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https://www.cellosaurus.org/CVCL_6665

gl oNeSLll
il a2V Lo o 710 laws)l ] caisl (FBS) 85l oo 70,15 Pluronic F-68

bl ssls]

plasiwly 59 aiailall LIS Jaitly Jo 15 asw wosil (p9 ailzall LI gozl PBS pommizally posdSIl ] iy 30l Golsi) o 5-3 pasial
T25 ,l9a) Jo 10-5¢ T75). 5UsST gio (ls) Jo 2-1 T25, ,lsd) Jo 2.55 T75) az wxd 0liaizYl Ll gomwl LM assla) alolS aglass ¢losal
cam i oLe] dslias 3las s 3Spadl el ams 5S40 W boly aimilall LMl daleall L] oo JS als| aibaxl ax 55055 10 sxe) as,2l 5,,>
aaz dowwg Gl e 5332 ,lsd W] el lrall Jass asliay LY S,

ol astis 0,1-2 x 106 Jo/aul>
salll Olig xms (odlal (o 8 lsall) £l 5wVl Laaws cro o 25 o8 555 iuissi
achlly glill &l

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.
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