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Figure 2 (continued)
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Figure 2 (continued)
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Figure 2 (end)
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PTM analysis
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Spectral library Generation DIA Analysis of AAV2 digests
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Number of HCP detected in AAV2
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List of HCPs and AAV proteins detected

£ ! E £ z:2:z2:
: -} } T w © © ©
§ § £ PRI SIEC IS
(-9 3 =
[
Contains: ¥ Contains: C ¥ Contains: ¥V Equa. v Nv EV EVY EVY EV
ABCF2 AOAO90N7X1_HUMAN:AQAOSON7Y.. ATP-binding cassette, sub-family F.. 2
cexi J3KS05_HUMAN:CBX1_HUMAN:Q_. Chromobox protein homolog 1 (Fra_. 4
cexa A4D177_HUMAN.CEX3_HUMAN Chromobox homolog 3 (HP1 gamm... 9 13
CKMT1A KCRU_HUMAN Creatine kinase U-type, mitochondri_. 15 133
CSTA C3JOE4_HUMAN.CYTA_HUMAN Cystatin-A 1 158 158
DCD DCD_HUMAN Dermcidin 2
FBXL18::FBXL1.. AOA024R857_HUMAN:B3KTCS_H.  F-box and leucine-rich repeat protei_. 1
hCG_28765hCG.. AQA024R152_HUMAN:AOAD24R16.. HCG28765, isoform CRA_b:HCG28 1
HSPASHEL-S-72p  HSP7C_HUMAN.VSHW22_HUMAN Heat shock cognate 71 kDa protein:_. 42
KRT1 HEVRF8_HUMAN:H6VRGO_HUMA .  Cytokeratin-1.Cytokeratin-1.Cytoker .. 35 208 2
KRT10 ADATBOGVI3_HUMAN:K1C10_HU..  Keratin, type | cytoskeletal 10:Kerati_ 28 216 218 206 205 209
KRT14 K1C14_HUMAN Keratin, type | cytoskeletal 14 2 209 211 201 20 207
KRT16 K1C16_HUMAN Keratin, type | cytoskeletal 16 9 168 167 163 169 162
KRT17.SWISS-P..  KI1C17_HUMAN: Keratin, type | cytoskeletal 17.Tax_l
KRTS K2C5_HUMAN Keratin. type Il cytoskeletal 5
KRTEA::KRTEA ADA0S2Z428_HUMAN:ASK2I0_HU.. HCG2039812, isoform CRA_b (Fra_
KRT6B K2C6B_HUMAN Keratin, type Il cytoskeletal 68
KRT72:SWISS-P..  K2C72_HUMAN:: Keratin, type Il cytoskeletal 72.Tax_-
KRT9 K1C9_HUMAN Keratin, type | cytoskeletal 9
MICU1 AOAOUTRRK1_HUMAN:AQDA286YF .  Calcium uptake protein 1. mitochon ..
MTHFDIL:MTHF.. AOA087WVM4_HUMAN:B2RD24_..  Formyltetrahydrofol: th F
NCLINCLINCLIN..  ADA7I2V2U7_HUMAN:AQA7I2V349..  Nucleolin
PDXK:PDXKPD.. F2Z2Y4_HUMAN:G1UI32_HUMAN: . Pyridoxal kinase:Pyridoxal kinase (F_.
PRDX4:PRDX4;H.. H7C3T4_HUMAN:PRDX4_HUMAN:. Peroxiredoxin-4 (Fragment):Peroxir..
PRSS2:PRSS2.P.. AQAQJ9YYC8 HUMAN:AGXMV8 H.. Trypsin-2:Protease serine 2 preprop...
RPL27:RPL27.R.. AQA024R1V4_HUMAN;B2R4D8_H.. 60S ribosomal protein L27.60S ribo..
SET:SET:SETSI.. AO0A024R835_HUMAN:AOAOCADF.  SET translocation (Myeloid leukemi_
UCHL1:UCHLT.. ASBNLJ7_HUMAN:B2RD14_HUMAN.. Ubiquitin carboxyl-terminal hydrolas..
VP1 CAPSD_AAV2S Capsid protein VP1
VP1 CAPSD_AAV2S Isoform VP3 of Capsid protein VP1

() Host Cell Proteins (HEK293T)
(O] Viral Proteins (AAV2)

Quantig_x

Low High

Figure 6 (continued)
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Post-translational modifications in Capsid Protein VP1

P03135-3 [Acetyl (Protein N-term)]JATGSGAPM[Oxidation
(M)JADNNEGADGVGNSSGNWHC[Carbamidomethyl (C)]DSTWMGDR

Intensity (10~3)

Intensity (1043)

P03135-3[Acetyl (Protein N-term)]JATGSGAPMADNNEGADGVGNSSGNWH

C[Carbamidomethy|(C)]DSTWMGDR
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— [y19++]- 1061.926 m/z — [y4+]-478.208 miz —— [b6+]-487.215miz —— [y8+]-967.394 miz
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il £ 100 } i
1 ! E ]
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P03135- QAATADVN[Deamidation(N)]TQGVLPGMVWQDR _.2 P03135-NWLPGPC[Carbamidomethy|(C)]YR_.1
—— [y8+]-988.467 miz —— [y9+]- 1101551 miz —— [y6+-NH3]-732313mz _—— [y6+]- 749340 mz
—— [y11+]-1257641mz —— [y4+]-604.284 miz —— [y7+-NH3]-845398 miz --=-- [y4+-NH3]-578.239 miz
—— [y8+-NH3]-971440mz —— [y10+]- 1200.619 miz —— [b3+]-414214miz —e== [y4+]- 595266 miz
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Figure 6 (end)
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Figure 11(A) (continued)
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Figure 11(B) (continued)
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Figure 11(C) (continued)
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Figure 11(D) (end)



