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% 7*/DuoNing

YDA S PR BE RS 57 2L HighePerfofmance Culture Medium for Animal-Cells

V194-01

AR L3 Powder packaging
[ 7= & BE8H Product/description]

Media C-01 #5775 & —MTLEIVIRIERL >« TEERE RSN A7 g BROE Rl IR dt, @6 K F o [ 4 B O B
i (CHO) BEATIRYT YRR A ™ W AR A A P I RE B 70 LB 9% . AMEF M RS FR AN I 97 . Media C-01 5 7R FEA
EH LA &M% . &4 CHOK1. CHOKISV. CHOS Fl DG44 %5 [F) 4l ik if 55 77 o

Media C-01 medium is a chemical defined basal medium with no animal origin components, no protein, which is
suitable for batch culture, fed-batch culture and perfusion culture in the development and production of therapeutic protein
products by Chinese hamster ovary (CHO). Media C-01 medium does not contain L- glutamine. It is suitable for the culture
of different cell lines such as CHOK 1, CHOK 1SV, CHOS and DG44.

[ ficii| 45 7 Preparation guide]
EH T AREEE (BLIL A Suitable for powder packaging (taking 1L as an example)
1. HESTEHAAT 90% 2247 4K (20~30°C);
Prepare 90% volume ultrapure water (20 ~ 30°C);

2. S0\ Media C-01 £ 72368 K 23.03g, FiHk 20 min, FEH K BHOT K,

Add 23.03g of Media C-01 medium powder and stir for 20 min until the powder is dispersed;

3. A 3.27 mL 6M NaOH ¥, i+ 20min, A BT ;

Add 3.27 mL 6M NaOH solution and stir for 20min, then the solution is clarified;
4. IMABRIRZDA 2.22g, HiEHE 5~10min, FFMEE4E;

Add 2.22g sodium bicarbonate and stir for 5~10min until it is completely dissolved;
5. 87 pH & 7.00~7.40 (AL TFELE),

Adjust the pH to 7.00 ~ 7.40 (Optional step);

6. JEA, PiFE5~10min, KINBEL GBBEIEHEAE 280~320 mOsm/kg);

Constant volume, stirring for 5 ~ 10 min, and measuring the Osmotic pressure of the solution (Osmotic pressure

range is 280~320 mOsm/kg);
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7. H 0.22pum B8 &R I UE, 2~8 CREGIRAE

Sterilize and filter with a 0.22um filter, and store at 2-8 °C in dark.

L WA FEF 2 B suggested cell inoculation density: 0.3~1.0 X 10° cells/mL
(2 R temperature: 36.5°C

(3) CO:: 6~8%

ZHANNIRR A= SR AT EAEM YL, B BEARR IR, A= LRI, A Lean bk, A
FE IR HEI AT BE LR FH RS BEESYIME, BARPIRINT
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 medium. The
specific steps are as follows:
(L HE#EYIML Direct domestication
KBRS 40 BBk T LA EL P YI4G 5 Media C-01 3577 3E .
Most cell lines can be directly domesticated in Media C-01 medium.
MR 25 E : 3.0~8.0x10° cells/ml
Cell inoculation density: 3.0~8.0x10° cells/mL.
B 2~3 A0, EIGIEIEE R80E, ISR >90%, FoangiMIpR I 78 .
At least 2 to 3 passages, the doubling time is normal and stable, and the cell viability is more than 90%, indicating that
the cell strain has been domesticated.
(2) #4914k Continuous domestication
® UMUK IR IR A IR AR RCE KRR ], AIMIE R > 90% 0, A 2] 50%: 50 % (Media C-01: JRIF
B ARSI R A R IR, BER A TR 3~5%105 cells/mL, TE 36.5°CHl 6% CO, #5575 . Mt 3~4
FIEF] 1x100 cells/mL PA_E, F£4%;
The cell strain was cultured in the original medium until the middle of exponential growth period, and when the
cell viability was more than 90%, it was inoculated into the mixed medium with the volume ratio of 50%: 50%
(Media C-01: original medium), and the inoculation density was 3~5X 10° cells/mL, and it was cultured at 36.5°C

and 6% CO,. The cells were cultured for 3~4 days to reach more than 1X 10° cells/mL, and then subcultured.
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® CKANNEIEAE] 75%: 25% (Media C-01: JRHiFRHE) ABLLECHI IR A1 IREErp, AP E AR 3~5x10°
cells/mL, 7E 36.5°CH 6% CO» Hi 77, MAEIEIF 3~4 RikH] 1x10° cells/mL PA_L, A£4L;
Cells were inoculated into the mixed medium with the volume ratio of 75%: 25% (Media C-01: original medium),
and the inoculation density was 3~5X 10 cells/mL, and cultured at 36.5°C and 6% CO.. The cells were cultured
for 3~4 days to reach more than 1 X 10° cells/mL, and then subcultured.

® KiiZZMIERlE] 100% Media C-01 7R3k, A EAE 3~5x10° cells/mL, £ 36.5°CHI 6% CO2 3577 il
BEFE 3~4 RIAF] 1x10° cells/mL DA E, 1£4%;
The cells were inoculated into 100% Media C-01 medium with the inoculation density of 3~5X 10° cells/mL, and
cultured at 36.5°C and 6% CO.. The cells were cultured for 3~4 days to reach more than 1 X 10° cells/mL, and
then subcultured.

® {F 100% Media C-01 357K, LR 2~3 X, (HHIH] F) IEHREOE, 4IG5> 90%, Rocdiiakdlife e
Fis
In 100% Media C-01 medium, at least 2~3 generations, the doubling time is normal and stable, and the cell
viability is more than 90%, indicating that the cell strain is domesticated,

® CRHIARYIMEE Py, 2 40 id 2 AR ARG BE BEARMC, PIEFEA 10: 90 (Media C-01: JR¥FFRIE) AL
Bl R A TR AL, 21819 Media C-01 RIELHIE] 25: 75, 50: 50, 75: 25, 100: 0; siELFEHE
WSS, EHTEEAT AR
When adopting this domestication procedure, if the cells still grow slowly or have low activity, we can consider
slowly increasing the proportion of Media C-01 to 25: 75, 50: 50, 75: 25, and 100: 0 from the mixed medium with
the volume ratio of 10: 90 (Media C-01: original medium). Or the cells are collected by centrifugation during the

process and subcultured again.

L fE#E TAEG BRIV 90% Media C-01+10% —HIE:AL (DMSO) JRAK, 2~8CTHiiA (DMSO
MBI S B TR 5
Prepare the cryopreservation solution on the super clean workbench: 90% Media C-01 + 10% dimethyl sulfoxide
(DMSO) mixture, precooling at 2~ 8°C(heat will be released when DMSO is diluted);

@) WRAFANN: AHAL TR BUE K, BEERT 1.5X 10 cells/mL, % KT 95%;
Cryopreserved cell fluid:Cells are in logarithmic growth stage, with a density greater than 1.5 X 10°cells / mL,

and the activity rate is greater than 95%;
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(3) MM 800rpm B5.L» 5 min;
The cell fluid was centrifuged at 800 rpm for 5 min;
@ ZSEIH B, SRR E BRI, R L 1.0~1.5X 107cells/mL, F4H1F588 2 T0 M i A7
EP 5
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, HHEBERER KA., WREEHRAE, o
FENh R, LRI
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°CIHAIER
® freeze at - 80°C overnight;
® LR & URME P AT

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

O 36.5°ClK, HI TR
Prepare a 36.5 °C warm water to thaw frozen cells;
@M 15 mL W ELE, A 2~5 mL [ Media C-01;
Prepare a 15mL sterile centrifuge tube and add 2 ~ SmL Media C-01;
MR EHE P R, A 36.5°C i 7K HoRE 2 AL ;
Take out the cryopreservation tube from the liquid nitrogen tank and rapidly thaw frozen cells in 36.5°C warm
water;
@H 75%H) LI BAIRAFE 5, AR ERAE & IR, B I 25 2~5 mL () Media C-01 ) 15 ml

BLE T, WRETIRS), 800rpm B0 5 min;
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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 Media C-01, blow and mix well,
centrifuge at 800 rpm for 5 minutes;

O H EIER, A 20~30 ml Fi# Media C-01 EHEE, HHBEZE 125ml B

Slowly pour out the supernatant, resuspend it with 20 ~ 30 mL preheated Media C-01, and transfer it to a 125 mL

shake flask;

@M ET 36.5C, 6~8% COz, 110~130rpm [KIFE K FFE; 7
Place it in a shaking incubator with 6~8% CO2, 110 ~ 130rpm, at 36.5°C for culture;

@7 2=3 RJG, RAMMLHEAT THEALAR.

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

&M SES ~6E5 [ AT, & 2~3 RiHH, &40 B 3 IRIEAR, AR, DUREAIE/. f54l
WiE IR IEHR, 15 90%LL )5, L SES ~6E5 KU ERHATY 1Y, HEIXBIFra M AR, MRS 1w HbsiE:
WJIRT 95%, AMMUIEAHINEEE, A A G A IR

The cells are seeded at SES ~6ES, 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 SE5 ~6ES5 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.

Media C-01 EFEF-a5s: 2~8ClLhtfr, HIM N 24 MH.

Media C-01 medium, powder packaging: 2°C to 8°C, protect from light; retest date: 24 months.

YRR Name: 82 THEMFRHEAR AR Wuxi Duoning Biotechnology co., Ltd.

Mot Address: To8#T Ny Dok el #r4E#% 2-1. 2-2 5] 5 No.2-1, No.2-2, Xinji Road,Singapore Industrial Park, Wuxi

H 1% Tel: 0510-85956600 Mk Website:. www.duoningbio.com
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