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1 MAADGYLPDWLEDTLSEGIRQWWKLKPGPPPPKPAERHKDDSRGLVLPGY 50
z 77721 [ | Czzz7ZIZZZN

51 KYLGPFNGLDKGEPVNEADAAALEHDKAYDRQLDSGDNPYLKYNHADAEF 100
[va]’s 1 1 Z 1 ]

————— ——— ——————————

101 QERLKEDTSFGGNLGRAVFQAKKRVLEPLGLVEEPVKTAPGKKRPVEHSP 150
v 1 1 € ] ZzzzZZZZZZZZ)
I S N S

151 VEPDSSSGTGKAGQQPARKRLNFGQTGDADSVPDPQPLGQPPAAPSGLGT 200

Z2 )

201 NTMATGSGAPMADNNEGADGVGNSSGNWHCDSTWMGDRVITTSTRTWALP 250

251 TYNNHLYKQISSQSGASNDNHYFGYSTPWGYFDFNRFHCHFSPRDWQRLI 300
[ 1 va ] |ova4)

301 NNNWGFRPKRLNFKLFNIQVKEVTQNDGTTTIANNLTSTVQVFTDSEYQL 350

351 PYVLGSAHQGCLPPFPADVFMVPQYGYLTLNNGSQAVGRSSFYCLEYFPS 400

401 QMLRTGNNFTFSYTFEDVPFHSSYAHSQSLDRLMNPLIDQYLYYLSRTNT 450

451 PSGTTTQSRLOFSQAGASDIRDQSRNWLPGPCYRQQRVSKTSADNNNSEY 500

501 SWTGATKYHLNGRDSLVNPGPAMASHKDDEEKFFPQSGVLIFGKQGSEKT 550
CZZzr77777A r Ja ]

551 NVDIEKVMITDEEEIRTTNPVATEQYGSVSTNLQRGNRQAATADVNTQGV 600

I
——— C 1 C ]

601 LPGMVWQDRDVYLQGPIWAKIPHTDGHFHPSPLMGGFGLKHPPPQILIKN 650

) EZZZZ Z
L]

651 TPVPANPSTTFSAAKFASFITQYSTGQVSVEIEWELQKENSKRWNPEIQY 700

701 TSNYNKSVNVDFTVDTNGVYSEPRPIGTRYLTRNL 735

) ZZ )

FIG. 3
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T9: YLGPFNS’GLDK

(SEQ ID NO: 9)
AAV1_EGFP_TTx_trypsin 1: TOF MS ES+
1 e 33.38 563 0.2000Da
00 | | 9.0565
- | |
DG~ | | ~-NG
- 4 o
i | |
| : | %DG = 7.9
X | |
F o= | |
’ | |
i | |
| |
- | |
J I |
| |
O T T T T I T T T II I T T T i i T T T T I Ii T T T I T T T T I
32.50 32.75 133.00 33.25 33.501 33.75 34.00
I I 1 I
I I I
AAV1_EGFP_PCL_trypsin ! | I 1: TOF MS ES+
: I : 563 0.2000Da
100— | : | 4 85e5
] I I I
J | [ I
I I I
- I I I
| : : : %DG = 11.3
O o | | I
g < | | |
i I I I
I I I
- I I I
I I
] I [ I
i | |
| |
0 LB B B | I1_|_|_|_I_I_IIrI_I_I_I_I_IJI L B L N R B |
32.50 32.75 33.00 33.25 33.50 33.75 34.00
Time
AAV1
N J

Y
FIG. 6A
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T9: YLGPFNS’GLDK

(SEQ ID NO: 9)
AAV2_EGFP_TTx_trypsin 1: TOF MS ES+
0o m——— 33.38 563 0.2000Da
00 | | 1.30e6
. |
|
| DG\\1| :ING
i |
|
| | | %DG = 6.7
|
EOR - | |
- | |
. |
| |
i | |
- 133.11 |
] | :
l | |
O T T T T I T T LI L) I T T T : I T T T T I Ill T T I T T T T I
32.50  32.75 :33.00 33.25 3350 3375  34.00
| || '
N Il ov '
AAV2_EGFP_PCL_trypsin | | : | 1: TOF MS ES+
| B 33.381 563 0.2000Da
100 | : | : 34765
i |
| | : '
. I I | |
| | '
i | I : I
1 ! N | %DG = 18.4
o = - | N |
a ° | : : :
. |
| | : '
|
i | | |
|
i | |
|
' |
O 1 1 1 1 I 1 1 1
3250 3275  33.00 3325 3350  33.75  34.00
Time
AAV2
U )

Y
FIG. 6B
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AAV1 T49: YNLNS''GR

AAV1_EGFP_TTx_frypsin 1: TOF MS ES+
——— 369.3 0.2000Da
_ |
100 | | 12.56 7.97¢6
- | |
| | ~NG
1 o
| |
} [ [ isoDG/DG
1 | [ %DG = 30.9
% | | |_ ______________ I
X e | | 12.79
= | |
) I I
A I [
I I
o | |
| |
i | |
O_
12.00 | 12501 13.00  13.50 14.00 14.50 15.00
I [ I
I [ I
AAV1_EGFP_PCL_trypsin : 1: TOF MS ES+
' I 369.3 0.2000Da
_ | CV cv | 30.
100 | (7=12:59 | 5.90¢6
I [ I
] [ I |
. I I I
|
| | | %DG =274
E') _ | X 12.83 |
X - |
S | |
[ | |
- I | |
[ | |
7 I I I
[ | |
} I | I
0_
12.00 12.50 13.00  13.50 14.00 14.50 15.00
Time
AAV1
U J

Y
FIG. 7A
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AAV2_T49: YHLN®1GR

AAV2_EGFP_TTx_trypsin 1: TOF MS ES+
100 T ~910l 254.26 0.1000Da
! 210 : NG isoDG/DG 4.36e6
1 A [
| | | | ~~10.55 :
I | I
A | | I :
| | | | %DG =39.6
X | | | '
Eo | | | 11.08 |
§ !
I | I l
- | | | : |
| | | '
T | | | '
i | | | '
| | | '
07
9.00 : 10.00; 11.00 | 12.00
| | | :
I I |
AAV2_EGFP_PCL trypsin | | : 1: TOF MS ES+
| | ' 10.68 | 254.26 0.1000Da
1009 1oz ! | ﬂ | 1.23e6
!
1 |
| cv | | cv |
i | | | '
- I | I :
| I 0 —
| | | 1198 | %DG =423
o = - | | |
a ° | | | :
4 | I |
| I |
1 | I |
| | |
7 I | I
i | |
| !
0_
9.00 10.00 11.00 12.00
Time
AAV2
N J

Y
FIG. 7B



15/27

AAV1_T67: SANVDFTVDNN715GLYTEPR

AAV1_EGFP_TTx_trypsin 1: TOF MS ES+
32.53 1007.25 0.1000Da
1004 ————— 1.19e7

: VNG

|
|
|
i |
|
|
| ; 0 —
| | isoDG/DG %DG = 18.1
x | I A
X | I |
ol I I |
i |
_ : b :
| : ' I
| || 3278 |
O_
| l |
32.00 | 32.50: | 33.00 | 33.50 34.00
|
| L |
AAV1_EGFP_PCL_trypsin : : | 1: TOF MS ES+
| |
100— 3253~ | | 1007.25 0.1000Da
| | | 1.03e7
i |
v || | cv |
1 |
| N |
] | B | %DG = 18.7
O 2 - | | '
a ° | : |: :
| : l |
i | | |
| | l |
] | | | |
| l |
0_ IIIIIIIIIIIIIII
32.00 32.50 33.00 33.50 34.00
Time
AAV1
J
Y
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AAV2_T67: SVNVDFTVDTN?15GVYSEPR

AAV2_EGFP_TTx_trypsin 1: TOF MS ES+
1 ~34.50 1000.77 0.1000Da
00+ (. 7.83¢6
i I | ~NG
| S
i |
i |
i |
. |
| |SODG/DG1 : | isoDG/DG %DG =27.4
- ° I |1 | I
] I | I
| | |
O_
32.50 :34.00 : :34.50 : :35.00 : 35.50 36.00
I I | : I
| |
AAV2_EGFP_PCL_trypsin | | : | I 1: TOF MS ES+
| |1 (3450 | 1007.77 0.1000Da
100— : : : | : | 4.0566
i | |
: cv :: CV | : cv :
| | I | |
i | |1 || I
_ | | : | : ! %DG = 28.0
o = - | X | |
a ° | | || |
| L
| u
| o
| |
32.50 34.00 34.50 35.00 35.50 36.00
Time
AAV2
U J

Y
FIG. 8B
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—y — N n w

o

4005
000

00
- 000

005

000

00GE

ooor

6¢

(%]

VP1 S2G
T vpP1s2L
VP1 S2P
vP3 52G §
VP3 S2L
VP3 S2P
VP1 S2G; VP3 S2G
VP1 S2L; VP3 S2L

VP1 S2P;VP3 S2P

AAV5-CBA-<GFP i}

ey

VP1 S2G
VP1 S2L
VvP1S2P |
ves 26

VP3 S2L _
vea s2p
VP1 S2G; VP3 S2G
VP1S2L; VP3 S2L
VP1 S2P;VP3 S2P
ARV CBAGFP

Luny

VPTS2G
VP1S2L

VP1 S2P
vrs s2G il
vp3 saL ]
VP3 S2P _
VP1S2G; VP3S2G |
VP1S2L; VP3 S2L }
VP1 S2P;VP3 S2P

= At




21/27

ON9idDTE
N[99 A
N9 1R
oNffan 11
oNfdan1x
oNfidn 1A
oqgao1x
oNfdan1a
oqgan 1z
ojdaoTx
odan 1z
o Naan1x
oNgan 11

MXOdTATO Y
NADATATOY
Wi TATO Y
WA dTATOY
WA dTATOY
WA dTATOY
ME9dTATOY
WA dTATOY
WA dTATOY
Mngq>qom
ME9dTATOY
MA9dTATOY

N

MZ5dTATDY

€L Old

ON[Ad9TALZIdTATIEOAAONOQNYLdNdYIHINT MMIYIDISTINACITMAITADAYYN

aff] s qx[ey a0 mwmw 10 IS TNGITNATAD AV VN

Q[o[u(o oN[d:y afiadin v 31 DE-DAHITNGG

o] u[o of il doi DS TNdI TN A dTED QLN -

&om@@ me memQZQMQBQQMMMumma

030 ay ToESTNdITNCATAI AV YR
Y mmw IoaS TNAITMAYTADAY YN
d me i mis I A TH A TAD AV YR
L mxw IO aSINGITMAYTADAY YN
ki mmw oS TNQITNCETADAT YN
N mxw IO aS TNAITMAYTAD AV YN
Y me IO ESTNQITMAYTADAY YN
ki mxw oS TNQITNCHTADAT YN
N QT DESTNAITMAHTADAY Y Il

09

ob

Snsussuo)

BAYY
GAVY
YAVY
47\ 'A%
LAY
EAVY
[CAVY
INVY
IAVY
LAVY
8AVY
0LAYY
0LYHAYY




22/27

§
~

b £dh
£dA i
i Edh Ldh
A x idh

belfs

v1°'Old



23/27

Gl 'Ol

SO T 205 3R DRIRS RN SRY INEEYIT Y

Z % 1BRs Sie
b4 1% Tas B i
S L APy
AT TR
CAWEAHIRRG
%

(D)/SN jO uonepiwes(



24/27

91 "OId

A

(sue/soOA 0L35~)

36/021X d498-VEO/NSEY) ZAVY-AINVEP
a6.0.LX d4998-va2/(D/SN) ZAVV-AINVeP
06.021X d499-vg0/(ALSN) ZAVY-AINVEP
g96.0LLX d499-vg2/(MLSN) ZAVY-AINVeP
JSYIEIN Z ILIelN

o|dweg aueT

— AN®O T W0

S10}99/\ JUBIN|N ZAVY UOHEpIWESq




25/27

1e6 vg/cell

”ﬁwm% Yy

i .@ %/I/{M;%mp%
1 SDRA e
Veansganoy

1

I i 293
SR R

s HelLa
HuH7

Coll sembrane

MY

VG copies/cell

Labe
ndusome

7 Virat dstinA
K

P
8 mimia

g W W 7
# 5 . Proimin
&%

eGFP ELISA
FIG. 17



81 "OId

26/27

vector copies/ ug total protei

[y

0+30°1
G0+30°t
90+30°
£0+30

n

80+30°L

60+30°L

€6c

AAV2eGFP




27127

il d109-zAvv

l asso

huh7

| d109-zAvY

i csso

I c-200-zAvvy

kS
3

 F—

9000

8000

7000

2000 -

i
¥
=]
o
o
3¢]

6000
5000
4000

uiajoud [ejol bn/d4one 6d

H
o
S
=)
-

FIG. 19



