
V79 COLONY FORMING ASSAY

Experiment Name 3HTdR toxicity cluster 100% labeling DMSOlindane Exp

Investigator Bishayee Date 02/25/99

Take 150-cm2 flasks with cells and perform cell count

Dilute to 4000000 cells/mi in MEMB count fooff cells/mi

Transfer ml of cell suspension into 15 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 hat 37C 5% Co2 DatelTime O2/.L5/1 2-3o

Prepare MEMB containing radioactivity in hood

p1 3HTCIR Stock 1.iCi4tI on ml MEMB

After 3-4 Ii remove first set of 10 test tubes from roller and add MEMB with or without

radioactivity according to Table below DateTime O/.sq -ç pm

Tube 3HTdR Cells in MEMB MEMB MEMA 0.58% 0.58%

MEMB DMSOin DMSO
uCi/mi ml 3HTCIR ml MEMA lOOuM

ml
ml for wash ml

Lindane in

l2uCiJml
for wash fh

1.0

1.0

1.0 0.835 0.165

1.0 0.5 0.5

1.0

1.0

1.0

1.0 0.835 0.165

1.0 0.5 0.5

10 1.0

11 1.0

12 1.0

13 1.0 0.835 0.165

14 1.0 0.5 0.5

15 1.0

Return test tubes to roller for 12 DatelTime
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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

orecooled centrifui DateiTime io a-rn

10 Remove buckets from centrifuge and carefully remove 150 p1 of supematan/and place in

prelabeled gamma-tube

11 Decant supematant 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 ml MEMA with or without DMSO or

Lmdane as per the Table

16 Centrifuge tubes for 10 mm at 2000 rpm 4C

17.Decant supematant click tubes vortex resuspend in 0.4 ml MEMA with or without DMSO or

Lindane as per the Table

18 Transfer the cell suspension in polypropylene microcentrifuge tubes with attached caps Helena

Plastics 400 ul using 200 ul pipet tips

19 Centrifuge tubes for mm at 1000 rpm 4C

20 Transfer tubes at 10C for 72 DatelTime o.f-/i I-3

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

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

them for radioactivity
DateTime .j

22 After 72 carefully remove the supernatant 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 using pasteur pipet

DatelTiine
l21L9_2-

I2 pi

23 Again add 200 ul wash MIEMA in microcentriftige tubes resuspend and transfer the cell

suspensions in 12 ml tubes

24 Centrifuge the tubes for 10 mm at 2000 rpm 4C pjcoo1ed ceritrifuze

25 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 X5 etc

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

27 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

29 Centrifuge tubes for 10 mm at 2000 rpm 4C
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30 Decant supernatant click tubes vortex resuspend in ml wash MEMA pass five times

through cc syringe with 21 gauge needle

31 Determine cell concentration by transfering 100 p1 to Coulter cup

32 Vortex tube transfer 0.5 nil 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

33 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

34 Transfer 200 p1 of cell suspension in triplicate to 20 ml scintillation vial containing nil

cocktail Aquasol

35 Incubate petridishes
for week

36 Count vials for radioactivity
DatelTime 03/01/ .2- ss

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

Stain colonies with 0.05% crystal violet

38 Count colonies There must be between 25 and 250 co1onis for the dish to be valid data

point
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PAD

USER FF3 HOWEL IESETTI NE 00

SAMPLE REPEAr LYL REPEAT 8CR

oc .1 CF RLThN

CI1NNEt LL LJL 40C 291

DAIP cc.i..c cFil uNKNOWN REFL iTE8
L_F ..IIE rIYS

FRI 26 FE.13 1999

00 00 L.BR

RS232I.I

EK SLu1

i.icrui F_c cii

EL 11 iE AVi Iill79. ii

9.00 oo
00 31.85 CX

12 00 57. 74 100
2.- t.OC ii 1..OC

9o
.2628 C0 3.90 00

02 00 98 00
Lii22i.86 1.97 092

s18231.O 1.95 057
51.49613 .97 0.52

11 OCI 60.30 1.00

7CC 75.59 1.00

11.0 30 1.00

it
9.00 66.81

7.5 IC 02 CC
4Ea$ oo s-i it.

8907.00 2. 12 1.00
f3B96 00 12 00

20314.56 1. 96 0.51

ti7979 13 1.97 0.57

t5..Co 51.84 1.0
UM 0.00 70.71 OC

00 60 30 00

\1 10.00 25 1.00

OT7..OC 361 1.00\3 00 72 CC

9717.00 2.03 1.Oc

C847 57 2.00 0. 93

20203.8Et .1 98 0.51

20088 57 1.95 52

.1
75

12

11 04
12.92

67

1.752

19. 40
21.28

26.37
28.75
30.63

3251

.35.29

37.17
3905
4C 88
42 78
44. 65
46.47
48. 34
50.14
51.47

60

59
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60.

64.
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66

59

SEt.
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64.

65
60.

83
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57
59
65
60.
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.--
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19 44
20 --
21 14--
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23 -I-1i
24 --12
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27 --
28 44
29

30
14 .7

311 1414 10

35
38 14- 12

---

38
39 44.-

40 44--

41 44

43 44--

4.4 444..-

45 44---

46 1C

7.. CC

CC
L5 CC

10
-.kC CC

2.00
t2..C0

97240. 00

1V9754E 67

102C97 31

i7 .06946. 91

00955 78
03

LOOL4.-- e4L

75 59
15

.115.5
89.44

63 25
1.4 .4

57 74
115.5
55.47

1.81

90
1.08

92
37
88

00

00

1.CC
00
CC

OC
DC
00
12

11

11

11

11

11

54. 69
56 52

58 4C

62 11

63 98
65.87
67.69
69.56
71.38
72.37
7331
74 24
75 17

76 11

77 C4

78
30.

77
78.

74
77
640
89
68.0
72
700
69
65
68
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TABLE-i

Expt DatelTime
Of2_/t7iq 43o

2q83 4j
e2gl f5g-

Of3S
30cj77

oo81

2-3Z5

Tube Medium count for 30 ul Avg cpm dpm ji
Ci/mi AL Ci/mlA0

cpm on counting on addition

24o 4ol3ig 0rOi03

1O7i 02475

j122_ 2_911o O1f37

2_15\ 4S52_- O04f

10 1qI 9-f5j 044L
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7p1
U8ER ID H% HOWELL PRESET IME 10

SAMPLE REPEAl CYCLE REPEAT SCR
I-1i AOC nrr RCM

RS237

CHANNEL LL. Ui 400 231 00 3KG suc

ArA CAL.C CFM UNKNOWN REPLICATES
L.F LIFE DAYS

SAN P03 CH

2DO /4/ eJ pJ
cPM 23113% TIME tEL TIME

NORM FACTOR 00000

PA13E

MO 01 MAR 999 55

0.00 13KG 23IG 000 LSR

AVG H4 ERR

4.0 81.65 1.00 1.74 79.0

14.00 5345 100
p5.00 51.64 1.00 5.50 76
i8.00 70.71 1.00 7.37 79.0

ç38143.28 90 29 8.57 78.0
40552.73 1.89 0.28 71 80.0

cLO3544.OO 76 12 10.71 73.0
1105272.00 74 12 11.71 77.0

210432.00 23 0.12 12.73 79.0

10 lO PU202984 00 1.26 12 13.74 76.0

11 c29..00 37.14 00 15.63 77.0

12 12 1$ 00 57.74 1.00 17.50 78.0

13 l3 00 55.47 1.00 19.38 80.0

14 5.00 39.44 10 21.27 790
15 ç3698.l.82 1.98 0.28 22.41 800
16 -34227 69 .90 0.33 23 60 78.0

17 ci 1079200 1.70 0.12 24.40 790
18 i108297.10 1.64 0.14 25.47 79.0

19 210292.03 1.30 ii 24.42 790
20 12i1522.12 1.29 0.11 27.57 81.0

14.00 53.45 1.00 29.44 78.010 00 55.47 1.00 31.32 78.0
00 57.74 1.00 33.14 83.0

-12 00 38.49 1.00 35.02 310
33276 92 1.89 0.33 34.24 82.0

3Eff300 00 1.97 0.26 37.34 82.0

j92768 12 1.77 14 33.39 800
... 9%210 15 1.71 14 39.45 33.0

-- 203944.00 1.25 0. 12 40.47 840
1Q193i2.00 1.21 0.12 41.48 36.0
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TA BLE-2

Expt Iateliime
Oi/oi/c1 755 j9

Tube Radioactivity for 200 ul cell Avg cpm dpm CiImI Ci/mI A1
suspension

on counting after 12

cpm incubation

1A/e-tJ

335o O53 Oi33

o8 o27

2O7 3ioj

55oL 5775 i23

rc954 i53Q O37/
10

2roo7 324/72_ O730

ii

IL-

13

zf

Is 21

L2

iq.7175

255

332

7333
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IABLE-3

Expt

70 735 723

DatelTime Q3/bI/9

7P 77

740 72-2 721

81 7B5

763 3t 34c

7O 2.q2.333

717 3t88co

OO4c

23

72
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TA BLE-4

Expt Iate

Tube.dilution Colony Colony Colony Avg Colony SF

155
5o

21

17 C9 i2-

4t 13
OOoi_-

7zf 170 743

172_ 77

S2_ 27 27

O3 00017

Oo7

lI2 12._
167 J7j

22_
177

31

i44f 24
21 02y

j- OOL

OL5
cwi5

c200Ij
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