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1 KA %% Powder packaging

Transpro CD 01 plus 577 5 — i FH Rk % 55 7 05k, 1207 it vl [F] IS T HEK 293 ZH AT CHO 28 i 4% AR5 7%
o B R SRR e et R, R e Qe AR rh AN R Z 03K . Transpro CD 01 plus ¥4 77 523 &K /] HEK 293
Expi293F. 293F. 293E %5 HEK293 %4 4H i f1 ExpiCHOS. CHOS %% CHO RAVHMIEATHE R ISR hifk. EA4LE
R 2 1 Ik I e b s o 1207 o S8 A 2 By IRE B TR 2R TREh R R - TRl AR Tesh P liE )
KR KN o A7 i AN E BLE5 177 Transpro CD 01 plus H 9K AR 0354 6mM L-23 2 Bt/% - Transpro CD 01
plus WA CEAESH L-A AW, R RSN 4-6mM L-43 Z B -

Transpro CD 01 plus medium is a universal transient medium, which can be used for subculture, high-density culture
and transient transfection culture of HEK293 cells and CHO cells. The transient transfection process does not require
centrifugation to change the medium. Transpro CD 01 plus medium is suitable for the use of 293 series cells such as HEK
293, Expi293F, 293F, 293E and CHO series cells such as ExpiCHOS and CHOS for transient transfection expression culture
of antibodies, recombinant proteins and viruses during the development and manufacture process. Transpro CD 01 plus is
an animal-derived component free (ACF), protein free (PF), chemically defined (CD) medium. Transpro CD 01 plus does
not contain any hydrolysates, which ensures consistency between batches and improves the efficiency of the cell culture
process. This product does not contain anti-clumping agent. Transpro CD 01 medium powder package contains 6mM
L-glutamine. Transpro CD 01 plus liquid package does not contain L-glutamine, It needs to be supplemented with 4-6mM

L-glutamine when used.

EH T2 TE B L 2ZH R (BLIL AED

Suitable for powder packaging of Wuxi Duoning pin mill process (taking 1L as an example)
LAESFCBUAAR 90% /e A7 2tk (900mL);

1.Prepare ultrapure water with a volume of about 90% (900mL);

2. /N Transpro CD 01 plus ¥5773E4 K 23.8g, R fETE A
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2.Add 23.8g of Transpro CD 01 plus medium powder, stir and dissolve completely;
3 IMABRIR AN 2.220g;
3.Add sodium bicarbonate 2.220g;
445 PE 2 58 RV R
4. Stir until completely dissolved;
584, PPk 5~10 min;
5.Constant volume, stirring for 5 ~ 10 min;
6.l pH A1i53%E 1K ; (pH Yul 6.90-7.60, 53 %[l 275-330mOsm/kg)
6. Detecting pH and osmotic pressure;(pH 6.90 to 7.60, Osmolality 275 to 330 mOsm/kg)
7.H°0.22um IS IE AR BRI UE

7. Sterilize and filter with a 0.22um filter.

L BN B2 suggested cell inoculation density: 0.2~1.0 X 10° cells/mL
(2) IRJZ temperature: 37°C

3) CO.: 8%

2R R AP o AR EAR M IME, ERRRM BIA R IR AL, A=K CL EEIAT . XA L4 o br, (A
R FRFEIN AT g R HIRR B IE SRk .

Most cell lines use this product without any domestication, and can be directly inoculated into this medium and passed
for more than three times. For some cell lines, gradient continuous domestication may be used when using this series of

medium.

(D ERETAEG FHE&VRAE: 90% Transpro CD 01 plus+10% — FETK (DMSO) JBATH, 2~8CTTHik
(DMSO MR B D ;
Prepare the cryopreservation solution on the super clean workbench: 90% Transpro CD 01 plus + 10% dimethyl
sulfoxide (DMSO) mixture, precooling at 2~ 8°C(heat will be released when DMSO is diluted);
@ VAR AT K, KT 15X 100cells/mL, 52 KT 95%, — MR %A 1.0~1.5

X 107cells/mL;
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Cryopreserved cell fluid: in logarithmic growth stage, with a density greater than 1.5 X 10°cells / mL, and the
activity rate is greater than 95%. Generally, the recommended freezing density is 1.0 ~ 1.5 X 107cells/mL;
(3) MM 800rpm B> 5 min;
The cell fluid was centrifuged at 800 rpm for 5 min;
(@O ZASEIH LR, SRR BRI A, R E 1.0~1.5X 107cells/mL, F4H 1588 2 T0 M i A7
it
Slowly pour out the supernatant and resuspend the cells with cryopreservation solution, and the cryopreservation
density is 1.0 ~ 1.5x107cells / mL, transfer the cells to the sterile cryopreservation tube;
& KHEFEETERARMEEE T, S0°CHALR, HHER BRI, WREEHRAE, o
FBAERER, LR
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°CUA¥ 30min;
® freeze at 4°C for 30min;
®  20°CURAT 2~4 /M5
® freeze at -20°C for 2~4h;
® -B0°CIHAFILH;
® freeze at - 80°C overnight;
® LR URME TSI AE

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

OHE# 37°CliK, H TR
Prepare a 37 °C warm water to thaw frozen cells;
@#ER 15 mL LB E 0%, I 2~5 mL [1 Transpro CD 01 plus;
Prepare a 15mL sterile centrifuge tube and add 2 ~ SmL Transpro CD 01 plus;
OMIBEME P R A, AR 37 CKI I A i AR AL
Take out the cryopreservation tube from the liquid nitrogen tank and rapidly thaw frozen cells in a 37°C water bath;

@H 75% K QB BREAAE G, EREEESPITINAFE, KR ERHEHE 15ml 08T, 800rpm &
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After wiping the cryopreservation tube with 75% ethanol, open the cryopreservation tube in the sterile operation
table, transfer the cell suspension to a 15 mL centrifuge tube and centrifuge at 800 rpm for 5 min;
OB EH _FiEW, #H 15~20 ml Ti#% Transpro CD 01 plus HH BT, %% 125 ml 4
Slowly pour out the supernatant, resuspend it with 15 ~ 20 mL preheated Transpro CD 01 plus, and transfer it to a 125
mL shake flask;
@ E T 37C, 8% COz, 110~130rpm (TR 8535,
Place it in a shaking incubator with 8% COz, 110~ 130rpm, at 37°C for culture;
@77 2-3 RIa, FAMMLHEAT T BLAR.

After 2-3 days of culture, the cells are counted and subcultured.

R 0.2~1.0x100 cells/mL (%5 FEREATAAR, BE0E 2~3 RibE, (B0, AT 3 AR, AR, DAY 40 s
J1o FRAME JRE IR, 1K 90%LA FJE, L 0.2~1.0x100 cells/mL 125 FEREATY 44, EEEBIFTH P48, F
TAREIEFWFRAE: W5 JIRT 95%, AT [E 4, A=K AE I [A) IEH .

The cells are seeded at 0.2 ~ 1.0x10° 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%.
The seed cells were expanded at the density of 0.2 ~ 1.0x10° 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.

OEYLRT— RA% R 2.0X 100 cells/mL 5 FEHFD, Hr8s — R % 4.0 X 10° cellsymL 7245+
The day before transfection need to seed cells at 2.0 X 10° cells/mL, the cell density can reach 4.0X 10° cells/mL on
the second day;
QR RN EUS, QUG 5 >95%, TRAIMSE =4.0 X 10° cells/mL, A B4R 2540 % A T
4.0X 100 cells/mL, wl@ I B0 (800rpm, 5 min) WAEAHM, FF4H LA 4.0 X 106 cells/mL % & # & T Transpro CD 01
plus #1;
After cell counting on the second day of culture, the cell viability was more than 95%, and the viable 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 resuspended at 4.0x10° cells/mL density in Transpro CD 01 plus;
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O:MBIRE T Y, 14 DNA M PEL R4

The mixture of DNA and PEI was prepared according to the transient process;
ORIREWIMA BRI, BT R

Add the mixed solution to the medium for culture;

G537 18h Ja , BEMINAMEHE IR Transpro feed 1 (R B BCAMI AR IR 3-5%), BUE 41L& HMINA RS
773 DN feed B2 GRIEZEZR VAWM FAAF 0.3-0.5%), At —DIE mim g % B AR AR IA &

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 production.

©#RE TR, REHIET 60%, HARH .

Culture until 7 days, or the viability is less than 60%, and end the culture.
[ fit 7 A1 B 5 Storage and retest date ]
Tk ke 2~8°C #OGLlEAE, BRIy 24 M H
Powder packing: 2°C to 8°C, Protect from light; retest date: 24 months.
[ 477 k15 B Manufacturer informationy)
X PR Name: L% 2 THEMEHIAIR AH]  Wuxi Duoning Biotechnology co.,Ltd
Witk Address: o8 HT n g Tk e #r4E1#% 2-1. 2-2 5 5 No.2-1, No.2-2, Xinji Road,Singapore Industrial Park,
Wuxi
HLiE Tel: 0510-85956600

Pk Website: www.duoningbio.com
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