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

S4 CHO H13R3E 2 — MWkl s oy  To I « Jo sk F R/ HOFEGL B 77 2, A R A H 4 B BT S48 L (CHO)
BEAT IR PR P AP AR AR P i R P R b IR . AMRL S HERE SR AIFE UL 97 . S4 CHO RE FREEA B IR L i
HRUENE | -7 Bt & D8 R R EoRIEK Y . 1 &R M GS A DHFR fffiik £ 4t ) CHO-K1 40 PR R 77

S4 CHO Medium is a basal medium with no animal-derived ingredients, no serum ingredients and no protein
ingredients, which is suitable for batch culture, fed-batch culture and perfusion culture during the development and
production of therapeutic protein products using Chinese Hamster Ovary (CHO) cells. S4 CHO Medium is free of
hypoxanthine, thymine, and L-glutamine, and contains a small amount of hydrolysate of yeast and soybean origin. Suitable
for the culture of CHO-K1 cell lines using GS and DHFR screening systems.

[ {6 45 Fd User guidel

S4 CHO #7732 ufit vy CHO SRR ER A PR e & [ Bt ARG 7R 4t

S4 CHO Medium is specifically designed to enhance the growth and productive properties of CHO cells.
® K HEAIIERLRE SRR B KIE S

This product needs to be used with Basal Medium B powder;
® IR GS ik R G TR ML ARYE 75 EE AN B N0 R Fi s 0

When cultivating GS screening system engineering cells, hypoxanthine and thymine were added as needed;
®  JiJ% DHFR fifiif R4 TREA AR YE 75 2450 2~8mM L-13 & Bt

When cultivating DHFR screening system engineering cells, add 2-8mM L-glutamine as needed;
® NI ER, BURINKESN 0.5-10mg/L.

If adding insulin, the recommended addition concentration is 0.5-10mg/L.

[ ficHi| 45 7 Preparation guide]
EH TR AREE (L IL AFD
Suitable for powder packaging (taking 1L as an example)
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1. MERECBIAR 90% /2 A il (20~307C)

Prepare ultrapure water (20~30°C) with about 90% of the volume of the prepared liquid;

2. JM S4 CHO K:3=EMK 26.77g, i+t 20 min, HEE4.

Add S4 CHO medium powder 26.77g, stir for 20 min, dissolve completely.

3. AAME® 25mL 0.4M NaOH AW, MIAZERE 725 B 3K 1.48g, #iFE 10min, ¥E5E4, 1dN B B
Prepare 25mL of 0.4M NaOH solution, add 1.48 g of basal medium B powder, stir for 10 min, dissolve completely,
and record it as B solution,;

4. KU B ¥ 4mg FAZLHK. 1.6g BRIREH, 4R4L4% 4+ 20 min;

Add B solution, 4mg of sodium phenol red, 1.6g of sodium bicarbonate in turn, and continue stirring for 20 min;

5. “KH 6M HCI {75 pH & 7.00~7.40;

Adjust the pH to 7.00~7.40 with 6M HCI;

6. JEZ, i 5~10 min;

Constant volume, stirring for 5~10 min;

7. H 0.22pum i JEAR R IS IE

Sterilize and filter with a 0.22um filter.

2R R A P o AR EAR T IME, B BIA R IR, AR CL EEIAT . XA L4 o br, (A
RI B FRIEIN AT e EER AT YA, Bdo b iR T

Most cell lines do not require any domestication when using this product, they can be inoculated directly into this
medium and passaged for more than three times. For some cell lines, the use of this series of medium may require
domestication, the specific steps are as follows:
(D E¥:YI4k Direct domestication

KR 40 PR AT A ELRYIE 2 S4 CHO R 77 4.

Most cell lines can be domesticated directly into S4 CHO medium.

AN FEFP 2% B2 3.0~8.0x10° cells/mL

Cell inoculation density: 3.0~8.0x10° cells/mL

TR 2~3 A, REHEERE R AT, 4HME 2 >90%, g Ak YIAL 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.
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(2) #2914k Continuous domestication

Y MR AE S R 3 R AR B K P ), IS 6 > 00% 0, EFI R 50%: 50 % (S4 CHO: JFUI%IEEL) fh
FALCEC I (VR A B g kb, Hefh 2% BEALE 3~5%10° cells/mL, 7E 36.5°CHI1 6% CO, 575, 4HMIRE 77 3~4 KiAF] 1310
cells/rmL VA F, f£4X;

When the cell line was cultured in the original medium until the middle of the exponential growth period and
the cell viability was >90%, the cell line was inoculated into the mixed medium prepared with 50%:50% (S4
CHO: original medium) volume ratio, the inoculation density was 3~5x10° cells/mL, and the cells were cultured
at 36.5°C and 6% CO.. Cells were cultured for 3~4 days to reach more than 1x10° cells/mL and passaged,

KoL PeAh 2] 75%: 25% (S4 CHO: JFREFRIE) ARARELECHI IR & B Rt eh, At BEAE 3~5x10° cells/mL,
1E 36.5CH 6% CO2 1577 . 4% 3-4 KikF] 1x106 cells/mL LA |, 4K

Cells were inoculated into mixed medium prepared at 75%:25% (S4 CHO: original medium) volume ratio at an
inoculum density of 3~5 x 10° cells/mL and cultured at 36.5°C and 6% CQO.. The cells were cultured for 3~4 days to reach
more than 1x10° cells/mL and passaged;

Kz R 2] 100% S4 CHO R5 970, R0 2 [ /E 3~5%10° cells/mL, 7£ 36.5°CHI 6%CO, 5577, A5 7% 3~4
KIEF] 1x100 cells/mL VL E, F£4%;

Inoculated the cells into 100% S4 CHO medium at a density of 3~5 x 10° cells/mL and cultured at 36.5°C and 6% COx.
The cells were cultured for 3~4 days to reach more than 1x10° cells/mL and passaged;

£ 100% S4 CHO ¥ 774, LA 2-3 AR, (GG A I FRE, 0006 5 >90%, Fondi itk dIie 72

In 100% S4 CHO medium, passaging for at least 2~3 generations with normal and stable doubling time and cell
viability >90% indicated that the cell line domestication was completed;

KHIAYMERE IS, M R AR S sH BEARAC, FIEFEM 10: 90 (S4 CHO: JREFFRFE) MM LLHECHI )
IRERIRAER, ZIBWIN S4 CHO ILLBIE 25: 75, 50: 50, 75: 25, 100: 0; = b2 B0 40, ik
1A

When adopting this domestication procedure, if the cells still grow slowly or have low activity, we can consider slowly
increasing the ratio of S4 CHO to 25: 75, 50: 50, 75: 25, 100: 0 from the mixed medium prepared with a volume ratio of 10:

90 (S4 CHO : original medium). Or the cells are collected by centrifugation during the process and subcultured again.

(D) ERBE TAES FUERRIFI: 90% S4 CHO ¥ 72 5:+10%  — F L 7 (DMSO) IR A Wi, 2~8C Tiid (DMSO

MR 2 BEBOAED
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Prepare freezing solution on the ultra-clean bench: 90% S4 CHO medium + 10% Dimethyl Sulfoxide (DMSO)
mixture, pre-cooled at 2~8°C (DMSO will release heat when diluted);
@ WREFIMI: AT R BUEKI, KT 15X 10%ells/mL, KT 95%:
Frozen cell fluid: Seed cells were in the exponential growth period, the density is greater than 1.5x10%ells/mL,
and the viability is greater than 95%.
(3 413 800rpm 55 5 min;
Centrifuge the cell culture fluid at 800 rpm for 5 min;
@ BB LW, ERGRAARE NI, AP 1.0~1.5X 107cells/mL, H 40 MU F5 28 0 I8 R A7
5
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;
6 HEFEETETRWEMEFERT, -80°CHMALR, BB BRER D KA. A SHER,
TR, 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°CURA7 30min;

® freeze at 4°C for 30min;

®  20°CURAT 2~4 /N

® freeze at -20°C for 2~4h;

® -B0°CIHAfFILH:

® freeze at - 80°C overnight;
®  HLRE A RUE PRI A

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

O 36.5°C /K, TR0,
Prepare 36.5°C warm water to thaw cells;
@#E 15 ml THEEOE, A 2~5mL ) S4 CHO 774,

Prepare a 15 ml sterile centrifuge tube and add 2~5mL of S4 CHO medium;
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M E T B R A, TIHAE 36.5°C il /K A ok 4 1 ;

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

@H 75%1 QB BRI, R ERAE G T RS, KA 25 2~5 mL ff) S4 CHO 1 15 ml
D, WITIRA), 800rpm Z5.0» 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 S4 CHO, blow and mix well, centrifuge at 800 rpm
for 5 minutes;

GBI LIS, fHH 20~30 mL Fi#k S4 CHO B BB EVE, % 125 mL B
Slowly pour out the supernatant, re-suspend it using 20~30 mL of pre-warmed S4 CHO medium and transfer it to a
125 ml shake flask;

@ E T 36.5°C, 8% CO2, 80%IESE, 110~130rpm KIFEFRH 15975
Place in a shaker at 36.5°C, 8% CO», 80% humidity, 110~130rpm;

@ F% 2-3 RJa, W IRREAT THEUE A

After 2-3 days of culture, the cells were counted and passaged.

2 SES ~6E5 HYE AT, ARG 2~3 KR8, AN /1 3 AeM, AR, DUIKE A 7). fr4i
WK IET, 35 90%LA B JE, LA SES ~6B5 M BEHEATY 1Y, ERBBIPTHM AR, FRES ERRARHE: 3
JIRT 95%, AN B, A ARG I T IR

Cells were subcultured according to the density of SES~6ES, counted every 2-3 days, and subcultured. After the first
three passages, the volume remained unchanged to restore the cell viability. After the cell viability returns to normal,
reaching more than 90%, it is amplified at the density of SE5 ~6ES until the required seed volume is reached. The standard
of normal seed state is that the viability is more than 95%, the cell morphology is regular and round, and the growth

doubling time is normal.

RMgAFERML, TR 28 CREAELSE, ARUEN 24 N
Shanghai production base, powder packaging: 2°C to 8°C, protect from light; validity period: 24 months.
TH A, TR AL 28 ClbLfigfr, RN 24 1H.

Wuxi production base, powder packaging: 2°C to 8°C, protect from light; retest date: 24 months.
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#FK Name: _Eig 2 7 AEWRHE A A IR 28 7] Shanghai Duoning Biotechnology Co., Ltd.
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itk Address: E#ETTAAVTIX R 5ERS 1525 55 30 1% Building 30, Lane 1525, Mingiang Road, Songjiang District, Shanghai
HLTE Tel: 021-64340155 P4k Website: www.duoningbio.com

ZFK Name: T8 2 THEDFH AR AT Wuxi Duoning Biotechnology co.,Ltd

Hohl Address: @B inyg Tkl #rEE#% 2-1. 2-2 5] )5 No.2-1, No.2-2, Xinji Road,Singapore Industrial Park, Wuxi

HL & Tel: 0510-85956600 M1k Website: www.duoningbio.com
Controlled document. Unauthorized use, disclosure or copying is prohibited. All copyright violations will be prosecuted. 6 of 6

Shanghai Duoning Biotechnology Co., Ltd. Wuxi Duoning Biotechnology Co., Ltd.



http://bak.duoningbio.com
http://bak.duoningbio.com

