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m BHAEEN

SHENTEK® rcAAV far A7 & (PCR-ZOGIREHE D B H T3 T4 15 7% J5 X reAAV
(1) QPCR Kill, 93& A F5%F reAAV I E#2 qPCR #5ill; KA EF 5% (Reference)
PIAIFE (Target) FEK AL SFER—gEBEZH M, Jrh Target ZEPIEH reAAV _EPIANIE
DRI RERE T 51, Aar i 45 SR PR A A M v T BN R DRI I K7 & m) [ I SE B rAAV 4k
A rcAAV IR BEPE . REL R e 24 .

SHENTEK® rcAAV-5/N #: A7) & (PCR-ZGIRENE) & AT MiE A rAAV-5/N (N
AR AR FE ML AL ) Y re AAV-5/N*J5 GL 2 1) 5 BA il s 3 it 8 AL A 45 AE AN IR T = 20 A
ST 1 SR BT ity DA R T 40 B TR0 0 re AAV (R4 A it 45

WEE, FEAHASEGR G TS S5 L i E

> AAV &Y

> FEIIAE S rAAV FoREs R 75 (ITR) 5 PR F 51 ULEC
>rAAV-5/N [ ITR
CTCTCCCCCCTGTCGCGTTCGCTCGCTCGCTGGCTCGTTTGGGGGGGTGGC
AGCTCAAAGAGCTGCCAGACGACGGCCCTCTGGCCGTCGCCCCCCCAAAC
GAGCCAGCGAGCGAGCGAACGCGACAGGGGGGAGAGTGCCACACTCTCA

AGCAAGGGGGT
m EFIEAS
x L&A
Hoy TR B it A7 564
T & R DNA E B S -5 NNAO028 | HFHr, 1% 18 °CH AR
rcAAV qPCR Reaction Buffer NNB009 | 400 uL x 4 % | -18 °CA LU, &

Target Primer & Probe MIX-5 NNCO050 | 200 uL x 1 % | -18 °C M LA, #EH

-18 °C LA, Y

Reference Primer & Probe MIX-5 | NNCO51 | 200 pL x 1

i

DNA iRl NNDO001 | 1.5mL x 4 -18 °CI LL'F
100xROX NNDO007 | 20uL x 1% |-18°CKULF, #E
ddH,0O NNDO10 | 1.0mL x 1 % -18 °C K LLF
R
100 Reactions x 2,
m HR
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m EANE (BFEEART)
»SHENTEK-96S i€ PCR R4t
»7500 Real-Time PCR System
»CFX96 £ & PCR R4t
»Roche 480
B SR FTRERFETREHE
> 1.5 mL Jo TR AR B B0
>96 fL, qPCR Bk J\ k&
>1000 uL, 200 pL, 100 uL, 10 uL RNase Free W i} 7 i e 3k
>IRFEZIR O (B 1506730)
B FEREE
> AR LA
> iR IR A
> 5 E F PCR AX
>1000 pL, 200 pL, 100 uL, 10 pL FEkE
W AR R IR RS P i B
1. E¥ qPCR ¥
11 AFIIARE R B A Ak
> EZH AR O B 10 SR R BT S R AT TR AT X IR AL B, ARG A AR S R
PRI BT, A5 B qPCR Ve U 45 5L 5 kA
> RBORREI T (RS ERESER BRI & w4

HE3 $R4

FIIRW
. o HERFER o =
[ LR ]—b[ R 1 ]—»[ O*?b%ﬁ H Hesmikfk H {2EY ]—{
2

1.2 $EEAEAL R AN

REATHZERAR, I RGBT A R R

(1) %FXF Reference & A K I B, 75 L2084 0 b 2 A0 v & 2 A5 it Jo
(20-2 x10°copies/uL) W
(2) EtXF Target J& RIS,  TUJE 75 04 o 2040 AT R R 5

%2 W 38
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Biln: L0 rAAV R BRI EE 20N 2E+12VG/mL,  H8A FLRE S A m] B T
Target JEIREI, (H R 2 /DFRE 1000 15 )5 A4 HE T Reference 3 K61 .
2. ETHMEHETREH qPCR AT
(1) HJR BB SR B 7 i e Y AT, w042 1.1 SR IR HEAT R R B 24
IR J5 EAS ] Reference ZEDEIXT rAAV VK FEREAT I A€ ;
> I A R B A IIRE A IR S Bl A R R B bR it Y (20-2 x10° copies/pL) A
(2) ARG, FURERKRBAEDT (AEPRESHEREFXRRIGANE
B -

$H1 2 S FR4

a: Akl |HAEEZER FIiRl
B or apE | — o | e
ES ot -
E

F IR
o MR MR | —> | BOEH |—> | ERML | —> | B
Tl

Lk

LHEZELES & 5
W W—b [l‘iuu,éﬂﬁ

A

TR H [E2RY 3] ]7

(3) GRS, 58 ] Target ZPIXF reAAV FIREEHEAT I 5E
B rcAAV R IERIETE

1. T & RDNA BESH -5 FFBE K bRE 2R ) &

1.1. T & R DNA & &% -5 Il

(L FH—AEAR, K T & R DNA € &S % 5h-5 & T 12000 rpm/min &4 1 min;

() BOJE, #EFFEEL S5 uL ddH0 INZEER, WRETH . EREER®SH5 MK
JE BRI

RERAER TR 78 0 5, SR TR P 2.0 3-5's, SRR RIENES], it EE 3 X,
BIREHE 10 min. KN ENE R HEE UL F B RITIRSIHAE.

1.2 T & R DNA & &2 -5 bk h il 4% -

(D M4 T & R DNA E RS -5 b8k, BUE B2 RS % T3 1.5 mL 5
Lo DNA FBBCK SRR & 2x108 copies/uL, FRICH ST

(2 HU7 T4 1.5 mL B0, 43 HIksdcA STO, ST1, ST2, ST3, ST4, STS,
ST6.

(3) F DNA #REHCKARIE N ST HIE ES 2 s AT 10 b AR, 4238 2 T
MR
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v MR FRES, PRGIRS] 5-10s 5, RS PRE .0 3-5s, R 3 KRR E
wES% Y DNA MR TR .
% 2. T & RDNA E &S5 -5 IR

Wi M REAAAR WE (copies/pL)
STO 10 uL ST + 90 uL DNA FiBiR 2 x107
ST1 20 uL STO + 180 pL DNA Fis et 2 x106
ST2 20 uL ST1 + 180 pL DNA FiBei 2 x10°
ST3 20 uL ST2 + 180 pL DNA FRei 2 x10*
ST4 20 pL ST3 + 180 pL DNA FiBei 2 x103
ST5 20 uL ST4 + 180 pL DNA F&Rei 2 x102
ST6 20 puL ST5 + 180 pL DNA FiBei 2 x10!

P LT b o] R A7 T 2-8 °C, AN KA FH

CLRl ik A A FH 1) DNA # B AT R A7 T 2-8 °C.

4 DNA MR HPATH, BT 37 °C& 4 FiEATIRG -

BT 2RI B 5 AR I S PRI IE 45 SRk 3, N EAE S MK A

2. qPCR LR ] & A ke

2.1 R P AN (¥ b e it 2 B A5 DU i B, THE PR RN LB, — i 3 AL
o

> Reference & [ 1] s RiALEL =C6 MR FERABE RARAE R 26+ 1 A TORROM I NTC +1
AR S ADBAPEBTFE NCS) x 3

> Target FEEIF R RALEL = (6 MIRBERS L RUFRAERT 2+ 1 /SRR I NTC +1 A
FrOUEE S+ AR NCS) 3

2.2 MR R NEALEGT EASKT ) qPCR MIX B (& 2-4 FLEIH R, DL 2 FLABID:

qQPCR MIX = (XMW ALE+2) x 10 pL
2.3 FlRBHE K BB 2-8 cCoc I R R, IFARHER 3 P e
2 3. qPCR MIX it i %

Reference &
4oy BN
Reference Primer & Probe MIX-5 2uL
rcAAV qPCR Reaction Buffer 8 uL
SSYUSA 10 uL
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fRA: A/l SHENTEK®

Target 3%
Moy FLFL N
Target Primer & Probe MIX-5 2 uL
rcAAV gPCR Reaction Buffer 8 uL
100xROX 0.04 pL*
SRR 10.04 uL

*100xROX INEVEH: Target FE[FfF) 100xROX & 7N LA K A8 N & B kT B F € &
PCR X IHLAL: #57 4 SHENTEK-96S & PCR £4t. CFX96 i & PCR %%+ Roche
480 FEANLL ROX ARGHEDREHIHLAL ] A s #74 7500 Real-Time PCR System % W
H00.04 pL; HARALA nf AR 250 134T ROX I A% . 100xROX H fillJ5 T 2-8 °C
WEGIRAT o

2.4 FRFSRAE TR E, JBE, %R 4 Fosingt:

R 455 RSN R 151
PR i 25 10 uL qPCR MIX + 20 pL ST1/ST2/ST3/ST4/ST5/ST6

TR NTC | 10 uL gPCR MIX + 20 uL DNA Fifi
FIPE T NCS | 10 pL gPCR MIX + 20 puL FI4%: i #% NCS Zhifh ik

REDIAE &y 10 uL gPCR MIX + 20 pL BRI 5 $2 B4l Ab i
2.5 WHEER 5 AT RE A A U HRAT
% 5. 96 fLAR HER R 1

NCS- NCS- NCS-
Reference | Reference | Reference
NTC- NTC NTC ST6- ST6- ST6- ST6- STe6- ST6-
Reference | Reference | Reference Reference | Reference | Reference Target Target Target
1/x S- 1/x S- 1/x S ST5- ST5- ST5- STS- STs- STS-
Reference | Reference | Reference Reference | Reference | Reference Target Target Target
ST4- ST4- ST4- ST4- ST4- ST4-
Reference | Reference | Reference Target Target Target
ST3- ST3- ST3- ST3- ST3- ST3-
Reference | Reference | Reference Target Target Target
NCS- NCS- NCS- ST2- ST2- ST2- ST2- ST2- ST2-
Target Target Target Reference Reference Reference Target Target Target
NTC- NTC NTC ST1- ST1- ST1- STI1- ST1- STI1-
Target Target Target Reference Reference | Reference Target Target Target
S- S S
Target Target Target
1 2 3 4 5 6 7 8 9 10 1 12
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> R BIR IR R R 6 NI RS FE I Reference ZEAIFR#E 28 (ST1-ST6) . Target

FEIbRHERR 2R (ST1-ST6)  TEHEMATHE NTC: NTC-Reference/Target. )i #%5 NCS:

NCS-Reference/Target £l it 1/x S-Reference 1 S-Target. ZEINRE/MEML 3 MEE

Lo

& SEERAIIN ATARYERE A 2, SR 5 oRBIEAT 96 FLIRFERRINGE .

< 1/x S-Reference ' x TEFFEAEEL, Fike RNy Mk Ja AR HUALAL 75 AL AL b i
(20-2 x106 copies/pL) M.

3. EML

¥ 96 FUMRADGEIEE ], BRAWEGIRS, KR PRIEE 0 10 s JEION qPCR AL, %
T qPCR FRFH & :

O QIR AT, ERRLN € ER B . P4 qPCR MIX G H R R4,
SRR N Target-5, RIS WIS FAM, JERKIOGIEF N none (W) ;5 i
R IAIREL, 44 4 Reference-5, £k & 5 GIE HI0Y CY5, HEKZGHE Ry none (41
A) 5 RIS HPOE N ROX (A1) .

(2 WEZDHERNIET: 95°CHAEH 10 min; 95°C 155, 60°C30s, 72°C 30* s

CERBURIE) » 40 MEH; SAAF 30 pL.

*BT FAXES 9 ABI7500 B H5% iR R MR H ) 72 °C 30 s 24 72 °C 34 s,
4. qPCR G R 537

4.1 A Reference A1 Target 3 A& B (13K HX

< L SHENTEK-96S 52if %) PCR Al R 48, #AFhA 8.2.2 Ml

L fE “FURgntE” TR PR 1w RN,

p o 2R AL RE ST — R U BN AR UE S, IR RTE B M — R R, Bk
2 e+006. 2e+005. 2 e+004. 2 e+003. 2 et+002. 2 e+001 (& SUNBFFLIERGIKRE, Hhs
9 copies/uL) , I HAEFH M (IFE i 44 FR— A= Hp g 44 4 Target-5 B¢ Reference-5.

P TOREAORT B NTC LIRS R 1 B TR I, K BT T 4% NCS LAl R
AL I B BN RRIRE I BLZEAH RLIRIAE i 2 FR— 42 iy 4 9 NCS-Reference
NCS-Target. 1/x S-Reference. S-Target.

(@) WP 2: EETHE T H “reAAV-S/N 7 FEF
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(3)  “SERNEAT” Wt s IR BT .

(O FESER T I ARHE AR T AR T, PTSEHCA bR v 2R iR 38 . R . AHOC R By
W

(5)  TESLI 73 M7 ¥ S B FLAS S RT3k B8 TSP 35 9 B — 2 ) 1 TG A A %o HRE
NTC. BIPEHE NCS. Friliee i BIAIE, H4705 copies/pL . AR £ 2 m] 55 L A5 1)
T it R SE BRI FE

< LA 7500 Real-Time PCR System. XA 1.4 FHi.

(L £ Results ff] Amplification Plot /1, ¥ Reference-5 %X ] Threshold ¥ & 4 0.06,
Target-5 FE K1) Threshold &N 0.02, fiii Analyze, MW FIYIPEEY LIS 2
HIEH

(2) 1F Results [¥] Plate "1, K b i 2 FLIY Task —# 1% B A Standard, 7 H.7E Quantity
— R4 HIARYE 2 2 WAE, BN 2 e+006. 2 e+005. 2 e+004. 2 e+003. 2 e+002. 2 e+001 (.
K7 A copies/uL) , I HAEAH M) Sample Name —#% 1y 4% ¥ Target-5 B, Reference-5.

(3) {F Results [¥] Plate H1, H4 TR IR NTC FLEJ Task —F B3 E A NTC, #5F 1%
Jii4% NCS FLAAFIAFE it FLH Task —#2 %% Y Unknown, Jf HAEAHMN ] Sample Name —
¥ i 44 4 NCS-Reference. NCS-Target. 1/x Sl-Reference. S-Target 2 Jg it @ o

(4) 7E Results [f] Standard Curve H, AT 2R 11 28 1) 54 (Slope ) i #H (Intercept )«
R2,

(5) £ Results ff] Report ', Mean Quantity — 4% ] S EU TSI 18 NTC. B 1 5 1%
NCS FLFIFE I RE 5 BOR UAEL, B2 A copies/pL o 3 I 88 % i 1] 45 L0 25 00 0F o ) S B ik
JZ.

T BRSSO TS E R BANIES 2, AR T A S35 HLARL R A R SRR i
AFATE, — Ml al AR B 3h)E.

2 G5

@© TR NTC [ Ct Reference LR Ct Target {E8>35 B¢ Undetermined.

(@ NCS [#] Ct reference LR Ct Target {EM/>35 5 Undetermined.

@ ARHE /TR AT H IR IIRE & 2R R R FE Ccopies/ul) 38 3k A7 B i 4 ml 55
FH AR IIARE it 1) S B B

> MR LA A5 rAAV HF reAAV 175 4R

Target ZFAMME + (Reference ZFAIME x BB +2)

BT 0 3L 8
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¥ B rAAV 5 M) Reference L K

BATHR: 2024 4 11 A 06 H

R EHR: 2024 411 H 11 H

Bk 55 > #¥

A R BHE BRI A R A 7
st B ' o www.shenkebio.com
S0 g B R Hudik: WA EIM TTZL T B8 1366 5 6 Sk
1 'Jr Email: Info@shenkebio.com

FHi%: 400-878-2189
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