
V79 COLONY FORMING ASSAY

Experiment Name 3H20 10% DMSO Exp Investigator Bishayee

Date 06/18/98

Set the rocker-roller at 37C incubator set the Coulter Counter wash cells from 75 cm2 flusk

subcultured 12 24h before with PBS lrypsiniie cells resuspend in ml MEMB 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 400000 cells/mi in MEMB fmal volume 11 ml count 507600 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

Roll the tubes for 3-4 at 37C 5% CO DatelTirne Ofi8fq$j too p.n

Obtain 3H20 from refrigerator 25 mCi/mi NEN Catalog NETOOIC

After 3-4 remove test tubes from roller and add MEMB and/or 3H20 according to Table

below DatelTime
o/2/qg 7..4çp.

Tube H2O Ceilsin MEMB
31120

DMSO MEMB

mCi/mi
MEMB

ul ul iii
ul

ml

mCi/mi

1.0 800 200

1.0 800 200

0.25 1.0 780 20 200

0.75 1.0 740 60 200

1.25 1.0 700 100 200

1.0 800 200

1.0 800 200

0.25 1.0 780 20 200

0.75 1.0 740 60 200

10 1.25 1.0 700 100 200

Return test tubes to roller for 12 increase the elevation angle of the roller

DatelTime 1fq8 Pa
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While test tubes are in roller obtain sterile DMSO100% from refrigerator thaw it move

roller to 10.5C obtain ice

After -12 incubation period remove tubes from incubator chill on ice

10 Add DMSO while vortexing or MEMB according to the Table vortex quickly return to ice

DatelTime o6iqf ç-ì Q.i

11 Transfer tubes to roller at 10.5 for 72 DateiTime
0619/ YQ

12 After 72 remove tubes place on ice and centrifuge at 2000 rpm at 4C for 10 mm

precooled centrifuge DateTime
ofa.z1/9g -3o

13 Transfer 10 ul medium to test tubes

14 Add ml
ice-co1dMEMA

vortex

15 Centrifuge tubes for 10 mm at 2000 rpm 4C

16 Labeling and preparation of dilution tubes and colony dishes

-1oad.mmpeUidisheswith4m1MEMA
4% load 30 T-tubes with 4.5 ml MEMA and label them 1.2 1.3 1.4 2.2 2.3 2.4 X.2

X.3 X.4 etc

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

18 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

20 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

22 Centrifuge tubes for 10 miii at 2000 rpm 4C

23 Decant supernatant click tubes vortex resuspend in ml wash MEMA pass five times

through cc syringe with 21 gauge needle

24 Determine cell concentration by transfenng tOO
Iii

to Coulter cup

25 Vortex tube transfer 0.5 ml into dilution tube X.4 vortex tube X.4 and transfer 0.5 ml to tube

X.3 vortex tube X.3 and transfer 0.5 ml to tube X.2 and vortex Keep tubes on ice

26 Transfer ml from dilution tubes into dishes labeled X.2 X.3 X.4 in triplicate Only X.2

should be seeded for control T-tubes

27 Transfer 100 jtl of cell suspension in triplicate to prelabelled vial for each tube

28 Incubate petridishes
for week

29 Add 490 iii MElIB in tubes containing 10 ul of medium step 13 vortex transfer 10 ul in

triplicate into prelabelled vials

30 Add3 ml liquid scintillation cocktail to vials and count for radioactivity
ofi.i- 4.4 ptm.

31 After week wash colonies times with normal 1X saline and times with methanol

Stain colonies with crystal
violet

32 Count colonies 50 or more cells There must be between 25 and 250 colonies for the dish to

beavaliddatapoint
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TABLE-2

Expt II

11

__L4- 70O

otpssbv .obfr

22.000

DatelTime

Tube Radioactivity forOO ul celi Avg cpm dpm tCi/rni iCi/m1 A0
suspension

cpm/O.56 on counting after 12

cpm incubation

ooi

Lq2.g 3II 3ol6 5667 0245

ggg/ %75 87I2 l6755 075

153q7 fS77C/O7 I57W6 ooI2- 13.k

Cf7/ 15

2-3 224o 2141 4117 ooIBS

r3 6iFs fit 89A14 i44.7 00714

10 r52tc44D IY12-ô i57C 2..errA.2.. 01331
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TABLE-3

Expt DatelTime ocf2i-fPP

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

suspension IML
count x106

4001 Cells/mlJ

7k is 7C7 757 joc
765 t4

7fff 31S600

9os a.3 fi $3 -s zoo If

$O7S3 1-S 32.2246 O2.3f

774 3064o 04q51

775 767 717.3 3i43

f5 S/i

f24 717 5084 3234U 00571

821 307 3Z7o6 02t83

10 37 74 5f 32.4 qoo 402....

0L5

07
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TABLE-4

Expt

Colony Counts and Survival Fraction

Date o-/9/1

Tube.dilution Colony Colony Colony Avg Colony SF

2-

iqo

32 r5 O73

41 cli
6o O4/5

S3 237
2-31 2o4 Oof
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