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V165-01

WAk 2 Liquid packaging

Transpro CD 01 plus s& — il F B85 723k, 1% fh vl A T 0% HEK293 4 A (9 i 25 1 A= 7=, [R] B tmT
HEK293 ZH i fil CHO 40 AL AR B 77 . w5 % i 1 77 AR B % YL 15 7% . Transpro CD 01 plus i& A% A HEK 293,
Expi293F. 293F. HEK 293-SF-3F6. 293E % HEK293 R4 it ATt R FE h IR 88 . 180 88« RAH O 5555 11
A= 7% [} Transpro CD 01 plus & &% H HEK 293 .Expi293F.293F.293E %5 HEK293 %4141 ffl fl CHOK1.CHOZN
%5 CHO RAVAHMatAT A A ek R b i . AL B BRI B eaiB it IR . 1207 iR e A By IR E G 7R 5. B3
YIARIT S TEERE R s B Y RIS & E K. Transpro CD 01 plus A EHEAEH L-B 2B, 1
I} 75 /MR 4-6mM L-75 2 e «

Transpro CD 01 plus is a universal culture medium that can be used for the production of adenovirus in suspension of
HEK?293 cells, as well as for passaging, high-density culture, and transient transfection culture of HEK293 and CHO cells.
Transpro CD 01 plus is suitable for the production of adenoviruses, lentiviruses, adeno-associated viruses, etc. during the
research and development process using HEK 293 series cells such as HEK 293, Expi293F, 293F, HEK 293-SF-3F6, 293E,
etc. Meanwhile, Transpro CD 01 plus is also suitable for transient transfection and expression culture of antibodies and
recombinant proteins during the development process using HEK293 series cells such as HEK 293, Expi293F, 293F, 293E,
and CHOK1, CHOZN, and other CHO series cells. This product is a fully chemically limited culture medium, free of
animal derived ingredients, free of protein components, and free of animal or plant derived protein hydrolysates. Transpro
CD 01 plus liquid packaging does not contain L-glutamine, and an additional 4-6 mM L-glutamine needs to be added during

use.

O iM% E Suggested cell inoculation density: 0.2~1.0x10° cells/mL.
@ ¥ Temperature: 37°C
3 C02:8%

@ EANFEIINAN L-AREE 4-6mM
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It needs to be supplemented with 4-6mM L-glutamine when used.

2R R AP i A R BRI, B B IR AL, AR CLEEIAT . XA L4 o b, A
BRI FRFEIN AT e EER HIRE I 2Tk
Most cells lines can adapt directly into this product. They can be directly inoculated into this medium and passed more

than three times. For some cell lines, sequential cell adaptation may be used when using this medium.

@© 7EMEE TAES FE&URAEM: 90% Transpro CD 01 plus+ 10% —HIETEHL (DMSO) JBEW, 2~8°CTHik
(DMSO e I £ B s
Prepare frozen solution on the super clean workbench : 90% Transpro CD 01 plus +10% dimethyl sulfoxide
(DMSO) mixed solution, precooling at 2~8°C (heat will be released when DMSO is diluted);
@ HAAARI: AT IECERI], KT 1.5x10cells/mL, KT 95%;
Frozen cell fluid: cells are in the exponential growth period, with a density greater than 1.5x10%ells/mL, and
the viability is greater than 95%.
@ A 800rpm E5.Lr 5 min;
Cell fluid was centrifuged at 800rpm for 5 min;
@ ZAREIH B, A T A, RAE L 1.0~1.5x107cells/mL, K 4HAEEHS 2 0 R A7
H
Slowly pour out the supernatant, resuspend the cells with cryopreservation solution, the cryopreservation
density is 1.0~1.5x107cells/mL, and transfer the cells to a sterile cryopreservation tube;
® KHEFEETERNERGAET, -80°CHFIR, HHZREARE D KIIAT . WREAGAE, 7
FEAERER, DRWT:
Place the cryopreservation tube in the cryopreservation box containing isopropyl alcohol, freeze it at - 80 C
overnight, and then transfer it to the liquid nitrogen tank for long-term storage. If there is no freezing box, the

temperature can be reduced manually by gradient as follows:

4°C¥E 1 30min;
® freeze at 4°C for 30min;
®  20°CUEAF 2~4 /NI,

® freeze at -20°C for 2~4h;
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® B0°CURAILAL;
® freeze at - 80°C overnight;
® HLRE A URUE I AT

® transfer frozen cells to liquid nitrogen tank for long-term storage.

@© e 37°C R, JH T MR R4 ;
Prepare a 37 °C warm water to thaw frozen cells;
@ #E 15ml L0, A 2~5mL [ Transpro CD 01 plus;
Prepare 15 ml sterile centrifuge tube and add 2~5mL Transpro CD 01 plus;
@ MR ARG RS, WIEAE 37°C MK o g R i
Take out the frozen tube from the liquid nitrogen tank and quickly thaw frozen cells in 37°C warm water;
@ H T5%H CREBEERAAE R, LB G TR E, KA £ 2~5 mL ] Transpro CD 01 plus
1) 15 ml E0EH, WATIRS], 800rpm B0 5 min;
After wiping the cryopreservation tube with 75% ethanol, open the cryopreservation tube in the sterile operation
table, transfer the cell fluid to a 15 ml centrifuge tube containing 2-5 mL of Transpro CD 01 plus, blow and mix well,
centrifuge at 800 rpm for 5 minutes;
® ZEte L s, 4 15~20 ml 73 Transpro CD 01 plus HEHEF, % 125 ml T,
Slowly pour out the supernatant, resuspend with 15~20 ml preheated Transpro CD 01 plus, and transfer to a 125 ml
shake flask;
® JWET 37°C, 8% CO2, 80%IESE, 110~130rpm FIFE IR o 85 77
Place it in a shaking incubator with 8% CO2, 80% humidity, 110 ~ 130rpm, at 37°C for culture;
@ ¥i7% 2~3 KJa, XTHUpdATi-Hueat.

After 2~3 days of culture, the cells were counted and subcultured.

T AR 0.2~1.0X 100 cells/mL )2 FEBEATALAX, BER% 2~3 Rat#, A0 Al 3 A48, AL, DI
SUMIE . R KR, 3 90%LA FJG, LL 0.2~1.0X 106 cells/mL %5 JEHEATH 4, HEBBIFTHMH T
R, FhIRES ER bR 35 IIRT 95%, AARTEARIMIEEE, A KR A IEH .

The cells are seeded at 0.2~1.0 X 10 cells/mL, count and subculture every 2 ~ 3 days. In the first three passages, the

volume remained unchanged to restore cell viability. After the cell viability recovers to normal and reaches more than 90%.

Controlled document. Unauthorized use, disclosure or copying is prohibited. All copyright violations will be prosecuted. 3 of5
Shanghai Duoning Biotechnology Co., Ltd. Wuxi Duoning Biotechnology Co., Ltd.




1U3E %5 FN: SMP-RD-A0002-R06 A5 Ver: 2.1

D N IN
é ETE 4" VY Filing: filed immediately, permanently kept AR HIH Ed: 2023.01.12

The seed cells were expanded at the density of 0.2~1.0 X 10° cells/mL until reaching the required volume. The criteria for
normal seed state: the viability was greater than 95%, the cell morphology was regular and round, and the growth doubling

time was normal.

OFYRT— KRG 2.0x10° cells/mL 2 B, IR RANMUE AT R 4.0}10° cells/mL /247 s
The day before transfection need to seed cells at 2.0x106 viable cells/ml, the cell density can reach 4.0x10° viable
cells/ml on the second day ;

@R R EUE, ISR >95%, G A EE=>4.0x10° cells/mL, Al ELSEAE AT 5 40 e AR T
4.0x10° cells/mL, Al IS 250 (800rpm, 5 min) YA, F AL 4.0x10° cells/mL % i #H & T Transpro
CD 01 plus F5 723,
After cell counting on the second day of culture, the cell viability was more than 95%, and the living cell density
was > 4.0x10° cells / ml, can be used directly; If the cell density is lower than 4.0x10° cells / ml, the cells can be
collected by centrifugation (800 rpm, 5 min), and the cells can be separated at 4.0x10° cells / ml density was
resuspended in Transpro CD 01 plus medium,;

@ IR E R BEE T2, #]% DNA 1 PEI WS
The mixture of DNA and PEI was prepared according to the optimized transient process;

@RR A ROMABIFE IR, BT R
Add the mixed solution to the culture medium for culture;

@57 18h Ja, EUKMINAMELES 7R EE Transpro feed 1 GRFEE VORI TRAATR 3-5%), BUH HEFMMHMELES

75 DN feed B2 IR RUCNYIIGETFRATT 0.3-0.5%), TIHE— D mib 4n i 2 Al Rk &
After 18 hours of culture, it is recommended to supplement the supplemented medium Transpro feed 1 (the
concentration is recommended to be 3~5% of the initial culture volume), or the combined supplemented medium
DN feed B2 (the concentration is recommended to be 0.3~0.5% of the initial culture volume), which can further
improve the density of living cells and protein expression.

©FFRE TR, WEHNIKT 60%, SEHHE;FR.

Culture until 7 days, or the vitality is less than 60%, and end the culture.

Transpro CD 01 plus R G3E: 2~8°CEEYafitfr, AR N 12 4~H .
Transpro CD 01 plus liquid packaging: 2°C to 8°C, protect from light; validity period: 12 months.
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[ 2E 7=\ f5 B Manufacturer information ]
ZF Name: B2 AR AR AR Wuxi Duoning Biotechnology co.,Ltd

itk Address: To85HmyE Dol B8 2-1. 2-2 5 5 No.2-1, No.2-2, Xinji Road,Singapore Industrial Park, Wuxi

HL1E Tel: 0510-85956600 M1k Website: www.duoningbio.com
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