
V79 COLONY FORMING ASSAY1 üjliai vmQE

Experiment Name 3HTdR or 10% DMSO cluster 100% labeling Exp
Experiment performed by Bishayee Date o2103/w

Set the rocker-roller at 370C incubator with 5% CO2 set the Coulter Counter wash cells from

two 150 cm2 flasks 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/ml in MEMIB count 3fq70Q0cells/ml

Transfer ml of cell suspension into 10 14-mI 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% CO DateTime 1/03/co

Prepare MEMB containing radioactivity
in hood .230 f7bi

40 jil 3HTdR Stock J2ci/pl on oI/3/o ml ME1vlB

After 3-4 remove test tubes from roller and add MEMB with or without radioactivit3i

according to Table below DateTime o2fo3fo
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Tube 3HTdR Cells in MEMB

uCi/mi
MEMB

mu MFJVIB
ml

3HTdR

ml
1.0 1.0

0.5 1.0 0.875 0.125

1.0 0.75 0.25

1.0 0.5 0.5

1.0

1.0 1.0

0.5 1.0 0.875 0.125

1.0 0.75 0.25

1.0 0.5 0.5

10 1.0

Return test tubes to roller for 12 Date/Time 02o 7. 30 pm

Next day while test tubes are in roller label 10 gamma-tubes 12 75 mm VWR glass test

tube

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

precooled centrifuge Date/Time
cflqOq/01 fr3o

10 Remove buckets from
centrifuge and carefully remove 150 p1 of supernatant from each tube

and place in prelabeled gamma-tube

11 Decant supernatant click tubes vortex resuspend in 10 ml wash MEMA
12 Centrifuge tubes for 10 miri 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 nil of MEMA with Tube 6-10 or

without Tubel-5 10% DMSO

18 Centrifuge tubes for 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

O011L

.OO kQ
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20 Again add 200 ul ice cold MEMA with or without 10% DMSO 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 ii DatelTime

o2.f oqoo 00

23 Transfer 30 ul supematant from from 150 ul supernatant removed eai1ier Step 10 in triplicate

in ml scintillation vials containing ml liquid scintillation cocktail Ecolume ICN and count

them for radioactivity DatelTime

24 After 72
carefully remove the supernatant from the top resuspend pellet in 200 ul wash

MEMA and transfer the contents by using pasteur pipets to 10 conespondingl4-ml tubes

Falcon plastic test tube 17x100 mmlabeled 1-10 both on cap and wall containing 10 ml

wash MEMA in each DateTime
O-tO/oo 0-0

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

suspensions in corresponding 14 ml tubes

26 Centrifuge the tubes for 10 mm at 2000 rpm 4C precooled centrifuge

27 Labeling and preparation of dilution tubes and colony dishes

load 60 mm tissue culture dishes with ml MEMA
load 40 sterile tubes with 4.5 ml wash MEMA in each 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 supematant click tubes vortex resuspend in 10 ml wash MEMA
29 Centrifuge tubes for 10 mm at 2000 rpm 4C
30 Decant supernatant click tubes vortex resuspend in 10 ml wash MEMA
31 Centrifuge tubes for 10 nun at 2000 rpm 4C

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

through cc syringe with 21 gauge needle

33 Determine cell concentration by transfering 100111 to Coulter cup

34 Vortex tube transfer 0.5 ml into dilution tube X.5 vortex tube X.5 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

35 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

36 Transfer 200
jtl of cell suspension in triplicate to ml scintillation vial containing ml

cocktail

37 Incubate petridishes for week

38 Count vials for
radioactivity DatelTime oa7/to 5- 36

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

Stain colonies with 0.5% crystal violet

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

BOOl 599



point

B001 600



TABLE-I

Expt DatelTime 02-47ioo .5o
Tube if Medium count for 30 ul Avg cpm dpm Ci/rnl AJ tCi/ni1 A0

cpm on counting on addition

37 43 OO175

774 1323 O87

I45 24i O400 j-

SO7o O7p13

385 0L00$

I32iç

If87 2533

10 30372 52_35 Ol783
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TABLE-2

Expt DatelTjme
O2/07/ao

Tube
Radioactivity for 200 ul cell Avg cpm dpm pCi/mi pCi/mi A0
suspension

on counting after 12
cpm

incubation

22-t

R--
o4

oo 5i oit
lO2 0137

tosv 182s17 O41I

t47to 2S32 OO7

7oo7 f527 O2-tj4

10 IO12 I7S3i Q3ig
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O/O77oo

83 22_g47 344oo 2-9

727 7/0/ 73zf 2694

oJ 72q 72 7sj o34f

78 773 371 2Ooo 39

737 /133 7O3 O3k5

Z41 832 332co O3oo

cr47 33 3/

7/ 73Z 71 22P1I 333

72 73 2OfOO o337

10 7o 27T3133
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TABLE-3

Expt DatelTime

ç0

Tube Thiiiter count for 100 ul cell Avg count Cells/mi pCiicell

suspension

count x106

40001 Cells/mi

3J44

gq41 Ut o4q

OO3r7

3ng too O07

27333 O141f

3332
33b
2-2Jj333 oo33

2qgo OOo OO74
10

CPcI

22O

BrS

249

S72.

IiO7

2..0
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TABLE-4

Expt Date Zf/o

Tube.dilution Colony Colony Colony Avg Colony SF

t2 57 I3 1f

1.2- loS 33 O65
32 25 27

2f 103 fo.33

SI 72... 87 O3733 OOO6-

132_

1o8 tog3 oeol-f

O607

27 33 33
1o3 13o I2O 10
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