[image: ]Supplementary Figure 1. The lack of tumour control from a greater number of neoantigens is not adjuvant dependent. Mice received a total of three doses of a vaccine containing SLP corresponding to ten immunogenic neoantigens, adjuvanted with either poly I:C or Montanide. Mice received two vaccine doses prior to tumour challenge and one dose after AB1-HA inoculation, as indicated by arrows. When tumours reached 130-150mm2 mice were euthanised, and spleens were harvested for assessment of post-vaccine T-cell responses. (A-E) Individual tumour growth curves. (F) Splenic IFN T-cell response to vaccine neoantigens across treatment groups. Datapoints represent the mean of duplicate ELISpot wells for individual mice, with group mean. Data are from n=4 mice per group. Two-Way ANOVA with Dunnett’s correction was used to compare neoantigen responses between groups. 

[image: ]Supplementary Figure 2. HA immunogenicity is not due to hydrophobicity, and the inclusion of HA suppresses responses to other vaccine antigens. Mice received three vaccine doses subcutaneously by the base of the tail, on days -8, -3, and 4 relative to tumour inoculation as indicated by arrows. On day 0, mice were inoculated on the flank with subcutaneous AB1-HA tumours. When tumours reached 130-150mm2 mice were euthanised, and spleens were harvested for assessment of post-vaccine T-cell responses. (A-C) Individual tumour growth curves and (D) survival curve for vaccines containing neoantigens and a scrambled HA sequence, poly I:C or PBS. (E) Splenic IFN immune responses to short MHC-I peptides corresponding to vaccine antigens, from mice that had been vaccinated with neoantigens and HA (pentameric), neoantigens alone (tetrameric), poly I:C, or PBS. (F) Splenic IFN immune responses to SLP vaccine targets and additional non-vaccine neoantigens. Datapoints represent the mean of duplicate ELISpot wells for individual mice, with group mean. Data are from n=5 mice per group. Two-Way ANOVA with Dunnett’s correction was used to compare IFN response to each neoantigen between groups. Kaplan-Meier method was used to compare survival of each group to poly I:C. *p<0.05, ****p<0.0001.
[image: ]Supplementary Figure 3. Vaccination with either spontaneous or induced neoantigens is not improved by the addition of HA. Mice received three doses of neoantigen vaccines subcutaneously by the base of the tail, on days -8, -3, and 4 relative to tumour inoculation. On day 0, mice were inoculated on the flank with subcutaneous AB1-HA tumours. When tumours reached 130-150mm2 mice were euthanised, and spleens were harvested for assessment of post-vaccine T-cell responses. (A) Survival curve. (B-H) Individual tumour growth curves. (I-O) Splenic IFN immune responses to vaccine antigens across treatment groups. Datapoints represent the mean of duplicate ELISpot wells used for individual mice, with group mean. Data are from n=5 mice per group. One-Way ANOVA with Dunnett’s correction was used to compare multiple neoantigen peptides/pools to a negative control peptide. Kaplan-Meier method was used to compare survival of each group to poly I:C.
Supplementary Table 2. Neoantigen peptides used for vaccine protection experiments. Mutations are indicated as underlined and bold letters. Binding affinity scores are from NetMHCPan4.0 for the predicted minimal epitope (pMHC-I). EL rank binding categories: SB = strong binder (£0.5); WB = weak binder (>0.5-2.0).
	Gene
	SLP sequence
	pMHC-I
	IC50 (nM)
	%EL rank
	T-cell response

	Anapc2
	LLFWAYIQAMLTNVSLSLERIYSMLR
	AYIQAMLTNV
	46
	0.11 (SB)
	Induced

	Dpp9
	ESEAQRQAAARAVTKNVQPFVIYEEVT
	RAVTKNVQPF
	13882
	2.41
	Induced

	Ganab
	VRWYQMGAYQPFFQAHAHLDTGRREPW
	QPFFQAHAHL
	782
	0.22 (SB)
	Induced

	Lmf1
	FLFLGRRMRILHGGLQILFQVILIISG
	RMRILHGGLQI
	11052
	10.61
	Induced

	Mdn1
	TGCGKTTVCQMFSVLANQKLYSVNCHL
	FSVLANQKL
	16022
	1.70 (WB)
	Induced

	Mon1a
	EALRTPYYSVAQVAIPDLRHFLYKSKS
	YYSVAQVAI
	149
	0.02 (SB)
	Induced

	Trmt5
	DGKDFIQGPVREEVMLRLGLSAEAKPS
	QGPVREEVML
	2723
	0.47 (SB)
	Induced

	Ube2b
	GSICLDILQNRWSATYDVSSILTSIQS
	RWSATYDVSSI
	2814
	4.93
	Induced

	Unc45a
	MTFPGERIYEVVRSLVSLLHLSCSGLQ
	IYEVVRSLV
	21
	0.37 (SB)
	Spontaneous

	Zfp524
	DGPQGSGSKRAPHVCPVCLRAFPYLSD
	APHVCPVCL
	309
	0.16 (SB)
	Induced

	Uqcrc2
	EIGSQALAAGSYMAPSTVLQQIDSVAD
	SYMAPSTVL
	9
	<0.01 (SB)
	Spontaneous

	Vmn2r67
	TCYNLYNAIYAVPHSLHEMLLQQIDTW
	VPHSLHEML
	649
	<0.01 (SB)
	Spontaneous

	Elp2
	EGEQHALIASAASVSTVRIWSKKGSEV
	ALIASAASV
	3531
	4.62
	Spontaneous

	HA
	KVDGVKLESMGIYQILAIYSTVASSLV
	IYSTVASSL
	16
	<0.01 (SB)
	Spontaneous

	HA scrambled
	N/A
	TAVYSISLS
	23261.1
	22.70
	None
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