activation PE-Cy7 1:100 B(iloOL4e5g1e2n)d
TCRP T Cells PerCp-Cy5.5 1:80 B(iIOOLgezgz‘f;)d
CD8a CD8" T Cells BV785 1:40 %if(%‘;gsegl)d
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Table S8. Antibodies/stains used for flow cytometry in Fi

. 3A.

T Cells

Marker Purpose Fluorophore Dilution (Zz?sg;)
Viability Live Cells DAPI N/A h(l}V)i;r507gle)n
CD45.2 Immune Cells APC 1:80 B(ilogdgegf:’ie‘tn)d
CD3¢ T Cells PE-Cy7 1:30 Iiif(k)e;%e(;l)d
CDSu CD8* T Cells APC-Cy7 1:20 B(iIOOL(;g&n)d
Tetramer Ag-Specific PE 1:33 N/A
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Table S9. Antibodies/stains used for flow cytometry in Fig. 3B.
Marker Purpose Fluorophore Dilution ((\;;?;g;)
Viability Live Cells eFluor 780 1:16000 ( g;‘vo"ggfe&)
CD45.2 Immune Cells |  AlexaFluor 700 1:50 13(1100L9e8g2e2n)d
TCRB T Cells ¢Fluor 450 1:80 ( ig_vsigglg_egnz)
CDS8a CD8" T Cells | AlexaFluor 488 1:100 B(iIOOL()efze;d
Tetramer Ag-Specific PE 1:33 N/A

T Cells
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Table S10. Antibodies/stains used for flow cytometry in Fig. 3D.

T Cells

Marker Purpose Fluorophore Dilution (Zz?sg;)
Viability Live Cells DAPI N/A h(l}V)i;r507gle)n
CD45.2 Immune Cells APC 1:80 B(ilogdgegf:’ie‘tn)d
CD3¢ T Cells PE-Cy7 1:30 Iiif(k)e;%e(;l)d
CDSu CD8* T Cells APC-Cy7 1:20 B(iIOOL(;g&n)d
Tetramer Ag-Specific PE 1:33 N/A
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Table S11. Antibodies/stains used for flow cytometry in Fig. 3F-H.

Marker Purpose Fluorophore Dilution ((\:/;:l;g;)
Viability Live Cells eFluor 780 1:16000 ( g;‘voltgrgfe&)
CD45.2 Immune Cells | AlexaFluor 700 1:50 B(ilOOnggzezn)d
TCRB T Cells ¢Fluor 450 1:80 ( ig_vsigglg_egnz)
CDS8a CD8" T Cells | AlexaFluor 488 1:100 B(ilooLO%e;d
CD69 Activation PE-Cy7 1:100 %if(;‘;glezn)d
CD44 Memory PerCP 1:80 %if(;%g%d
CD62L Memory BV711 1:100 ]iil"(iﬁesn)d
Ki-67 Proliferation AlexaFluor 532 1:80 ( 51 g_vslgggg_e;z)
Tetramer Ag-Specific PE 1:33 N/A

T Cells
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Table S12. Antibodies/stains used for flow cytometry in Fig. 4E-F.

Marker Purpose Fluorophore Dilution ((\Z‘];?zgg;)
Viability Live Cells eFluor 780 1:16000 ( ggv(;tgrgfe&)
CD45.2 Immune Cells | AlexaFluor 700 1:50 B(ilOOnggzezn)d
TCRB T Cells ¢Fluor 450 1:80 ( ig_vsigglg_egnz)
CD4 CD4' T Cells | Super Bright 780 1:80 (;gf()ig:f_egnz)
CD8a CD8" T Cells BV605 1:40 %if()%)‘;i‘zn)d
ot | Heaines | pusio | el
CDllc DCs BV711 1:1000 %iszae;d
Gr-1 Granulocytes PE-Cy7 1:333 BEiIO Olézglegl)d
F4/80 Macrophages AlexaFluor 488 1:50 B(ilo 2I§c31g2651)d
CD19 B Cells PE 1:100 B(il"lLseS%egd
NKI.1 NK Cells PerCp-Cy5.5 1:40 B(il"olée%egd
CD31 En%)etﬁzlial Super Bright 645 1:80 ( 6127(;1;? ig_eélz)
Cy5 Treatment Alexa Fluor 647 N/A N/A
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Table S13. Antibodies/stains used for flow cytometry in Fig. S21A-B.

Marker Purpose Fluorophore Dilution ((\Z‘];?zgg;)
Viability Live Cells eFluor 780 1:16000 ( ggv(;tgrgfe&)
CD45.2 Immune Cells | AlexaFluor 700 1:50 B(ilOOnggzezn)d
TCRB T Cells ¢Fluor 450 1:80 ( ig_vsigglg_egnz)
CD4 CD4' T Cells | Super Bright 780 1:80 (;gf()ig:f_egnz)
CD8a CD8" T Cells BV605 1:40 %if()%)‘;i‘zn)d
ot | Heaines | pusio | el
CDllc DCs BV711 1:1000 %iszae;d
Gr-1 Granulocytes PE-Cy7 1:333 BEiIO Olézglegl)d
F4/80 Macrophages AlexaFluor 488 1:50 B(ilo 2I§c31g2651)d
CD19 B Cells PE 1:100 B(il"lLseS%egd
NKI.1 NK Cells PerCp-Cy5.5 1:40 B(il"olée%egd
CD31 En%)etﬁzlial Super Bright 645 1:80 ( 6127(;1;? ig_eélz)
Cy5 Treatment Alexa Fluor 647 N/A N/A
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Table S14. Antibodies/stains used for flow cytometry in Fig. SB (Injection Draining LN), Fig.
5C-D, Fig. 5G-H, Fig. 5K-L, Fig. S29 (Injection Draining LLN), and Fig. S30 (Injection

Draining LN).

Marker Purpose Fluorophore Dilution (Xz:sg;)

Viability Live Cells eFluor 780 1:16000 | ggv(;tgrgfe&)
CD45.2 Immune Cells | AlexaFluor 700 1:50 B‘(ilo(;eggzezn)d
CDl11b Macrophages BV510 1:50 B(ilo(hezz%e;)d
CDllc DCs BV711 1:1000 B(ilolL%aegn)d
F4/80 Macrophages AlexaFluor 488 1:50 B(ilo 21361g2651)d

CD80 Activation PerCp-eFluor 710 1:160 (Allgj/()ig(c))lg_egnz)
CD86 Activation PerCp 1:80 ]iif(%s%gzegl)d
H-2Kb/SIINFEKL Prl:sr;tritg;trilon PE-Dazzle 594 1:40 B(iloéﬁe6gle2n)d
| e
CD206 M2 Marker BV605 1:40 B(il"j@gzeln)d

Argl M2 Marker PE 1:40 (1137;23;;.6;2 |

iNOS M1 Marker AlexaFluor 532 1:160 ( SI gj’si;r;g_%nz)

Cy5 Treatment Alexa Fluor 647 N/A N/A
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Table S15. Antibodies/stains used for flow cytometry in Fig. SB (Spleen), Fig. S29 (Spleen),

and Fig. S30 (Spleen).

Marker Purpose Fluorophore Dilution (g;?;}gg)
Viability Live Cells eFluor 780 1:16000 ( 612_\/(;325%6&)
CD45.2 Immune Cells AlexaFluor 700 1:50 B(ilogézg;zn)d
CDl11b Macrophages BV510 1:50 ]iif(hZ%e;)d
CDllc DCs BV711 1:1000 B(i101L7€3g4€9n)d
F4/80 Macrophages AlexaFluor 488 1:50 B(ilozl;el%eél)d
CDS80 Activation | PerCp-eFluor 710 1:160 (igf(;tgrgi%fgflz)
CD86 Activation PerCp 1:80 B’(iloggeogzegd
H-2Kb/SINFEKL |, 2980 pE Dazgle 504 140 B(iﬁﬁegg,lezn)d
CD206 M2 Marker BV605 1:40 %"H%eln)d
wel | oM | e 0| i
iNOS M1 Marker AlexaFluor 532 1:160 Invitrogen

(58-5920-82)
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Table S16. Antibodies/stains used for flow cytometry in Fig. 5B (Tumor), Fig. SE-F, Fig. 5I-

J, Fig. SM-N, Fig. S29 (Tumor), and Fig. S30 (Tumor).

Marker Purpose Fluorophore Dilution (g:?;}gg)
Viability Live Cells eFluor 780 1:16000 ( 612-\/(;325%61%)
CD45.2 Immune Cells AlexaFluor 700 1:50 B(ilo (gzg;;)d
CD31 En%?etﬁ:hal Pacific Blue 1:40 %ﬁﬁg%%%r;
CDl11b Macrophages BV510 1:50 B(ilo (hezg663n)d
CDllc DCs BV711 1:1000 B(il"l%zaegn)d
F4/80 Macrophages AlexaFluor 488 1:50 B(ilo ;i%e(;l)d
CD80 Activation | PerCp-eFluor 710 1:160 ( igfgtgrglg_egllz)
CD86 Activation PerCp 1:80 B(ilo (;e(:)%egl)d
H-2Kb/SIINFEKL Pr?g‘;gtg:t?on PE-Dazzle 594 1:40 %"ﬁ%ggd
CDS8a ¢DCls BV785 1:40 %if()L()‘;gSeg‘)d
CD206 M2 Marker BV605 1:40 ]iiféﬁ‘%egd
Argl M2 Marker PE 1:40 (113_\22; 7g_68r12)
iNOS M1 Marker AlexaFluor 532 1:160 ( 51 g_vslgg (z;g_egnz)
Cy5 Treatment Alexa Fluor 647 N/A N/A
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Table S17. Antibodies/stains used for flow cytometry in Fig. 6B.

Marker Purpose Fluorophore Dilution ((\:];?;3;)
Viability Live Cells eFluor 780 116000 | ggvé;rgfe&)
CD45.2 Immune Cells | AlexaFluor 700 1:50 B(ilo(;e}g%ezn)d
TCRP T Cells eFluor 450 1:80 (ig_vsigglg_egnz)
CDSa CD8" T Cells | AlexaFluor 488 1:100 B(il"OL(;gze;d
CD4 CD4* T Cells BV605 1:160 %if&zae;)d
NK1.1 NK Cells APC 1:40 ]3(i1()51§5%e6r1)d
Tetramer Ag-Specific PE 1:33 N/A

T Cells
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Table S18. Antibodies/stains used for flow cytometry in Fig. 6C.

Marker Purpose Fluorophore Dilution ((\:];?;3;)
Viability Live Cells eFluor 780 116000 | ggvé;rgfe&)
CD45.2 Immune Cells | AlexaFluor 700 1:50 B(ilo(;e}g%ezn)d
TCRP T Cells eFluor 450 1:80 (ig_vsigglg_egnz)
CDSa CD8" T Cells | AlexaFluor 488 1:100 B(il"OL(;gze;d
CD4 CD4* T Cells BV605 1:160 %if&zae;)d
NK1.1 NK Cells APC 1:40 ]3(i1()51§5%e6r1)d
Tetramer Ag-Specific PE 1:33 N/A

T Cells
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Table S19. Antibodies/stains used for flow cytometry in Fig. 6D.

Marker Purpose Fluorophore Dilution ((\:];?;3;)
Viability Live Cells eFluor 780 116000 | ggvé;rgfe&)
CD45.2 Immune Cells | AlexaFluor 700 1:50 B(ilo(;e}g%ezn)d
TCRP T Cells eFluor 450 1:80 (ig_vsigglg_egnz)
CDSa CD8" T Cells | AlexaFluor 488 1:100 B(il"OL(;gze;d
CD4 CD4* T Cells BV605 1:160 %if&zae;)d
NK1.1 NK Cells APC 1:40 ]3(i1()51§5%e6r1)d
Tetramer Ag-Specific PE 1:33 N/A

T Cells
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Table S20. Antibodies/stains used for flow cytometry in Fig. 6F, Fig. 61 (Injection Draining
LN), Fig. S41 (Injection Draining LN), and Fig. S42 (Injection Draining LN).

Marker Purpose Fluorophore Dilution (Z:ilzgglg.)
Viability Live Cells eFluor 780 1:16000 ( 612_\/(;325%6&)
CD45.2 Immune Cells AlexaFluor 700 1:50 ]iif(%g%gzezn)d
TCRB T Cells eFluor 450 1:80 (jgfsiggig_e;z)
CD8« CDS8" T Cells | AlexaFluor 488 1:100 B(iIOOLO‘37g263n)d
CD4 CD4" T Cells BV605 1:160 ]5‘(11056@5%‘68‘1)‘1
NKI.1 NK Cells PE-Fire 700 1:80 B(il‘gé%gﬁn)d
Tetramer A%l:S(II)SIClisﬁC APC 1:33 N/A
CD69 Activation PE-Cy7 1:100 B(iloOL4e5g1e2n)d
Ki-67 Proliferation AlexaFluor 532 1:80 ( SI gggggg?é)
PD-1 Checkpamt | BYS10 vig | BioLegend
LAG-3 Exhaustion BV785 1:26.67 ]iif’;j‘;glegn)d
TIM-3 Exhaustion PE-Dazzle 594 1:50 E?g&%%igd
CD44 Memory PerCP 1:80 B(il(gg%%egl)d
CD62L ﬁgﬁﬁ% BV711 1:100 E?f(izgétesn)d
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Table S21. Antibodies/stains used for flow cytometry in Fig. 6G, Fig. 61 (Spleen), Fig. S41
(Spleen), and Fig. S42 (Spleen).

Marker Purpose Fluorophore Dilution (Z:ilzgglg.)
Viability Live Cells eFluor 780 1:16000 ( 612_\/(;325%6&)
CD45.2 Immune Cells AlexaFluor 700 1:50 ]iif(%g%gzezn)d
TCRB T Cells eFluor 450 1:80 (jgfsiggig_e;z)
CD8« CDS8" T Cells | AlexaFluor 488 1:100 B(iIOOLO‘37g263n)d
CD4 CD4" T Cells BV605 1:160 ]5‘(11056@5%‘68‘1)‘1
NKI.1 NK Cells PE-Fire 700 1:80 B(il‘gé%gﬁn)d
Tetramer A%l:S(II)SIClisﬁC APC 1:33 N/A
CD69 Activation PE-Cy7 1:100 B(iloOL4e5g1e2n)d
Ki-67 Proliferation AlexaFluor 532 1:80 ( SI gggggg?é)
PD-1 Checkpamt | BYS10 vig | BioLegend
LAG-3 Exhaustion BV785 1:26.67 ]iif’;j‘;glegn)d
TIM-3 Exhaustion PE-Dazzle 594 1:50 E?g&%%igd
CD44 Memory PerCP 1:80 B(il(gg%%egl)d
CD62L ﬁgﬁﬁ% BV711 1:100 E?f(izgétesn)d
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Table S22. Antibodies/stains used for flow cytometry in Fig. 6H, Fig. 61 (Tumor), Fig. 6J,
Fig. 6K, Fig. S41 (Tumor), and Fig. S42 (Tumor).

Marker Purpose Fluorophore Dilution (Z:ilzgglg.)
Viability Live Cells eFluor 780 1:16000 ( 612_\/(;325%6&)
CD45.2 Immune Cells AlexaFluor 700 1:50 ]iif(%g%gzezn)d
TCRB T Cells eFluor 450 1:80 (jgfsiggig_e;z)
CD8« CDS8" T Cells | AlexaFluor 488 1:100 B(iIOOLO‘37g263n)d
CD4 CD4" T Cells BV605 1:160 ]5‘(11056@5%‘68‘1)‘1
NKI.1 NK Cells PE-Fire 700 1:80 B(il‘gé%gﬁn)d
Tetramer A%l:S(II)SIClisﬁC APC 1:33 N/A
CD69 Activation PE-Cy7 1:100 B(iloOL4e5g1e2n)d
Ki-67 Proliferation AlexaFluor 532 1:80 ( SI gggggg?é)
PD-1 Checkpamt | BYS10 vig | BioLegend
LAG-3 Exhaustion BV785 1:26.67 ]iif’;j‘;glegn)d
TIM-3 Exhaustion PE-Dazzle 594 1:50 E?g&%%igd
CD44 Memory PerCP 1:80 B(il(gg%%egl)d
CD62L ﬁgﬁﬁ% BV711 1:100 E?f(izgétesn)d
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Table S23. Antibodies/stains used for flow cytometry in Fig. 7J-M.

Marker Purpose Fluorophore | Dilution Vendor (Catalog)
Viability Live Cells | eFluor780 | 1:16000 ( ;?g;gfelrg)
CD45.2 Immune Cells | AlexaFluor 700 1:50 B(ilo (;%gzezr;d
TCRp T Cells eFluor 450 1:80 ( iggggigglz)
NKI.1 NK Cells | PE-Fire700 | 1:80 B(iloolé‘;%if)d
CD8u | CD8' T Cells | AlexaFluor 488 | 1:100 B(ilOOLoe%e;d
CD4 CD4" T Cells | BV605 1:160 ]iif(?ozaegn)d
temer | MG T e | | Balr ol of el
CD69 Activation PE-Cy7 1:100 B(ilc’(hesﬁ‘gl)d
Ki-67 Proliferation | AlexaFluor 532 1:80 ( 51 g_vslggggfg)
CD44 Memory PerCP 1:80 B(iloolé‘?%egd
CD62L ﬁzﬁg BV711 1:100 ]iif(iﬁe;d

Page 77 of 77




