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Supplementary Table S3. Summary of the MS results obtained for ASFV-specific proteins. The number of identified peptides (Pep), the sequence coverages
(SC), and Mascot protein identification scores (Score) are given for every identified ASFV protein and for every cell line. Column ‘Class’ indicates structural (s),
non-structural (ns), and so far uncharacterised (u) proteins and the current knowledge about the expression of the respective gene (O, predicted ORF; P,
evidence for protein; R, evidence for mRNA). Proteins with an annotated function in column ‘Description’ which lack evidence for incorporation into the virions are

listed as non-structural (ns). Data in this column was compiled from the Uniprot knowledgebase ', review articles 234, and individual references given in column

‘Ref.
. - WSL-HP HEK 293 Vero
Accession Gene Description Pep sc Score  Pep sC | Score Pep sc | Score Class Ref

CAN10352.1 KP177R Structural protein P22 22 71.2 1756 13 56.5 592 17 69.5 1095 sP 56
CAN10354.1 L60L pL60L 10 955 987 3 85.1 193 10 100 837 uR 7
CAN10356.1 MGF 110-1L MGF 110-1L 6 233 324 11 31.1 465 16 48.5 778 ns R 8
CAN10357.1 MGF 110-2L MGF 110-2L 5 529 346 0 0 0 2 17.3 67 ns R 8
CAN10358.1 MGF 110-4L XP124L. Multigene family 110 member 18 734 946 14 60.5 706 26 62.9 1452 sP 89
CAN10359.1 MGF 110-5L MGF 110-5L 15 55.6 670 11 46 479 28 60.5 1398 ns R 8
CAN10360.1 285L p285L 9 70.2 524 10 71.3 455 11 71.3 586 uoO

CAN10365.1 MGF 110-14L MGF 110-14L 0 0 0 0 0 0 3 28.6 124 ns R 8
CAN10379.1 MGF 505-9R MGF 505-9R 0 0 0 0 0 0 2 3.8 90 ns R 10,11
CAN10381.1 A224L AP apoptosis inhibitor 15 67.4 624 0 0 0 18 66.1 755 ns P 12
CAN10382.1 A104R Histone-like 22 904 1738 14 90.4 801 17 90.4 1092 sP 1315
CAN10383.1 A240L Thymidylate kinase 2 10 68 0 0 0 0 0 0 ns R 16
CAN10385.1 A151R pA151R 12 715 746 13 64.2 598 14 68.9 673 sP 17
CAN10390.1 A137R pl1l.5 44  98.5 3104 40 99.3 2338 42 99.3 2498 sP 18
CAN10391.1 F317L pF317L 15 38.2 565 5 19.6 147 10 36.3 381 uO

CAN10392.1 F334L Ribonucleotide reductase(small subunit) 16 39.2 727 15 41.6 712 12 30.8 603 nsO 19
CAN10393.1 F778R Ribonucleotide reductase (large subunit) 18 274 723 15 25.7 572 13 20.6 600 ns O 19
CAN10394.1 F165R pF165R 12 473 600 2 15.2 131 7 41.2 456 uo

CAN10396.1 K205R pK205R 39 834 1959 40 84.9 1997 39 83.4 1842 uP 20
CAN10397.1 K78R pl0 10 60.3 557 6 59 192 10 60.3 581 sP 21,22
CAN10399.1 K145R pK145R 35  90.3 2174 23 78.6 1220 31 89 1706 uP 23
CAN10400.1 K421R pK421R 6 14 174 0 0 0 0 0 0 uR

CAN10401.1 EP1242L RNA polymerase subunit 2 18 193 748 11 12.1 418 22 24.2 713 sP 24




Accession Gene Description WSL-HP HEK 293 Vero Class Ref
Pep SC Score Pep SC  Score Pep SC Score

CAN10402.1 EP84R pEP84R 3 19 164 0 0 0 3 19 123 ns R

CAN10403.1 EP424R FTS J-like methyl transferase domain 4 175 218 3 11.3 71 0 0 0 ns R 7
CAN10408.1 M1249L PM1249L 28  29.1 898 6 4.9 236 14 15.1 472 uR 7
CAN10409.1 M448R PM448R 22 426 1391 14 39.3 764 17 41.7 959 uR 7
CAN10410.1 C129R PC129R 20 946 1192 2 19.4 141 21 90.7 1011 uR 7
CAN10412.1 C717R pC717R 2 4.2 98 0 0 0 0 0 0 uR 7
CAN10413.1 C122R pC122R 0 0 0 0 0 0 3 41 101 uO

CAN10414.1 C257L PC257L 11 37 538 0 0 0 8 37.4 420 uoO

CAN10415.1 C475L PolyA polymerase large subunit 13 274 432 0 0 0 5 10.7 146 sO

CAN10416.1 C315R TFIIB like 5 20 274 0 0 0 3 11.4 161 ns O

CAN10417.1 C147L RNA polymerase subunit 6 0 0 0 2 13.6 81 2 13.6 82 sP 2
CAN10420.1 C962R DNA primase 17 219 536 5 5.8 205 25 28.5 920 ns R 26
CAN10422.1 B962L Helicase superfamily Il 4 5.5 124 0 0 0 4 4.9 116 ns R 19
CAN10423.1 B119L ERV 1-like/ Sulfhydryl oxidase pb119I 9 479 450 0 0 0 7 31.1 187 sP 17.27
CAN10424.1 B318L Prenyltransferase 4 179 124 0 0 0 0 0 0 ns P 28,29
CAN10425.1 B438L p49 8 235 309 0 0 0 8 21.2 211 sP 30
CAN10427.1 B475L pB475L 52  75.2 3237 20 39.8 783 63 82.1 3597 uO

CAN10428.1 B354L pB354L 5 141 144 0 0 0 0 0 0 uO

CAN10429.1 B602L Chaperone 60 61.4 3530 42 52.5 1925 59 55 3328 ns P 31
CAN10431.1 B646L p72 108 = 82.5 8084 42 61 2160 74 71.1 4532 sP 32,33
CAN10432.1 B125R pB125R 15  69.6 627 3 35.2 135 6 50.4 251 uoO

CAN10434.1 B407L pB407L 25 544 1380 8 21.1 383 11 25.5 543 uR 7
CAN10435.1 B175L VV VLTF2-like 6 25.7 204 0 0 0 5 23.4 157 ns R 7
CAN10436.1 B263R pB263R 0 0 0 0 0 0 2 9.5 79 uR 7
CAN10438.1 G1340L VV A8L-like transcription factor 8 6.8 280 0 0 0 5 3.9 180 ns R 7
CAN10439.1 G1211R DNA polymerase family B 6 7 318 11 10.7 360 13 14 398 ns R 34,35
CAN10440.1 CP123L pCP123L 21 59.3 1306 2 22 125 13 56.9 557 uoO

CAN10441.1 CP2475L pp220 252 716 13744 68 29.4 2702 176 58.1 9029 sP 36-39
CAN10442.1 CP204L p32 (p30) 27 @ 655 2196 23 65.5 1452 22 67.5 1456 sP 40,41
CAN10443.1 CP530R pp62 (pp60) 64 77 4278 24 53.2 1031 58 71.7 2982 sP 36,39
CAN10444.1 CP80OR RNA polymerase subunit 10 4 4338 141 0 0 0 4 35 129 sP

CAN10445.1 CP312R pCP312R 30 615 2095 28 73.1 1670 26 61.9 1569 uP 23,42
CAN10447.1 0O61R pl2 2 26.2 160 0 0 0 0 0 0 sP 39,4344
CAN10448.1 NP1450L RNA polymerase subunit 1 14 10.7 544 9 6.6 352 13 11.6 468 sP 24
CAN10449.1 NP419L DNA ligase 12 28.2 427 10 24.1 418 11 24.6 333 ns R 45
CAN10450.1 NP868R Guanylyl transferase 6 7.6 309 2 2 122 4 6.2 143 sP 46
CAN10451.1 D250R Nudix hydrolase 5 20.8 121 0 0 0 6 23.2 175 ns R 47-50




WSL-HP HEK 293 Vero

Accession Gene Description Pep sc Score  Pep sC | Score Pep sC | Score Class Ref
CAN10453.1 D79L pD79L 3 557 123 0 0 0 4 57 221 uoO 26
CAN10454.1 D339L pD339L 9 156 217 6 17.4 217 9 28 339 uO 48
CAN10455.1 D1133L Helicase superfamily Il 12 131 405 2 2.3 129 11 12.9 394 ns P 24
CAN10456.1 D117L P17 11 58.1 860 9 54.7 486 13 64.1 651 sP 48,51,52
CAN10457.1 D205R RNA polymerase subunit 5 0 0 0 3 17.6 100 2 11.2 117 sP 48
CAN10458.1 D345L Lambda-like exonuclease 7 217 262 0 0 0 7 17.4 150 ns R 53
CAN10459.1 S183L pS183L 3 191 137 0 0 0 0 0 0 uR 53
CAN10460.1 S273R SUMO-1-like protease. 6 33 231 0 0 0 6 32.2 181 sP 54
CAN10461.1 P1192R DNA topoisomerase type |l 4 4.4 153 0 0 0 9 10.7 298 ns R 54
CAN10462.1 H359L RNA polymerase subunit 3 14 446 716 8 31.5 358 12 35.1 567 sP 48,55
CAN10463.1 H171R pH171R 22 86 1407 10 67.8 555 16 71.3 983 uR 48
CAN10464.1 H124R pH124R 2 194 57 0 0 0 2 19.4 45 uR 7
CAN10465.1 H339R pH339R (j4R) 27 58.7 1173 9 22.1 289 26 57.8 992 ns P 48
CAN10467.1 H233R pH233R 6 275 227 0 0 0 3 13.3 96 uoO 48
CAN10468.1 H240R pH240R 7 221 252 0 0 0 4 20.8 126 uoO 48
CAN10469.1 R298L Serine protein kinase 4 16.8 95 0 0 0 3 12.8 75 sP 56
CAN10470.1 Q706L Helicase superfamily Il 6 11.9 221 4 7.9 162 10 16.6 428 nsO 57
CAN10473.1 E184L pE184L 31 77.7 1477 20 62 880 22 72.3 1000 uO 23,48
CAN10474.1 E183L p54 (j13L) 10 18 533 6 16.4 296 10 25.7 457 sP 58,59
CAN10477.1 E1l46L pEl46L 14 = 65.8 849 4 39.7 196 10 66.4 579 uP 48,60
CAN10479.1 E165R dUTPase 14 = 68.5 677 7 53.3 442 11 66.7 558 ns O 48
CAN10480.1 E248R E248R (k2R) 2 153 214 0 0 0 0 0 0 sP 48,61
CAN10481.1 E120R pl4.5 10 625 897 6 43.3 260 7 42.5 535 sP 62,63
CAN10482.1 E296R AP endonuclease class Il 9 331 489 10 334 415 5 19.9 221 ns P 48
CAN10485.1 1267L pl267L 6 232 186 3 9.7 77 6 23.2 236 uO 48
CAN10486.1 1226R pl226R 9 323 322 0 0 0 8 27 240 uR 48
CAN10487.1 1243L Transcription factor Sl 13 428 658 6 24.3 253 8 30.5 383 ns R 64
CAN10488.1 173R pl73R 15 973 1251 12 100 760 14 100 952 uR 64
CAN10489.1 1329L pl329L 23 495 1382 0 0 0 7 22.5 249 ns R 48,64-66
CAN10490.1 1215L Ubiquitin conjugating enzyme 12 40.5 532 10 25.1 387 25 76.3 1200 ns P 64,67,68
CAN10491.1 1177L pl177L 2 175 54 0 0 0 0 0 0 uR 64
CAN10492.1 1196L pl196L 2 10.2 78 0 0 0 0 0 0 uR 64
CAN10493.1 DP238L pDP238L 10 345 404 8 22.3 289 13 42.9 629 uoO
CAN10506.1 DP96R pDP96R 6 66.7 300 3 32.3 94 8 74 418 uO
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Supplementary Figure S1. Physicochemical properties of ASFV and Sus scrofa proteins. The three panels show the distributions of molecular weights (left),

isoelectric points (central) and grand averages of hydropathy (GRAVY, right) of ASFV (triangles) and porcine (circles) proteins. The y-axes represent the

normalized counts of proteins. Note that ASFV proteins (triangles) are, on average, smaller, more basic, and more hydrophobic than porcine proteins (circles).
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Supplementary Figure S2. Processing of signal peptides of four MGF 110 proteins and pI329L.
Panel headers A-E indicate the protein name, the predicted sequence region after cleavage of the
protein N-terminal signal peptide, and the sequence of the identified N-terminal peptide with a dot at
the proteolytic cleavage site. Identified peptides are mapped to the mature protein sequence as grey
boxes, the N-terminal peptides are highlighted as green boxes. Small red boxes indicate amino acid
residues identified by peptide fragmentation. Below the protein sequences the fragment spectra of the

N-terminal peptides are shown together with the annotated peptide fragment series.
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B. MGF 110-2L, AA 20-104, NH2-FSTDNLLEEELR.Y
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C. MGF 110-4L, AA 19-124, NH2.LPTQAEGHLR.S
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D. MGF 110-5L, AA 19-124, NH2-LPTQAGGHLR.S
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E. pI329L, AA 17-329, NH2-GRIKPQVTCKYFISE.N
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1 Supplementary information to Figure 2

2 The following scans show the uncropped immunoblots used in Figure 2. All blots were processed as described in the Methods part and exposed for 8 minutes.



p30 — HEK 293

p30 — Vero

170-
130-

100 -
70-

15-

12 24 48 72

96 h.p.i

— R e a >

S — o

120524 48 72

96 h.p.i



p72 — WSL-HP

p30 — WSL-HP

170 -
130-

100 -

70-

55-

170-
130-

70-

55-

40-

35-

25-

4 6 12 24 48 72 96 h.p.i

6 12 24 48 72 96 h.pi



170-

100 -

p72 - Vero L W

p72 — HEK 293

15

12

12 24 48 72 96 h.p.i

24 48 72 96 hpi

R



	Supplementary Figures and Tables-Karger
	Supplementary Information Figure-2 Karger.1

