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SDS PAGE 12% Anti HSP70 (Heat shock protein 70kD)Western Blot

i1 2.3 4 5 &

AN S

Lane 1 Marker Precision plus Duai Color

Lang 2. HSP70 20ng/lane

Lane 3. HSP70 4ngflane

Lane 4 : Affinity eluate according to Test Procedure [ 180ug/mi AAVS Antigen |

Lane 5 Blank

Lane 6. Affinity eluate according to Comparative Procedure | 190ug/mi AAVS Antigen |

NUPAGE 4-12% Bis-Tris Midi Gel L.Omm, 20 well Cat.Nr. WG1402BX10

MES 503 Running Buffer, Invitrogen, Cat.Nr. NPODO2

Reducing LDS Sample Buffer {Invitrogen Cat NPGO07 ) + NuPAGE Reducing Agent {Invitrogen Cat. NPOGOS)
1st Antibody : Anti-Hsp70 antibody {ab79852), Abcam, 3b79852, 1: 2000/ 2h

2nd Antibody : Goat anti Rabbit IgG (H+L} AP Conjugate, SIGMA, A8B025, 1:1000 /ih

FiGg. 1
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SDS PAGE 12%Silver stain

Lane 1 Marker Precision plus unsiained
Lane 2 AAYS reference 130ng/lane [80ug/mi AAVSE ]
Lane 3 Blank

lLane 4 ;. Affinity eluate according to Test Procedure [ 190ug/mi AAVS Antigen §
Lane 5 Blank

Lane 6. Affinity eluate according o Comparative Procedure { 190ug/mi AAVS Antigen |

NuPAGE 4-12% Bis-Tris Midi Gel 1.0mm, 20 well Cat.Nr. WG14028X10
MES 5DS Running Buffer, invitrogen, Cat.Nr. NPO0O2
SB+DTT Incubation 10min bei 70°C.10min cool down JAA treatment

FIG. 2
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S0S PAGE 12% Anti AAV Western Blot

1 2 3 4 5 8

Lane 1 Marker Precision plus Dual Color

Lane 2 : AAV8 reference 130ng/lane [60ug/mi AAVE ]

Lane 3 : Blank

Lane 4 : Affinity eluate according to Shire Procedure [ 190ug/mi AAVS Antigen |
Lane 5 : Blank

Lane 6: Affinity eluate according Procedure 2 [ 190ug/ml AAVS Antigen |

NUPAGE 4-12% Bis-Tris Midi Gel 1.0mm, 20 weil Cat.Nr. WG14028X10
MES SO Running Buffar, invitrogen

SB+DTT Incubation 10min hei 70°C.

i0min ccol down JAA treatment

1% Antibody :Mab to VP, VP2 and VP3 of AAY {Adena-Associated Virus)
Protein A affinity chromatography
PROGENSG1058

2r Antibody : GOAT anti Mouse ALP
SIGMA AL656 1:2000 1h

FIG. 3
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SDS PAGE 12%Silver stain AV_AFS 04

TR wi w2 walp |

L LOAD

FT Flow through

W1 Wash 1 100mM NadAcetat ,0.1% Tween80,0H 8.0

W2 Wash 2 50mM Tris 125mM NaCipH 8.5

W3 Wash 3 50mM Tris,50% Ethylengiveol,pH 8.5

E Eluate 50mM Tris,50% Ethylengiycol, 750mM NaCl,pH 8.0
E2 Eluate diluted 1:2

3 Strip 50mi Tris ,50% Ethylengiycol 2000mM NaClpH 8.0
R Regeneration 100mM Glycine 100mM Nali pH 3.0

NuPAGE 4-12% Bis-Tris Midi Gel 1.0mm, 20 well Cat.Nr. WG14028X10
MES 5DS Running Buffer, invitrogen, Cat.Nr. NPOG02
SE+DTT Incubation 10min bei 70°C.10min cool down JAA treatment

FIG. 4
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SDS PAGE 12% Anti AAY Western Blot AV AFS 04

LOFT W1 w2 wi g E2

S T RN

5§ R

L LOAD

FT Flow through

W1 Wash 1 100mM NaAcetat |0.1% Tween80 pH 8.0

W2 Wash 2 50mM Tris 125mM NaClpH 8.5

W3 Wash 3 50mM Tris, 50% Ethyiengiveol,pH 8.5

E Cluate 50mM Tris, 50% Ethylengiveol, 750mM NaClpH 8.0
E2 Eiuate diluted 1:2

8 Strip 50mM Tris ,50% Ethylengiycol,2000mM NaCi,pH 8.0
R Regeneration 100mM Glycine,100mM NaCi pH 3.0

NUPAGE 4-12% Bis-Tris Midi Gel 1.0mm, 20 weil Cat.Nr. WG14028%10
MES SDS Running Buffer, Invitrogen, Cat.Nr. NP3002Z
SB+DTT Incubation 10min bei 70°C.10min coo! down JAA treatment

1 Antibody :Mab to VP, VP2 and VP3 of AAV (Adeno-Associated Virus)
Protein A affinity chromatography
PROGENS1058

27 Antibody : GOAT anti Mouse ALP
SIGMA A4656 1:2000 1h

FIG. 5
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Exarnple A | E654_PE_01 (DFM04982) Stard dale 25.04.2018

Silver Stain
T

BN

I ViR

T &

© 1 @5 17 18 18 20

3

AR
A

T AR A

1.Mol weight marker

2.Reference ORGELGEQL_FDP_ELT
EN 1K
4
5

. Start Material diluted {(LOAD)
. Flow through/Wash 1
5.Wash 2

7. Wash 3

8.Wash 4

9.Eluatel {Sucrose/NaCl/Mg2+}
10.Wash 5

11.Eluate? {Glyceroi/NaCl)
12.Washé

13.Biank

14.5TR / Ntr {conc)
15.Blank

16.5TR/ Ntr 1.4

17.5TR/ Ntr 1.8

18.Blank

19.Blank

20.8Biank

NUPAGE 4-12% Bis-Tris Midi Gel 1.0mm. 20 weli Cat.Nr. WG1402BX10
MES SDS Running Buffer. Invitrogen. Cat.Nr. NPGGO2
SB4+DTT Incubation 10min bei 70°C.10min cool down JAA treatment

SDS-PAGE : DFM04740

FIG. 8
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Example B : E654_PE_02 (DFMO05269) Stard dale 16.05.2018

Silver Stain

1.Mol weight marker 11.Eluate 1 1.4 {TAU/EG/Oc-gly)

2 Reference ORGE1GEQL_FDP_ELT 12.Blank

3.8lark 13.Wash 5

4. Start Matarial diluted {(LOAD} 14.Eluate 2 conc {Ammaniumsulfate/£G)
5. Flow through/Wash 1 15. Eluate 2 14 {Ammaoniumsulfate/EG)
6.Wash 2 16.Biank

7. MWash 3 17.Wash 6

8.Wash 4 18 5TR/Ntr conc

9.8lank 18.Biank

10.Eluate 1 conc {TAU/EG/Oc-glx) 20.Bianl

NUPAGE 4-12% Bis-Triz Midi Gel 1.0mm. 20 weli Cat.Nr. WGE14028X10
MES SDS Running Buffer. invitrogen. Cat.Nr. NPODO2
SB+DTT Incubation 10min bei 70°C.10min cool down JAA treatment

SDS-PAGE : DFMO05157

FiG. 10




PCT/US2018/067627

WO 2019/133677

11/21

LE"OIH

ogi

562 4

G -
w1y

H
/
H

575 XG0T

8107 $0'8T 1P 1eiS (OLTSOWAM €0 Ad vs9d



WO 2019/133677 PCT/US2018/067627
12/21
Example C: E654_PE_03 (DFM05270) Start date 16.05.2018
Silver Stain
B / 22 L«;

SESEI NS A R
e

7 2

R

37018 3% 3

1.Mol weight marier

2.Reference ORGEAGEDI_FDP_ELT
3.Blank

4, Start Material diluted (LOAD)

5. Flow through/Wash 1

6.Wash 2

7.Wash 3

8. Wash 4

9.Wash 4 (1:4}

10.Eluate 1 cone

11.Eluate 1 {1:4}
12.Wash 5

13.Elyate 2

14.Elsate 2 (1:4)
15.Wash 6

16, STR/Ntr cone
17.5TR/Ntr conc {1:4)
18.Bank

19.Biank

20.Blank

NUPAGE 4-12% Bis-Tris Midi Get 1.0mm. 20 weil Cat.Nr. WG14028X10
MES SDS Running Buffer. invitrogen. Cat.Nr. NPODD2
SB+DTT Incubation 10min bel 70°C.10min cool down JAA treatment

SDS-PAGE : DFMO05265

FiG.

12
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D © AAVZ_AFS_AAVX_05
E_: AAVY_AFS AAVX_0B

{DF 3499/010) Start date 22.11.2017 Silver Stain
(DF 3499/006) Startdate 21.11.2017 Silver Stain

Lane 3 to 11
Lane 1210 20

D N RBR St
R 4

§ .
A

8

& 7 B % 10 Ay 13 38 15

Y

38 1y

RS

1.Mol weight marker

2.Reference ORGEISEOL_FDP_ELT

3.AAV2_LOAD
4.AAV2_FT/WASHL
5. AAVZ_WASH2

. AAVZ_WASH3

. AAVZ_WASHA

. ARVZ_WASHS

. AAVZ_ELUAT 1

W0 N @ U

10

. AAVZ_Strip

11 AAVZ Strip 2
12.AAVE_LOA

14.AAVS_ WASH2
15.AAVS_ WASH3
16.AAVI_WASH4
17.AAVI__WASHS
18.AAVY_ELUAT 1
19.AAV9_ 5trip
20.AAVY_ Strip 2

13.AAVE_ FT/WASH1

NUPAGE 4-12% 8is-Tris Midi Gel 1.0mm. 20 well Cat.Nr. WG14028X10
MES DS Running Buffer. invitrogen. Cat.Nr. NPOOO2
SB+DTT Incubation 10min bei 70°C.10min cool dowr JAA treatment

SDS-PAGE : DF Nr.: 3457/017

FIG. 14
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D T AAVZ2_AFS_AAVX_05 (DF 3499/010) Start date 22.11.2017 Western Biot
E 1 AAVG AFS AAVX 06 (DF 3499/006) Stait date 21.11.2017 Western Bloi

Lane 3 to 11
Lane 1210 20

3 4 % & 7 8§

SR s

SINSSE

R

25 B & S S« R 1

Ay

B 1% 18 »

T

1.Mo! weight marker

2.Reference ORGELGED]_FDP_ELT
3.AAV2_LOAD

4AAV2_FT/WASH1

AAY2_WASH?

AAVZ _WASH3

AAVZ_ WASH4

AAVZ_WASHS

AAVZ_ELUAT 1

10. AAVZ_Strip

Y

7.
8.

s

o

11. AAVZ Strip 2

12 AAVE_LOAl
13.AAVEFT/WASH1
14.AAVS WASH2
15.AAV3_ WASH3
16.AAVS_ WASH4
17.AAV9_ WASHS
18.AAV9_ ELUAT 1
16.5AV9_ Strip
20.AAV9_Strip 2

NuPAGE 4-12% Bis-Tris Midi Gel 1.0mm. 20 weli Cat.
MES SDBS Running Buffer. Invitrogen. Cat.Nr. NPO002
SB+DTT Incubation 10min bai 70°C.10min cool dow
1st Antibody :Mab to VP1, VPZ and VP3 of AAV (Ade
Protein A affinity chromatography

PROGENS1058

2nd Antibody : GOAT anti Mouse ALP

SIGMA A4656 1:2000 1h

SDS-PAGE : DF.Nr.: 3497/018

Nr. WGE14028X10

n JAA treatment
no-Associated Virus}

FIG. 15
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EHT2 1813H_AFS/AAVO on AAVX (DFM)

Bod o306 008 607 08 % 38 131 32 13 14 15 16 17 1% 18 30

AR N

R o
R

conc.

dil.1:3

1.Mol weight marker AAVS_Elution option

2.Reference ORGEIBEQL_FOP_ELT 3{50mMTrisH mMNaCl S0%(w/w)DM30
3.AAVE_LOAD \AVS_Elution
A.ARVG_FT/WASHI option3(3OMMTHsHC, 750mMNaC 50%{w/wiDMSC
5. AAVY _WASH2 {100miM NaAcetate, 0,1% Folysorbate80,pH 13.AAV9_Elution option 4 {Wash purified water,
14.A8VSG _Elution option 5 {(33mM Hydrochloric acid in PW)
5. AAVY_WASH3  (50mM Tris BCLL25mi NaCl,pH 8.5 ) cone.,
7. AAVY | voption 1 {purified water) 15.AAVS _Elution option 5 {33mM Hydrochloric acid in PW) 1:5
8. AAVI_Elution option 2 (1mM Hydrochloric acid in PW ) 16.AAVE_ Elution option 5 (33 Hydrochicric acid in
PWipeak tailing
9. AAVI_Elution option 2 {(ImM Hydrochioric acid in PW ) 17.AAVS_Regeneraticn
18.AAVS Regeneration i
10.Washd 19.AAVS_Rey
20.AAVY_Regen

NUPAGE 4-12% Bis-Tris Midi Gel 1.0mm. 20 well Cat.Nr. W31402BX1G
MES SDS Running Buffer. Invitrogen. Cat.Nr. NPOOOZ

SB+DTT tncubation 10min bei 70°C.10min coal down JAA treatment

1st Antibody :Mab to VP, VP2 and VP3 of AAV (Adeno-Assaciated Virus)
Protein A affinity chromatography

PROGENG1058

2nd Antibody : GOAT anti Mouse ALP

SIGMA A4656 1:2000 1h

SDS-PAGE : DFMO06125

FIG. 18
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S RN

1.Mol weight marker

Z.Reference CRGELBEOL_FOP_ELT

3.8lank

4.AAVG_LDAD

5. AAVY_FT/WASHL {S0miM! Tris HCL125mM NaCl,pH 8.5)

6. AAVY WASHZ  {100mM NaAcetate, 0,1%
PolyscrbateS0,pH 6.0}

7. AAVY__WASH3  (50mM Tris HCL125mM NaClpH 8.5}

8. AAVY_Purified water

S.AAVY_VE

10AAVI_E Elution{main peak)

NuPAGE 4-12% Bis-Tris Midi Gel 1.0mm. 20 well Cat.Nr. WG14028X10

MES 3DS Running Buffer. invitrogen. Cat.Nr. NPOOO2

SB+DTT Incubation 10min at 70°C.10min cool down JAA treatment

SES-PAGE : DFMO6373

FIG. 20
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