
V79 COLONY FORMING ASSAY

Experiment Name 3HTdR orlO%DMSO cluster 100% labeling Exp

Experiment performed by Bishayee Date io

Set the rocker-roller at 37C incubator with 5% CO 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 synge with 21 gauge needle perfonn cell

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

electrolyte solution

Dilute to -4000000 cells/ml in MEMB count 4oto 0cells/ml
Transfer ml of cell suspension into 14 14-mI tubes Falcon plastic test tube 17x 100 mm
labeled 1-14 both on cap and wall

Keep the tubes in the roller for 3-4 at 37C 5% CO2 Date/Time oifio/Oo oô pfr
Prepare MEMB

containing radioactivity in hood

120 uI 3HTdR Stock uCi/uji on
10/Zo -41rml MEMB

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

according to Table below Date/Time
oi4cfio 7- 4O Ojt

B001608



Tube ft 3HTdR Cells in MEMB

uCi/mi ml MEMB
ml

3HTCjR

ml

1.0 1.0

1.0 1.0

0.5 1.0 0.96 0.04

1.0 0.834 0.166

1.0 0.67 0.33

1.0 0.34 0.66

12 1.0 .1

1.0 1.0

1.0 1.0

10 0.5 1.0 0.96 0.04

11 1.0 0.834 0.166

12 1.0 0.67 0.33

13 1.0 0.34 0.66

iôu 12 1.0

L/io/ -3o

Return test tubes to roller for 12 DateTime

Next daY while test tubes are in roller

labeamma-tubeI
lOOm VWR glass test

After l2 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm

precooled centrifuie DatelTime oiifoo /\-9DI
e_J

10 Remove buckets from centrifuge and carefully remove 150
jil

of
supernatantand 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 supematant 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
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fvAc- 9i3

1ck
17.Decant supernatant click tubes vortex resuspend /n

ml of MEMA with or without 10%

DMSO

18 Centrifuge tubes for mm at 2000 rpm 4C
19 Decant supematant click tubesvortex transfer cell suspension in polypropylene

microcentrifijge tubes with attached caps Helen Plastics 400 ul using 200 ul pipet tips

20 Again add 200 ul ice cold MEMA with or without 10%_DMSO resuspend and transfer the cell

suspensions in the same polypropyimicrocentrifijge tubes Total volume 400 UI
21 Centrifuge tubes for mm at 1000 rpm 4C
22 Transfer tubes at 10C for 72 DatelTime fo U-

tc23 Transfer 30 ul supernatant ef ml scintillation viaisioiitaining6 nil

scintillation cocktail Ecolume ICN om 150 ills rçincwed earlier Step 10
count them for radioactivity DatelTime 01/f//co 2ó

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 14 corresponding 14-mi tubes

Falcon plastic test tube 17x100 mm labeled 1-14 both or cap and wall containing 10 ml

wash MEMA in each DatelTime oiif 001 0-a
25 Again add 200 ul wash MEMA in microcentrifuge tubes resuspend and transfer 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 co1onydishes
load 6660 mmpetri dishes with cz-

load 40 sterile tubes with 4.5 ml EMA label them k21.3 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 2000rpm 4C
30 Decant supematant click tubes vortex resuspend in 10 ml wash MEMA
31 Centrifuge tubes for 10 mm at 2000 rpm 4C
32 Decant supernatant click tubes vortex resuspend in ml

4EMA pass five times through

cc syringe with 21 gauge needle

33 Determine cell concentration by transfering 100
j.tl

to Coulter cup

34 Vortex tube transfer 0.5 ml into dili 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 K-tuLe-oi..iee-

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 00
j-tl

cell suspension in triplicate to ml scintillation vial containing ml

cocktai
_______
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37 Incubate petridishes for week

38 Count vials for
radioactivity DatelTime

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

point
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TABLE-i

Expt DatelTime oI/n/oo /1-53

Tube Medium count for 30 ul Avg cpm dpm pCi/mi Cl/mI A0

cpm on counting on addition

11k71 01773

29I8 45T 07297

Soo

112407 4Iso

2233

10
974j

25552_ 44o OI5

12
55312

10057
11

07019 I41ef 2772-i

Jzf

43o7

BOOl 613
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1. 00

00
00
00
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8.4.7 110.0

ílô. .58 10.1

138 03 1.10.0

89.98 110.0

91 37 111.0
111.0

10.0

94.Q4 110.0

96 00 1.11.0
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108..31 108.0
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1.26.50 109.0

1.27 76
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63 io_0
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134.99 1013..0
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TABLE-2

Expt if

I42 .2..83

33573 0131

Lj

6oO

1Th5

115Ø2f O2o72

03793

DateiTime

Tube Radioactivity for 200 ul cell Avg cpm dpm Ci/mi At CiIml A0
suspension

on counting after 12

cpm incubation

4S33 75Is- OO7

16o3 32074 0O722_

430277
74/55

7oyj I3L3 03033

t2Jqo- 203I 047/it

10 475 oo1

BOOl 615



06

BOOl 616



TABLE-3

Expt DateTime 0/ oo

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

suspension

count x1Q

40001 CellsIml

o7 5c38

S7$

457 2F35 451 1804000 O0o7
S2 5z2_ 533 Il 32ooo Oo33

545 5Ii 527 53o 2L11333 0o7
4i 17j 4C2__ 475 Il00000

S2 57$ 58 O2o7

530

oi 517 507

10
475 i-cs q-io 4o I5Soooo

EIeee

5.0J

It

233

146

479

10

37

II 45 48 512_ H8
445 431 4S2_

Lf32 H7 42O
sf23

jp55 31 44i

94b
t78 333

J12OoO

7i4oc0

00323

u739

Oj5-7

2_I 51
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TABLE-4

Expt
Date

CO33 Ooo

77 83 qo 333

i2E2__
/3 22 J2ZI

f3 51 s/3
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