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Supplementary Figure S1. IntroSpect decreases the database size and increases the

proportion of identified MS/MS spectra with Comet.
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Supplementary Figure S2. Peptides identified by IntroSpect, SpectMHC and the

conventional search with MaxQuant.
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Supplementary Figure S3. The g-value distribution of the conventional search and

IntroSpect search with MS-GF+.
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Supplementary Figure S4. The score distribution of the conventional search and
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Supplementary Figure S5. The histogram of predicted BA rank values of peptides

identified by the conventional and IntroSpect search with MS-GF+.
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Supplementary Figure S6. The histogram of predicted BA rank values of peptides

identified by the conventional and IntroSpect search with Comet.
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Supplementary Figure S7. Amino acid frequencies of each position within peptides

identified by the conventional and IntroSpect search with MS-GF+.
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Supplementary Figure S8. Amino acid frequencies of each position within peptides

identified by the conventional and IntroSpect search with Comet.
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Supplementary Figure S9. The sequence logo comparison of immunopeptides in

various datasets by the conventional search, IntroSpect search and IEDB published.
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Supplementary Figure S10. The comparison of PCCaar on each position between the

IntroSpect and SpectMHC.




N2 I],HIZ-iiI |'-4E|!1'I:~1'\' Cool
S ER
J

v
12-0,7ID ||| "
N2 lJ‘.l. ="'|u'“|\| L|\1‘|’I Y-COOH
b3 bs ¢

E b =
éwoo %mo o 1
£ E e
2 50 . F i 2 50 | i Hisss { :
Ko b, fE ; ® o pE bR B,
€ ol k| 0 2 ol LiRiileiBl ] | I L
200 400 600 800 1000 250 500 750 1000
m/z m/z
NH2 nh'i_l:il;]!_ L AGHR NH2 \ir];\,;];h.lrilri'»‘ul_h||-' COoH
z . . >
i v Preg- 2 =
g 100 i Ty €100
E ' P E
2 50 b “ ' | 2 50 ,
ko] b, b v ek | ’ = o
g 0 1 I ] L Ii g ol M | B .F | [l
200 400 600 800 1000 200 400 600 800 1000
m/z miz
Supplementary Figure S11. Spectra of neoepitope candidates.
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Supplementary Figure S12. Peptides identified by IntroSpect, SpectMHC and the

conventional search with PEAKS.
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Supplementary Figure S13. Neoepitopes identified by IntroSpect, SpectMHC and
the conventional search in the HCT116 dataset. (a) Flowcharts indicating key steps
involved in neoepitope discovery. (b) Percolator g-values of neoepitopes identified by

all methods are plotted. Underlined peptides have support in other studies.



Supplementary Table S1. Randomly selected peptides identified by IntroSpect and conventional database search with Comet and MaxQuant were confirmed by

spectral validation.

Selected for Confirmed

Software Source Identified . . Precision (%)
Synthesis positive
Comet Both conventional and IntroSpect 1,360 45 44 97.78
IntroSpect only 6,548 43 42 97.67
MaxQuant Both conventional and IntroSpect 1,828 69 69 100
IntroSpect only 1,389 55 54 98.18

Supplementary Table S2. The neoepitope candidates identified from HCT116 cell line.

ID Peptide Gene Mutation Site ?;l[;ﬁ)s SO0 LA })ées?)lztg/i[) Supporting Evidence
Neo-1 AEAGPEPEV EIF3B SNV p-S64P 58.78 B*45:01 279.57 ligand presentation
Neo-2 VTEPGTAQY AKAP13 SNV p-M452T 11.61 A*01:01 24.87 [FNg release
Neo-3 ASELHTSLY MDNI1 SNV p.-H3423Y  14.65 A*01:01 9.43 ligand presentation
Neo-4 SLMEQIPHL ~ CKAP2  INDEL  p.K603X  18.67 A¥02:01  3.59 ﬂ“ahtat“’e binding;
igand presentation; [FNg release
Neo-5 DESLNIVKY CCZ1B SNV p.E71D 15.66 B*18:01 15.83
Neo-6 DEETLAHRF CWFI9L1 SNV p.R523H 10.90 B*18:01 39.72
Neo-7 NEVEHKVKF  SYNE2 SNV p.12942V 11.92 B*18:01 25.22
Neo-8 QTDQMVENTY CHMP7 SNV p.-A324T 12.87 A*01:01 15.85 ligand presentation
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Supplementary Table S3. The effect of clustering number on the performance of IntroSpect.

Sample Clustering number Peptides da t;)aafsgee;ze Predicted binders Hé}gil;%sstcliizrm ngl;gz:ltsiefis;gﬁy of
1 3,851 223,137 96.22% yes yes
2 3,682 508,793 94.89%
trainsample 10 3 3,686 749,515 94.57%
4 3,631 1,039,755 94.19%
5 3,579 1,188,375 94.33%
6 3,442 1,463,459 94.36%
1 2,734 313,314 74.35% yes
2 2,862 600,118 72.42%
trainsample] 3 2,897 849,654 72.19%
4 2,978 1,105,316 71.67% yes
5 2,952 1,439,230 72.89%
6 2,933 1,729,313 73.33%
1 2,252 315,429 95.25%
2 2,457 476,518 95.31% yes yes
trainsample13 3 2,449 731,325 95.18%
4 2,412 821,779 94.90%
5 2,424 919,252 96.74%
6 2,403 1,243,004 95.05%
1 2,892 312,793 92.22%
2 3,110 625,447 92.76% yes
trainsample22 3 3,214 874,518 92.59%
4 3,258 1,117,899 92.88%
5 3,371 1,202,371 92.91%
6 3,385 1,301,864 92.82% yes
1 2,520 370,835 92.98%
trainsample28 2 2,856 558,709 93.52% yes yes
3 2,802 783,273 93.79%
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4 2,772 1,033,559 93.76%
5 2,839 1,289,132 93.48%
6 2,840 1,363,366 94.19%
1 3,937 331,612 92.20%
2 4,054 466,774 91.98%
. 3 4,069 762,425 92.11% yes yes
trainsample29 4 4,008 937,662 91.99%
5 4,007 1,137,703 91.61%
6 4,010 1,232,852 91.70%
1 2,925 351,422 93.91%
2 3,397 517,652 94.32%
. 3 3,423 936,824 94.97% yes yes
trainsample32 4 3393 1,232,594 94.75%
5 3,283 1,504,020 94.73%
6 3,313 1,593,733 94.63%
1 3.279 216,554 88.99% yes yes
2 3,234 531,904 89.33%
trainsample33 3 3,220 740,573 90.31%
4 3,184 922,064 90.33%
5 2,909 1,036,538 90.13%
6 2,762 1,581,585 89.36%
1 2,395 389,605 93.86%
2 2,622 644,495 94.13%
trainsamplods 3 2,656 884,236 94.62%
4 2,677 1,068,221 93.98% yes yes
5 2,669 1,196,005 94.87%
6 2,654 1,166,620 94.05%
1 3,991 381,131 94.61%
trainsample48 2 4,050 681,386 94.37% yes
3 3,791 861,730 95.23%
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4 3,913 1,098,827 94.07% yes
5 3,820 1,485,346 94.19%
6 3,763 1,932,503 93.62%
1 2,757 246,051 91.88%
2 2,759 493,886 94.09% yes yes
trainsamples0 3 2,627 708,238 93.76%
4 2,610 1,088,199 92.45%
5 2,553 1,438,081 92.60%
6 2,550 1,213,857 92.55%
1 1,894 258,605 94.61%
2 1,912 485,858 95.45%
trainsampless 3 1,987 508,586 95.57% yes
4 2,009 506,461 95.57% yes
5 1,933 508,238 95.81%
6 1,884 577,765 95.38%
1 6,476 293,167 84.96% yes
2 6,368 459,030 88.85%
trainsample62 3 6,174 679,822 89.89% yes
4 6,198 883,886 89.72%
5 6,217 1,062,362 89.56%
6 6,112 1,346,370 89.59%
1 3,278 322,154 92.98%
2 3,742 507,679 93.69%
trainsample63 3 3,922 738,594 93.75% yes
4 4,041 910,363 93.07%
5 4,042 1,019,680 93.15% yes
6 3,805 1,393,341 93.04%
1 3,170 247,568 92.95% yes yes
trainsample9 2 3,066 428,924 93.44%
3 2,851 755,969 92.84%
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