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% 7*/DuoNing

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

V185-00

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

Media C-05 #5775 /e — M LSV RIE Ry « o E RS A7 g BROE Rl IR dt, @ K F o [ 4 B O B
i (CHO) BEATIRYT PR A wh AR A A P i RE B 70 LB 9% . AMEF M LR FR AN I 97 . Media C-05 B5 7R HEAN
EH LA &M% . &4 CHOK]L. CHOKISV. CHOS. DG44 %5/ [F 4t M # 1 15 5% o

Media C-05 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 -05 medium does not contain L- glutamine. It is suitable for the culture
of different cell lines, such as CHOK 1, CHOK 1SV, CHOS, DG44.

[ ficii| 45 7 Preparation guide]

Media C-05 Hi7r3p AR A (L 1L N

Media C-05 medium powder packaging (taking 1L as an example)

1 HESECBIARAR 90% 2 4 (AL 7K (20 ~ 30°C);

Prepare 90% volume ultrapure water (20 ~ 30°C);

2. A Media C-05 357238 K 22.29 g, B M AT, FFALNHE 10 min;

Add 22.29 g of Media C-05 medium powder, stir until the powder is completely dispersed, and continue stirring
for 10 minutes;

3. S 4.4mL 6M NaOH, ZkZ:45HE 30min, IRV BIE S

Add 4.4mL of 6M NaOH and continue stirring for 30 minutes until the solution is clear;

4. AN 1.8g IREAN, HiH: 10min;

Add 1.8g sodium bicarbonate and stir for 10 minutes;
5. T pH & 7.00~7.40;
Adjust the pH to 7.00 ~ 7.40;

6. JEA, PHE5~10 min, FMBIEE (BIEEEELE 275~325 mOsm/kg);
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Constant volume, stirring for 5 ~ 10 min, and measuring the Osmotic pressure of the solution (Osmotic pressure
range is 275~325 mOsm/kg);
7. H 0.22pum I IE AR BREILIE, 2~8 CREOGIRAF

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

O FW Y Pu3EF 2 Suggested cell inoculation density: 0.3~1.0x10° cells/mL.
@ ¥ Temperature: 36.5°C

3 CO2: 6~8%

DR E A= SR AT EAE MY, B BARRIRIE, A= EL I . i Ledn bk, A
RIS AT R EER A YA, AP RINE
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, domestication may be used when using this series of medium, and the
specific steps are as follows:
(L HE#EYIML Direct domestication
KR 7> 2 bk T LA EL R & Media C-05 7.
Most cell lines can be directly domesticated to Media C-05.
Y ffu % FE Cell inoculation density: 3.0~8.0x10° cells/mL
TR 2~3 A, AEHEI LR R, 4HME 2 >90%, Fon g Ak Y1k 78
After 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 has been domesticated.
(2) #£:Y14L Continuous domestication
®  JURRARAE R IR IR E R BUE R, MR > 00%I , EAlE] 50%: 50 % (Media C-05: J5il% 77
3 PRI LRI R A 35 IR AL b, HERh & BEAE 3~5%10° cells/mL, 7E 36.5°CH1 6% CO, Hi7%. A7 3~4
KIEF] 1x100 cells/mL VL E, F£4%;
The cell strain was cultured in the original medium to 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-05: original medium), and the inoculation density was 3~5x10° cells/mL, and it was cultured at 36.5°C and 6%

CO:s. The cells were cultured for 3~4 days to reach more than 1X 10° cells/mL, and then subcultured.
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® CHANNIEFE] 75%: 25% (Media C-05: JREFRFE) RPILLECHI R &8 IR AR, B & 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 a mixed medium with the volume ratio of 75%: 25% (Media C-05: original medium),
and the inoculation density was 3~5 X 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.

® KiZZMERNE] 100% Media C-05 H1, Hfh# FEAE 3~5%10° cells/mL, 7E 36.5°CH1 6%CO, 77 . A7
3~4 KiEF| 1x100 cells/mL LA L, F£4X;
The cells were inoculated into 100% Media C-05 with the inoculation density of 3~5 X 10° cells/mL, and 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.

® i 100% Media C-05 ', FDLAC2~3 4K, IS L HFe0E, 4HMLIT R >90%, R R IIL 5
In 100% Media C-05, 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 has been domesticated.

® CRHIAYIMLIE Py, 40t & A KRS BE FARMK, W5 &M 10: 90 (Media C-05: R FRIE) AR
Bl R S B TR AL, 212 M N Media C-05 HLEGIR 25: 75, 50: 50, 75: 25, 100: 0; &AL E
ORI, ERTHEAT AR
When adopting this domestication procedure, if the cells still grow slowly or have low activity, we can consider
slowly increasing the ratio of Media C-05 to 25: 75, 50: 50, 75: 25, 100: 0 from the mixed medium prepared with
a volume ratio of 10: 90 (Media C-05: original medium). Or the cells are collected by centrifugation during the

process and subcultured again.

O G TAEG FHERRTER: 90% Media C-05 + 10% —HIETHN (DMSO) JE& K, 2~8°CHi4 (DMSO
i PE I S BRI DD 5
Prepare frozen solution on the super clean workbench : 90% Media C-05 +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, R AT 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 BS.t» 5 min;
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Cell fluid was centrifuged at 800rpm for 5 min;
@ ZAR B B, R AAT R SR A, RAPE L 1.0~1.5x107cells/mL, R 4HAEHS 20 BARAT
s
Slowly pour out the supernatant, resuspend the cells with cryopreservation solution, the cryopreservation
density is 1.0~1.5%107¢cells/mL, and transfer the cells to a sterile cryopreservation tube;
O HHFEETERNIERGRAET, 80°CHRFIR, HHEME BB T KN A . WREHEFE, W
FaBA R, BRI
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°CUiAF 30min;
® freeze at 4°C for 30min;
®  20°CURAT 2~4 /I
® freeze at -20°C for 2~4h;
® -B0°CIHAFILH:
® freeze at - 80°C overnight;
®  BLRE A R I AE

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

@ #E# 36.5°C K, HITHEURAHIL;

Prepare a 36.5 °C warm water to thaw frozen cells;
@ #E% 15 ml EREOE, A 2~5mL [ Media C-05;

Prepare 15 ml sterile centrifuge tube and add 2~5mL Media C-05;
@ MR GEHBUH R AEE, IRIEAE 36.5°C /K TR 4 Ei ik ;

Take out the frozen tube from the liquid nitrogen tank and quickly thaw frozen cells in 36.5°C warm water;

@ H 5% QBB E G, AL BRI G TITIHAEE , AR £ 2~5 mL ) Media C-05 ] 15 ml
BOE Y, WRETIESS, 800rpm B4 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 Media C-05, blow and mix well,
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centrifuge at 800 rpm for 5 minutes;
® ZEEIH EER, H 20~30 ml ik Media C-05 HHi&?, B2 125 ml
Slowly pour out the supernatant, resuspend with 20~30 ml preheated Media C-05, and transfer to a 125 ml shake
flask;
® JHET 36.5°C, 6~8% CO2s 80%IESE, 110~130rpm FIFE K H 15775
Place it in a shaking incubator with 6~8% CO2, 80% humidity, 110 ~ 130rpm, at 36.5°C for culture;
@ ¥9%2~3 R, S4BT T ErL .
After 2~3 days of culture, the cells were counted and subcultured.
[ 4% 1O Cell passage ]

T ML I SES ~6E5 BB BEHEATAAR, BRE 2~3 Rit#, 4. BT 3 AL, AR, DRSS A0S /.
RrAMiG JIMRS IEH 75 90%LA BJ5, LA SES ~6E5 W% JE#EATH 1S, BRI ah A 78, Fh RS I bR
#E: WEIRT 95%, AL RS, AR Ak 1 I A) I

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.

[ it 7 A1 2 565 3 Storage and retest(datéy]
TeH L th, Media C-05 #5773 T tude: 2~8CHROLMETE, REHN 24 1A
Wuxi production base, Media C-05 medium powder packaging: 2°C to 8°C, protect from light; retest date: 24 months.
[ 477 k15 B Manufacturerdnformation )
R Name: %2 THEMFHIAR AR Wuxi Duoning Biotechnology co.,Ltd

Hohl Address: To8#T NI Tk 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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