
V79 COLONY FORMING ASSAY

Experiment Name 37Cs and 3HTdR toxicity western blot so7 ML- Exp

Investigator Bishayee
Date 04/05/99

Set the rocker-roller at 37C incubator with 5% CO2 set the Coulter Counter wash cells

from two 150 cm2 husk subcultured 12 24h before with PBS trypsinize cells each

resuspend in ml MEMB pool pass five times through cc syringe with 21 gauge needle

perform cell count by transfering 100 ul in Coulter cup containing 20 ml isotone Coulter balanced

electrolyte solution

Dilute to 4000000 cellsIml in MEMB count 3/Tooo cells/mi

Transfer ml of cell suspension into ten 12 ml tubes Falcon plastic test tube 17x100 mm

labeled 1-10 both on cap and wall

Keep the tubes in the roller for 3-4 at 37C 5% CO2 DatelTime O4f 05/44 p.m

After 3-4 remove tubes and from the roller irradiate tube using Mark irradiator 10

Gy wash cells in both tubes with ml MEMB suspend pellet in nil PBS transfer ml

suspension into Eppendorf tube wash remove the supernatant and disperse the pelletst9

at -20C

Prepare MEMB containing radioactivity in hood

tl 3HTdR Stock j.iCi/j.tl
on %/fq 2.....ml

MEMB

Remove tubes 2-10 from roller and add IvIEMB with or without radioactivity according to Table

below DatelTime Q4-/05/q4J 7oo

Tube 3HTdR Cells in MErvIB MEMB MEMA

uCi/mi
MElvifi ml ml

ml 3HTdR

ml

4uCiJml
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1.0
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1.0 0.4

0.75 1.0 0.625 0.375 0.4

1.0 0.4

0.75 1.0 0.625 0.375 0.4

1.0 0.4

10 0.75 1.0 0.625 0.375 0.4
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ci
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Return test tubes to roller for 12 Dateilime O4foJ/1 Ti
Next day while test tubes are in roller label 10 gamma-tubes 13 100 mmVWR glass test

tube

10 After -12 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm

yrecooled centrifugºj DatelTime
0/f fo6/.f

11 Remove buckets from centrifuge and carefully remove 150 tl of supematant and place in

prelabeled gamma-tube

12 Decant supematant click tubes vortex resuspend in 10 ml wash MEMA

13 Centrifuge tubes for 10 miii at 2000 rpm 4C

14 Decant supernatant click tubes vortex resuspend in 10 ml wash MEMA

15 Centrifuge tubes for 10 mm at 2000 rpm 4C

16 Decant supematant click tubes vortex resuspend in 10 ml wash MEMA

17 Centrifuge tubes for 10 miii at 2000 rpm 4C

18.Decant supematant click tubes vortex resuspend in ml PBS tubes and or 0.4 ml

MEMA tubes 5-10

19 Transfer nil suspension from tubes and to Eppendorf tube and follow step

20 Transfer the cell suspension from tubes 5-10 in polypropylene microcentrifuge tubes with

attached caps Helena Plastics 400 ul using 200 ul pipet tips

21 Centrifuge tubes for miii at 1000 rpm 4C

22 Transfer tubes at 10C for 72 DateTitne oPo./ /0

23 Fo1lowng/4
48 or 72 carefully remove the supematant from the top resuspend pellet in

200 ul wash MEMA and transfer the content to ten 12 ml tubes Falcon plastic test tube

17x100 mmlabeled 1-10 both on cap and wall containing 10 ml wash MEMA by using

pasteur pipet
DateTime

24 Again add 200 ul wash MEMA in microcentrifuge tubes resuspend and transfer the cell

suspensions in 12 ml tubes

25 Centrifuge the tubes for 10 mm at 2000 rpm 4C pcooled centrifuirei

26 Decant supematant click tubes vortex resuspend in 10 ml wash MEMA

27 Centrifuge tubes for 10 mm at 2000 rpm 4C

28 Decant supernatant click tubes vortex resuspend in 10 ml wash MEMA

29 Centrifuge tubes for 10 miii at 2000 rpm 4C

30 Decant supernatant click tubes vortex resuspend in ml PBS and follow step
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TABLE-i

Expt DatelTime o4-fo7q II- 00 04j

Tube Medium count for 30 ul Avg cpm dpm lCi/ml pCi/mi A0

cpm on counting on addition

E0.65

G241 O4OZ

Soo2 07512.-

31 So9oi O743

33fl5 5t O775
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TABLE-2

Expt DatelTime O4I2f 114 f-S

Tube Radioactivity for 200 ul cell Avg cpm dpm iCi/m1 tCiJm1 A0
suspension

on counting after 12

cpm incubation
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10 75I OO9_O

BOOl 959



TABLE-3

Expt DatelTime

Tube Coulter count for 100 ul cell Avg count Cells/mi pCi/cell
nCiclusi

suspension
count x106 pCi/Cell

40001 Cells/mi q-ooo
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