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HANDLING AND CULTURE

Culture medium
DMEM, w: 4.5 g/L 11pI93, w: 4 mM L-moI%a, w: 3.7 g/L NaHCO3, w: 1.0 mM 02N'D AN ('AIPVP 1DON Cytion 820300a)

Incubation atmosphere 37°C, 5%C02, NN NM'IN.

Supplements
10% 1IN> foIn FBS

Dissociation reagent TROIPN

Subculturing

2 DNIN fIVYI D'PIATN D'RNNNA [N DITAN NX 10N-PBS 'p1apa 1Ay .01mani 70 x5O T25, Y"'n 3-5-2 wnnwin PBS, 'p1apa 11y T75,

2 '0IPNY D'XNN NN NDD L|oN TNNRD ' 5-10-1 wnnwn-Accutase, 'plapa 112y 9'n 1-2-2 win'y N T25 'PIapa 1Ay Y 2.5-1 T75. NX INWN
DNIX 1TNNY 12 DIMTA YW "' 10 DY D'XNN NN NIV 220V ,0ATN INKY .DNIX pNaY M1 NPT 8-10 qwnY 17NN M0N0V MI'ATY D'RNN
300-2 NAIDIVIXD 221D TXI,NDMNYXg NIYTN NINYXY DNIN 12VNI N0 DIFTNA NOMND D'RNN DK TN [V 9T DX DY NPT 3 1wnd
ML DTN NIY'DN 110,

Thawing and culturing

Confirm that the vial remains deeply frozen upon delivery, as cells are shipped on dry ice to maintain optimal temperatures during transit.
Upon receipt, either store the cryovial immediately at temperatures below -150°C to ensure the preservation of cellular integrity, or proceed to
step 3 if immediate culturing is required.

For immediate culturing, swiftly thaw the vial by immersing it in a 37°C water bath with clean water and an antimicrobial agent, agitating gently
for 40-60 seconds until a small ice clump remains.

Perform all subsequent steps under sterile conditions in a flow hood, disinfecting the cryovial with 70% ethanol before opening.

Carefully open the disinfected vial and transfer the cell suspension into a 15 ml centrifuge tube containing 8 ml of room-temperature culture
medium, mixing gently.

Centrifuge the mixture at 300 x g for 3 minutes to separate the cells and carefully discard the supernatant containing residual freezing
medium.

Gently resuspend the cell pellet in 10 ml of fresh culture medium. For adherent cells, divide the suspension between two T25 culture flasks;
for suspension cultures, transfer all the medium into one T25 flask to promote effective cell interaction and growth.

Adhere to established subculture protocols for continued growth and maintenance of the cell line, ensuring reliable experimental outcomes.

QUALITY CONTROL AND CRYOPRESERVATION

Sterility

NIDDIAN NIP'TA NIYXNANA HHW1 NNDYDIR'MA DIN'T PCR N'XIXD'INIY NIDDIAN NNDYDIRM 'INT NIV'WI.
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Freeze medium NON 51T DIYTNA D'WNNYN 1IX 1N'PA MW D1Fnd (91D FBS) + 10% DMSO N'uand 1o
IN ,MYDNN INXD NNINI NN CM-1 ('AIY0p 190N Cytion 800100), -INDIX DINAIN 92100
NXDPNN DIAIN YNON NX N'NONYI NIYWINNNN DX 1YWY 1D DNDIWN 0191201 'aX' 11 0DAN.
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LEGAL AND SAFETY

Safety precautions

D'AN D'TA2Q1 NIDDHI WIN'Y DY T'OPNY W' .0N1MNN NINTVA 'YXAN DY T'OPpnY NAIN,NTNY MWD D111 [PIN2 YX1AIMP [DNND 0'IONN TWKD
NY'XDY 120N NX N'NDNY 712 NINT 1NN IX DTN [PINN 92 X NIXIDP NINAT NNAVA NYA (AN 'DpWN IN 019 NJ0ON2A WIN'Y DY D1 ,0N'NNN
DTN D'0'0Y NN DNAY DIYYN L INKXIN NYA DX'2AIMPN YW MWDK YIX'DA NXXIND.
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