
V79 COLONY FORMING ASSAY

Experiment Name 3HTdR --0 orlO%DMSO cluster 100% labeling Exp
Experiment performed by Bishayee Date 12/06/99

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

two 150 cm2 flask 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 40 12 C0cells/mi

Transfer ml of cell suspension into 14 12 ml tubes Falcon plastic test tube 17x10 mm
labeled 1-14 both on cap and wait

Keep the tubes in the roller for 3-4 hat 37C 5% CO2 DateTime 2.fCfrPl OO
Prepare MEMB containing radioactivity in hood

12 3HTdR Stock j.tCi/1i1 on qo 4Jin1 MEMB
After 3-4 remove test tubes from roller and add MEMB with or without radioactivity

according to Table below DateTime I2jokf 7- IY
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Return test tubes to roller for 12 DatelTirne
t2/ 04/ q4 730 tt

Next day while test tubes are in roller label 10 gamma-tubes 13 100 mm VWR glass test

tube

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

yrecooled cenrjfuje DatelTime i1/O6fq1

10 Remove buckets from centrifuge and carefully remove 150 tl of supernatant 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 supematant click tubes vortex resuspend in 10 ml wash MEMA
14 Centrifuge tubes for 10 miii at 2000 rpm 4C

15 Decant supematant click tubes vortex resuspend in 10 ml wash MEMA
16 Centrifuge tubes for 10 mm at 2000 rpm 4C

Tube 3HTdR Cells in MEMB

uCi/mi
MEMB

ml MEMB
ml

3HTdR

ml

11

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 06-

1.0
1.0

1.0 l0

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

10 12 1.0
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17.Decant supernatant click tubes vortex resuspend in ml of with or without 10%

DMSO T4441-7 0/ l3o
18 Centrifuge tubes for mm at 2000 rpm 4C 6-

ía-f
iniso

19 Decant supernatant click tubesvortex transfer the ce7uspension in polypropylene

microcentrifuge tubes with attached caps Helenay1stics
400 ul using 200 ul pipet tips

20 Again add 200 u1 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 miii at 1000 rpm 4C
22 Transfer tubes at 10C for 72 DatelTime

l2fO7/
fv tIM

23 Transfer 30 ul supernatant in three sets of ml scintillation vials containing ml liquid

scintillation cocktail Ecolume from 150 ul supematant removed earlier Step 10 and count

them for radioactivity DatelTirne

24 After 72 carefully remove the supematant from the top resuspel pellet in 200 ul wash

MEMA and transfer the content to 14 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
12-f i/qq ISoo

25 Again add 200 ul wash IMEMA in microcenirifuge tubes resuspend and transfer the cell

suspensions in 12 ml tubes

26 Centrifuge the tubes for 10 miii at 2000 rpm 4C precooled cent rifuEe

27 Labeling and preparation of dilution tubes and colony dishes

load 6660 mmpeth 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 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 supematant click tubes vortex resuspend in ml wash MEMA pass five times

through cc syringe with 21 gauge needle

33 Determine cell concentration by transfering 100 21 to Coulter cup

34 Vortex tube transfer 0.5 ml into dilusion 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 Keep tubes on ice

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
l.tl

of cell suspension in triplicate to 20 ml scintillation vial containing ml

cocktail Aquasol
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37 Incubate petridishes for week

38 Count vials for radioactivity DatelTime J2fo fqi
39 After week wash colonies times with normal 1X saline and times with methanol

Stain colonies with 0.05% 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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..ISER HOWELL FRE8ET TI NE 00

SNFL.E FEPE ycL.E RiiET 9R
PQC 00F RN

NNEL. -LL UL 4c 281

DAT CLC 0F1 tJNKiLkN REF1._

tfl

SAM FctS

3K13 3G 291

1R1 01

11 EL ME cvci

TUE 07 rc 1999 i255

000 LER

-- 9.0 6667 100 .o
2.1 25 00 139 44 .00 27 89

33 33

.4

10.00 63.25 .oo K. 83 880
700 7559 1.00 1275 1390

-- 397900 1.00 14.73 86i
513300 279 100

3- 1.580 00 96 00 18.93 850
10 20304 00 98 50 20 60 87

11 ii 14i9040..O0 191 0.57 2225 39.0

j2 --12 18 193 0.55 2... 87.0

13 --i3 41645.29 190 0.26 25 89
14 iS 1100 60.30 1.00 27 .14 84
15 15 -9S3333 183 0.24 2986 91.0

16 16 /0245 72 80 17 30 11 88.0

-17 168 0.16 31.29 1370

18 261 95 72 .14 32 35 139

141451.33 1.58 0.11 3381 89

17 46400 00 25 17 07 90
31 P7439 139 13 90.0

700 7559 1.00 3859 91.0

23 13 00 5547 1.00 40 62 90.0

24 .1.00 6030 00 4293 89.0

25 00 8944 1.00 45 41 90.0

26 ..0 00 63 25 00 47 39 88
27 00 70 71 oO 49 37 88

29 -il IO5577 00 268 1.00 53 90.0

30 --12 6446.00 249 1.00 55.77 940
31 13 18 89 99 54 57 42 1360

32 14 25223 53 .93 0.43 58 92 920
33 15 4048 89 92 45 60 33 88
-4 16 çSl 1650O 1913 020 61.S0 91.0

-17 54204.44 181 023 62.59 91
i.E.1 L57937 79 .75 93%

37 9740491 159 16 65.43 910
3B ç1 104006 13 54 16 66 62 91

08441.72 1.50 16 6782 910
40 149446.91 19 19 69 15 910
41 74272 00 36 12 70 68 92

r7244o.oO 1.15 017 7196 92.0
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TABLE-i

Expt Date/Time 12-07qq Ioo

Tube It Medium count for 30 ul Avg cpm dpm MCiIml jiCi/ml A0

cpm on counting on addition

45
1o 33805 0s7S

78o1

54f /4q/ 211

/4 6f3o

10 f042...2 OiS5

o1
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cot Ct2

HALF FE ows

70 71

7071
6C 30

115.5
81 65

55.47

2.40
2.33
2.40

92

.81

1.30

87

1. 89

60

13-1

1.26

28

.q .3

434
07

1474
13.7/
16.06

2.53
2.41
I. 98

88

E.7

86
1/f

59

8KG 8U8 oC EG 28IG
NORM FACTOR 00000

101.0

06

110

109

09.

109.0
108.0
08

109.0

110
111

ii

11

1080

108.0
110.0
1090
109
09
1CC
08

10%
109
tiC

110

10.0

108
08. Ci

ii

110.0
111.0

09
08

109

pAoE

ER io 83 HOWELL. FRESEl .1ME 00 FR IC DEC 1999 32

IFLE REPEAT CYCLE REPEAT 81R 8232

Hit AOF OCF SCM
cHc2jNNEL 1L..L UL 400 28IGMA 200 0.00 LSR

1ATA CALL CPM UNKNOWN PERK CATES

SAM POE CR cPM 281 0% TI ME EL ME AVG 14

13.00 100 1.89

8.00 1. 00 4.08

lj-1.C0 i00 6.CO

.4 3.00 1.00 809
2t 6.00 1.00 1002

..3OC 100 12.29

6963.0C 00 14.28

7C36.0C
1.00 16.26

-t II 1k ._Q

21742- CC SC 19 76

11 nli 21.3-76.00 0.50 21.43

12 n12 2474458 C41 22.87

13 41iS 61 160 CC 0.20 24.05

14
l5dL1

955 00 20 25 20

15 57215.00 20 26 37

16 -16 104448.59 11 77.71

17 4i 29 1L

nlB 4ozc-99 09 15 29 96

19 ç168275 36 14 31.08

C_U .jJj_i in

21 1J40582.86 0.17 33.55

3- 5184 39 99
2t 4t__Ac2

1.00 1..0

77 155 CC 00 45 37

28 4984 00 00 47 90

29 nh 1t01 6255.00 1.00 49 04-

SC ni21 877 00 CC 51 97

31 13 c25572 SC 40 53.34

32 tI 28227 SC 4C 54 92

33 n-Is 50385.71 56
74 ie 47800.00 0.23 5752
35 n-i 47880 CC 25 58 74

36 18 475T.3 24 59.90

37 çSS993 IS 61 07

-c 4- d85$i7 -4-c 14 14

4-
u44/r

40 4- ç124339 99 15 64 4C 109

41 4- It 25251.43 17 65.66 110.0

-L 1L 31 tc
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TABLE-2

Expt

LI

DatelTime
12f1of

HO
Tube Radioactivity for 200 ul cell Avg cpm dpm tCiImJ At tCiJml A0

suspension

on counting after 12

cpm incubation

0S

O7
2.2420 3lool os7g

Oo3 103G24 02334

t053o7_ 845 O4o

1544 i_ 2422g 5e

10
fI 024

8o-

/i2_ 47737 o1854

1436 O3247

t24cq 2i473t O43
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oijç i7oe

2-g44Ooo OI7O
24.17

TA1L3

Expt

DatelTime zjioqy

Il

o3/

If

0i5

g2q1

GJY G1

7O 71$

72..7 71f

34l3

.4 7oO

2-3

OO7
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TABLE-4

Expt Date
flI qi

Tube.dilution Colony Colony Colony Avg Colony SF

It- I4 IS 7cos

2..- 17L 57

23 127

f2_ 7c c94257
121

81 OS

OooIo

csç t4033

.92_

i2- 1-3 117
112-

7J c12 o587

10

Z3

33
So 41 4q34 o3j

4i Il2_
0.007
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