
V79 COLONY FORMING ASSAY

Exp

Date 11130198

Experiment Name 3HTdR toxicity cluster 100% labeling

Investigator Bishayee

Set therolle at 37C incubator with 5% C02 set the Coulter Counter wash cells from

two 150 cm flusk 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 cells/mI in MEMB count 372.q 333 cells/ml

Transfer mlof 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% C02

DatelTime u3o- 4oo

Prepare MEMB containing radioactivity in hood

j.tl
3HTdR Stock pCi/pl on iI/I7 ml MEMB

After 3-4 remove test tubes from roller and add MEMB with or without radioactivity

according to Table below DatelTime 11/3 of 7-oo

Tube 3HTdR Cells in MEMB

uCi/mi ml MEMB
ml

3HTdR

ml

1.0 1.0

1.0 1.0

0.01 1.0 0.995 0.005

0.05 1.0 0.975 0.025

0.1 1.0 0.950 0.050

0.2 1.0 0.900 0.100

0.5 1.0 0.750 0.250

0.75 1.0 0.625 0.375

1.0 0.500 0.500

10 1.0

O00
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Return test tubes to roller for 12 Ii DatelTirne 14f3o 72 Ps
Next day while test tubes are in roller label 10 gamma-tubes 13 100 mm \TWR glass test

tube

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

precooled cenrjftiie DatelTime
afj

10 Remove buckets from centrifuge and carefully remove 150
111

of supematant and place in

prelabeled gamma-tube

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

12 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

14 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

16 Centrifuge tubes for 10 mm at 2000 rpm 4C

17 Decant supernatant click tubes vortex resuspend in ml of MEMA

18 Centrifuge tubes for 10 mm at 2000 rpm 4C

19 Decant supematant click tubesvortex transfer the cell suspension in polypropylene

microcentrifuge tubes with attached caps Helena Plastics 400 ul using 200 ul pipet tips

20 Again add 200 ul ice cold MEMA resuspend and transfer the cell suspensions in the same

polypropylene microcentrifuge tubes Total volume -400 Ui

21 Centrifuge tubes for mm at 1000 rpm 4C

22 Transfer tubes at 10C for 72 DatelTime
12-

il
23 Transfer 30 ul supematant in three sets of 20 ml scintillation vials containing ml liquid

scintillation cocktail Aquasol from 150 ul supernatant removed earlier Step 10 and count

them for radioactivity
DatelTime

j/
24 After 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 mm
labeled 1-10 both on cap and wall containing 10 ml wash MEMA by using pasteur pipet

DatelTime l7./oq/ 10-10 Q.tsj

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

suspensions in 12 ml tubes

26 Centrifuge the tubes for 10 mm at 2000 rpm 4C orecooled centrifuxe

27 Labeling and preparation of dilution tubes and colony dishes

load 6660 mmpetri dishes with ml MEMA
load 40 sterile tubes with 4.5 ml MEMA and label them 1.2 1.3 1.4 1.5 2.2 2.3

2.4 2.5 X.2 X.3 X.4 X.5 etc

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

29 Centrifuge tubes for 10 mm at 2000 rpm 4C

BOOl 739



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

31 Centrifuge tubes for 10 mm at 2000 rpm 4C

32 Decant supematant click tubes vortex resuspend in ml wash MEMA pass five times

through cc syringe with 21 gauge needle

33 Determine cell concentration by iiansfering 100 tl to Coulter cup

34 Vortex tube transfer 0.5 ml into dilusion tube X.5 vortex tube X5 transfer 0.5 ml into

dilution tube X.4 vortex tube X.4 and transfer 05 ml to tube X.3 vortex tube X.3 and

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

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

shoseeded for control T-tubes

36 Transfer 160 t.tl
of cell suspension in triplicate to 20 ml scintillation vial containing ml

cocktail Aquasol

37 Incubate petridishes
for week

38 Count vials for mdioactivity DatelTime I2oV
39 After week wash colonies times with normal 1X saline arid times with methanol

Stain colonies with 0.05% crystal
violet

40 Count colomes There must be between 25 and 250 colonies for the dish to be valid data

point
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TABLE-i

Expt DateTime 12-foq pm

Tube Medium count for 30 ul Avg cpm dpm jt
Ci/mi tCi/mI A0

cpm on counting on addition

db

24- 4b ooI

oO2_7

-373 252 oo5

7O87 OIO4-

S9 713i 243

i758I 27O47 oq-J

22fiS3
05177

10
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TABLE-2

Expt DatelTime i2foqq ij-tii

Tube Radioactivity for 200 ul cell Avg cpm dpm .i
Ciiml

ji
CiJmJ A0

suspension

on counting after 12

cpm incubation

2-o 2O O0007Z

7S7 II5 OOO2J22

37l2_ OOc

38524 527l 00133

iO3U issq

i3O72Lf 2.01117
OO42_

lW 27 o4
10

tQ2-i-2-
3a/v i3
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TABLE-3

Expt DateTime 1Cb1ffqt

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

suspension
count xiQ

40001 CellsImll

2w- 2.L 27o

24 22 25

-m L32q1 2-S3 oI4ç OOOO7

307- 271 -71 ii3ooô O009_3

194 2M1 2_1
Il 0051

I4I333 D00

124OOaO

q58ç eOI-71

2-3i
W_- qiiooo OO71I

10 gg S00O
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TABLE-4

Expt Date
17_ij/qr

Tube dilution Colony Colony Colony Avg Colony SF

tLO 1I
Y2 117

1Q4

k2 IO 84 O7Sz.

52- 70 703 0o37

53 47 05oo7

733

53 i5

lCD 124 197 O.Ooc1

fok l3
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