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Abstract;  The particle titer, genome titer and transduction titer of recombinant adeno-associated virus
(rAAV) were quantified by enzyme-linked immuno sorbent assay (ELISA), quantitative real-time polymerase
chain reaction (Q-PCR) and transduction method, and then the particle titer/genome titer (P/GC) and genome
titer/transduction titer (GC/TU) were compared. The experiment results showed that the average particle ti-
ter of rAAV in three batches was 3. 65X10" P« mL~ ', the average genome titer was 8. 67 X 10" GC « mL ',
the average transduction titer was 9. 85X 10" TU » mL ™', the average value of P/GC was 41. 70 and the aver-
age value of GC/TU was 88. 20. The average values of P/GC and GC/TU were close to the AAV?2 standard,
indicating that the preparation process of the method in this paper is mature and stable, and the prepared
rAAYV has high infectious activity.
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1 MRETE

1.1 [R5 4Rtk

Jiki pPCMV-1TR-GFP, pH22, pdf6 g 52 %6 45 {8 47 40 o bk 293 T W A 36 [& 4 =X i A i 8 b .o
(ATCO).
1.2 FZEiRXFA

Real-time PCR {5 £ (£ [E Thermo Fisher /A #]); AAV2 Titration ELISA iR 7 & (f& 5 PRO-
GEN Biotechnik /A #]) ; RNase (AL HU T WA Y BL 4 7)D s FAb 4 (72 Sigma /A A ; Benzonase (15 [
Merk /3 7)) s B8 25 Wi (Polyethylenimine , PEI, 3£ [ Polysciences 22 7)) s DMEM, 1640 3% 37 3& Hl g 4+
1L 7% (32 [ Gibeo A F)D.
1.3 rAAV Bi#&

2 BRI S ST A TAAV J7ik 2 293 T AU N 85 Vo it R AT = kL L Yy, kL 5 PET
BTy 1 3 HATIR G W E SN 293T A rp s 72 h J5 W3R 25 . #E 47 A0 S0 B0 B2 150 40 5
BTN AE L Hil A rAAV IR E 3 ik rAAV L JESESEER AL EE & 3 IR

1.4 ELISA JUE rAAV K& #E 021
KM AAV2 Titration ELISA i 7 & % rAAV # 47 _02:
. mwhe. BRI & T MRS RER 100 ~10° P - 04}
mL~ G DLBRHERE BRI RO X HCI e CORBEARRR g 00
BIHOB B XS0 (g DY WAL ER 220 AAV 471 g ol
LB D.ORE K rAAV2 JFRSETT R R, 45 IR0 ik -12}
THERAE S W A5 (3035 O B8 B8 Do« 38 2ok B o 2% 31 57 i , , . .
rAAV2 A5 . T s s
1.5 Q-PCR JURE rAAV & A5 5
I GFPF5'-GAGCGCACCATCTTCTTCAA-3'; GF- FIL rAAV biife 2

PR5'-TCCTTGAAGTCGATGCCCTT-3' 314 . 14 SYB- Fig- 1 Standard curves of rAAY

R Green g Qekt. AR ZR N 25 pL. ROV Z&AF 8 94 CAME 20 5,60 Ci KIEM 40 5,40 S RLAHEF.
1.6 HIFEERNE

il 293T JU MR WA N 1X10° 4« mL ' & B8 100 pL « L "4 2 96 FLAR . 15 40 0 05 B J5
A TAAVHUTO0 pL 5 35 5 #5210 A5 HEAT A6 BE AR R B 10 oL M BEJG A9 rAAV IIA 96 fLAH 54 b5
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2 #ZRERH

2.1 rAAV KEFHE
rAAV FRifE £ A [R5 RE Dy y=0. 9150 —8. 032, A5G R &L R* =0. 998, M 4f bp o il 2 1155 3 41t
e ALY rAAV ARTEIR R B RN 1 s, 22 1 . SD O hRdE2E. th 3% 1 H5R 0.3 4it rAAV
AT 3. 65X 10 P e mL T AR B A AR B rAAV PR ZE 2 A AL X R
rAAV TEH 5 1 72 b 52 S04 MRS BCH V3 Y S5 RN Al AL T2 A S
1 ORERKRE rtAAV KT TH

Tab. 1 Particle titers of rAAV in different batches PemL™
K 5E I BE
E11R7e - - y A5 T BT E SD
%1% %2 %3 o
1 3.51X10" 3.72X10" 3.43Xx10" 3.55X 10" 1.50X 10"
2 1.64X10" 1.75X10" 1.89x10" 1.69X10" 1.40X10"
3 5.81X10" 5.23X10% 6.09X 10" 5.71 X104 4.30Xx10%

2.2 rAAVERAFE

PLBTRL pAMG-EGFP Ry hrif il . 25 Q- PCR ¥ 3 dh & fbrfEth £, an &l 2 fros. & 2 . AR, )™
WP s C RGIRUE Co 8 B b 9734 7= W) 9 9O (5 5 38 B BE 19 B E I %€ 56 (8L X0 I 1
PCR PR B R =0. 998, (K i bn i f 83155 3 It rAAV JER A B8 . 45 RN K 2 Frs. th 2 2 5]
A3 rAAV X FE R4 B R 8. 67X 10" GC » mL ' ELISA J53:M15 19 rAAV ANAUALHE 520 %%
B 2S5O RE S LGN 8 B BE. IR ELTSA I 2 9 4K 72 1 B2 — M b 25 DXL A 0 B2 K, A 52 0 i 5 B 1A
A P/GC REIRIL rAAV e i bt B i) TR . BRAH G0 5 5 LU AR v = 55 2 01 S 4 1y
AAV2 bRt 89 P/GC Sy 28, 1 S2 56 2 i 45 70 3 41t rAAV 5 P/GC 43 5128 42. 16,40, 33,42, 61 CE-3{E
A1 70) 5 AAV2 FRiES Y P/GC BN HEE.

o 250
225+
; 20.0 -
50 | / Ve 175
v / //’ 4 ,,// o 150
- / [ / 125}
»>raw/) ) ) ] ) / 100 |
9972204991 / / / / -
0 Laaenat A v'l T T N S S T R S | 5.0 )
024 6 81012141618202224262830323436384042 10° 107 10® 10° 10 10" 102 10"
o H PRI 3% 5/GC-mL™!
(a) Q-PCR 9" ## il £ (b) Q-PCR #7#fk: i 2k
Bl 2 Q-PCR 41 1 £k 55 4 o il 4%
Fig. 2 Q-PCR amplification curves and standard curves
%2 ARHMEKE rAAV KL 4H i
Tab. 2 Genome titers of rAAV in different batches GC e+ mL ™!
ik R 24 e
EilR/e - ™ &SRR SR SD
1w %2R 93K

1 8. 32X 10" 8.82X10" 8.19x 10" 8. 42X 10" 3.57 X 10"

2 3.91x10" 4.16x 10" 4, 49X 10" 4.19Xx 104 2.90X10"

3 1.37X10% 1.24X10% 1.42X10" 1.34X10" 9.57X10"

2.3 rAAV E®HEFE
PIRSL $ (MOD K 250 ¢ 1,500 2 1.1 000 = 1 4334 S Hela 4008, K26 £ X B0 A 3 BF
~. HIE 3 A BEE MOI K, Rk G AL NMAMPE B L. rAAV L3 W B 555 293T 41, W
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23Rk GFP g H  Geit 43 Hrds 3 rAAV B il B ISR 3 TR, B3R 3 7H3A A 1.3 it rAAV Py
e RTHBE R 9.85X107 TU « mL ', FE[A AL B2 5 4% S BE A LA GC/TU 7] el rAAV (5 G SR
MFEIBRE 09 E GC/TU /N NIRRT B BRAH DG 5 2 AR 55 & 01 St AAV2 FRiEM 1Y
GC/TU Jy 64. 4, 5285 5= il £ 14 3 #it tAAV (5 GC/TU 435k 88. 45,88. 58,87. 58 CEH#J{H K 88. 20,
5 AAV2 brie ) GC/TU #5033k

(a) MOI=250:1 (b) MOI=500:1 (¢) MOI=1 000:1
Kl 3 rAAV-GFP #3565 R A wH A
Fig. 3 Transduction fluorescence expression situation of rAAV-GFP

® 3 AFEHKK rAAV 5 50

Tab. 3 Transduction titers of rAAV in different batches TU « mL™!
¥ S B2
ek — - e T FE (B SD
1w 92 K %3 8
1 9.41X10° 9.97Xx10° 9.18X10° 9.52X10° 4.04X10°*
2 4, 42X<10° 4.70X10° 5.07X10° 4.73X10° 3.36x10°
3 1.55X10% 1.41X10% 1.62X10% 1.53X 10" 1.07 X 10°
3 iFig

AT Z2 805056 %00 rAAV B2 E R AT Q- PCR J5i% {2 Q-PCR HAENIE rAAV AL 41
T 52 25 5% rAAV, 5578 tAAV AU 2 363K 5% 1k DR, BT 23 5158 o i K2 Rt 3¢ R
ELISA. Q-PCR e 575 1 . 3 BN E r AAV BACTE T4 BE |k R 41 2 0 5% 3 B2 OF 1T 3 P/GC
EHE R 41.70.GC/TU P A 88. 20,35 5 AAV2 prifEfh 9 P/GC.GC/TU BRI R W % 1
rAAV R 5 AR E A AR 2.

rAAV N 25911 I PROT 9T 2 587008 58 H BoA A 30 A e s v (Bl R IR ) K B rAAV K583
123 | R ™ A 200 B G 5 1 . T SRR Y T AAY KR PR 2 ) 110 o AR AR R L R AT R 9 BN L R AR IE
rAAV 553 R 25 %0 ) IR Rl b i X ER rAAV Al R LA e RS TR . S — i R R 4
T B2 B 0 B2 TC 1 b rAAY B TR BR I L IR TR rAAYV B BR R LI L7 B E rAAV BIRGE
T B TR LI B R S B SO AR AR R T AAY TR bR o A A S R T — OB I
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