
V79 COLONY FORMiNG ASSAY

Experiment Name 3HTdR 10%DMSO cluster 100% labeling Exp

Experiment performed by Bishayee Date 11/11/99

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

two 150 cm2 flask subcultured 12 24h before with PBS Irypsinize 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 Coutter cup containing 20 ml isotone Coulter balanced

electrolyte solution

Dilute to -4000000 cells/mi in MEMB count Q6 33 cells/mi

Transfer ml of 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 hat 37C 5% CO2 DatelTime IifIi/9f OOP1s

Prepare MEMB containing radioactivity
in hood

70 iii
3HTdR Stock tCi/j.tI on 3.5 ml MEMIB

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

according to Table below DatelTime
llfftf1

7- zo

Tube 3HTdR Cells in MEMB

uCi/mI ml MEMB
nil

3HTdR

ml

1.0 1.0

1.0 1.0

0.1 1.0 0.99 0.01

0.5 1.0 0.95 0.05

1.0 0.9 0.1

1.0 0.8 0.2

1.0 0.6 0.4

1.0 0.4 0.6

1.0 0.2 0.8

10 10 1.0
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Return test tubes to roller for 12 DatelTime k/1f9f 73
Next day while test tubes are in roller label 10 gamma-tubes 13 100 mm VIATR glass test

tube

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

preco oled centrifuie Date/Time tf11q41 io
10 Remove buckets from centrifuge and carefully remove 150 p1 of supernatant and place in

prelabeled gamma-tube

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

17.Decant supematant click tubes vortex resuspend iv7 ml of MEMA with 10% DMSO

18 Centrifuge tubes for mm at 2000 rpm 4C
19 Decant supernatant 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 with 10% DMSO resuspend and transfer the cell

suspensions in the same polypropylene microcentrifuge tubes Total volume 400 ul

21 Centrifuge tubes for5min atl000rpm4C

22 Transfer tubes at 10C for 72 Date/Time vi frz

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 DatelTime f2.fq
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 ff5-f

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 miii at 2000 rpm 4C precooled cenrifuje

27 Labeling and preparation of dilution tubes and colony dishes

load 66 60 mm peiri dishes with ml MEMA
load 40 sterile tubes with 4.5 ml MEMA and label them 1.2 1.3 1.4 15 2.2 2.3
2.4 2.5 X.2 X.3 X.4 X5 etc

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

29 Centrifuge tubes for 10 miii at 2000 rpm 4C
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30 Decant supernatant click tubes vortex resuspend 10 ml wash MFJvIA

31 Centrifuge tubes for 10 rain 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 Iransfering 100 il 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 il of cell suspension in triplicate to 20 ml scintillation vial containing ml

cocktail Aquasol

37 Incubate petridishes for week

38 Count vials for radioactivity
Date ITime 5/fq I.-

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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FAGE

FRI 12 NOV 1999 120i

RG BiJE 000 EKG 2SIG 0.00 LBR
NQPNI 00000

USER IDH3 HOWELL PRESET TIMEX 1.00
SP PLE REPEAT cYCLF REPEATS BcR

AQc QCF RCNN
NNEL -L.L UL 40 231 OMA 00

DATA CALC CPM UMNOWN REPL CArES
HALF LIFE DAYE

SAM POS OH rPM 2816X TIME EL TIME AVG H1 ERR

7.O0 7559 1.00 185 87.0
--- 1400 5345 1.00 3.93 91.0

600 81.65 1.00 6.05 330
7.00 7559 .e 8.33 90.0

112.00 74 1.00 10.31 88.0
l3 00 55.47 oo
646.00 7.87 1.00 1471 88.0
o70 00 7.73 .00 1714 900
$0.00 778 100 1912 90.0

10 10 2763.00 3.80 1.00 21.11 910
11 Ll 4t 2801.00 373 1.00 2314 900

c92
14 --14 5812 00 2.62 1.00 2932 90.0

3- 58_ 92
16 -16 11548.57 1.99 0.88 33.26 91 .0
17 17 4123G7 30 1.98 3541 91.0
18 13 2912 26 2.00 0.77 37.26 91.0

ç23754.84 1.90 i47 3379 7j
-- 1M/25291.76 193 0.43 40.59 90.0

21 L597037 1.95 041 4222 370
22 .34760.00 1.96 0.30 43.68 89.0
23 39030.00 1.35 0.30 44.95 92
24 -- %6357 1.89 0.31 4o.28 91.0
25 ç4E347e 26 189 0.23 47.94 92
26 g13096664 .1.81 024 49.30 920
27 85$6.66 185 0.24 5046 92.0
28 10 ç571i.71 2.00 0.17 51.70 94.0
29 1S616i5 00 1.80 0.20 52.37 900
30 12 2340 43 185 019 54 17 90.0
31 --13 .1 /12.00 57.74 16

..j4 00 70.71 100 58.08 870
33 -15 8.00 70.71 1.00 60.06 890
.4 -1j 11 .00 60 1.00 62.43 96.0
35 --7 -- 3.00 115.5 1.00 6477 90.0

13.00 55.47 1.00 66.77 89.0
37 00 16.96 1.00 68.91 330

167.00 1548 1.00 7093 910
._ 169 00 15 33 1.00 73.05 90.0

li c7 91

41 89900 67 1.00 7699 95.0
1100 7.02 1.00 79.3.6 900

43 71 1293.00 5.55 1.00 81.53 910

to
-lo

2b9
00 393 .00 87513 96.0

jZh
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SM PUS CII CPM 25167 TIMF

332L00 47 00 89 70 9L
t..-12 28010o 37E3 i.oo 916B 90
49 -i3 9%i Oo 62 00 93 67 9014 ó62700 2..46 100 9574 910
51 -1% 44i 00 2..49 00 9GE3 91

52 16 79 00 2. 29 00 100 91i7 t9091..00 2. 10 1.00 102.33 94..O

54 1e 1362 00 2. 07 00 104. 36 92.0
55 -- 10237.00 1.98 1.00 106.49 89.0

12965.22 98 0. 79 102.21 930
57 1558 47 94 0. 92 10 is 92
58 1238061 1.98 0.82 112..3S 900
S9 OI 15936.92.1.97 0.65 113.98 94.0

.- -r iu it 9u
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7kt Is

55 570

e7j G21 oo7

57 595 CO

58 55

qq1 43 jft5
5Oq

49j
to I/ ft

5f/ 4O
2-

SO/I 1fS2

573

ZJP 5o3 74 S$5

49 413$ 72

5t1/

qti1 3y

3/ 377

33
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TABLE-i

Expt DateTime
/2/q f2-oOfl.OZi

Tube if Medium count for 30 ul Avg cpm dpm pCi/mi .i
Ci/mi A0

cpm on counting on addition

OI3 OO5

445 003

5s 0130

fi 0283

iSoog 34fcJ O577

37
4133k 13

10
o373 jf

3e
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IL

ii

III

II

III..

Iti

II

.1

II

Tube
Radioactivity

for/OO
ul cell Avg cprn dpni iCiIml At Ci/mI A0

suspension

Lcpm/O.651 on counting after 12

cprn incubation

1I

it

____
243S 0.00/11

fZ4 OOCSb

OO43

133o

iIsgb 17525 OD2_

Fo I47 227z O1o2_3

BOOl 637

J24 oeiC

rffl LE-2
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t2O02_
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.TABLE-3

.iExpt DeTirne

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

suspension

count I.ci_Imlu.Q1

iii 40001 Cells/ui

_I 587

9fl.__ 348 boO 0Dcor

ii

ii

II

IF

S2o 1OO24

c74 221ôo OO044

53 21 2333 oOd1s

J8cs333 02.33

1f44o 03C

47 6O 01111

I0

.1

I.. 1G ...

BOOl 638



bL d4 PAGE

USER Ff3 HOWELL PRESET .1 NE 00

ENFLF DL- CLf Er 3L Rt
-f4 AQC QcF RCM
CHANNEL LL UL 400 251 GNA 00

DATA CALC CR11 UNKNOWN FEPL CATEEU

HAL.F L.
Alv1 P05 CH cPM 2SIer TIME EL TIME AVG Hii ERR

MON 15 NOV 1999 ii 41

8KG SIJS 00 iKG 28t 00 I_SR

NORM FACTOR 00000

.1
..oo 81.65 LOU .1.85 93.0

c_ 7x 75.59 1.00 .7 93
00 51 64 00 96

ll.OC 0.30 1.00 7.83 94.0

800 70.71 1.00 10.07 94.0

12.00 57.74 100 12.54

596 00 1i 00 14 61 96
51300 8. 83 1.00 16.99 93
46 00 9.47 1.00 1946 92.

10 s1 2391 00 4. 09 .00 21 68 97.0

11 -1 2567.00 3.95 00 23.72 970
12 -12 252400 98 00 25 99 102
13 13 TO .39 1.00 28.47 93.0

14 14 5o51 .00 2.81 1.00 .40

15 15 3003.00 283 .00 32 47 960
16 -- 16 7010 00 2.39 1.00 34.51 92
17 17 Gc-9547 00 205 100 36.68 98.0

18 1G i2088. 09 1.98 0.84 3845 100.0

19 2114 00 1.94 50 3997 98.0

20 11 15308.27 198 0.67 41.66 92C
21 6451.56 1.95 0.64 43.42 93

243b/.95 199 0.41 45 10 940
23 1q24724 44 .90 0.45 46.52 90.0

24 496386 0.41 47.94 89.0

25 ç26746 99 90 41 49.37 89.0

so z9pe t/
../ .i

700 .ji9 1.k.JL j.....i_L. 86.0 J7
28 io 3752333 189 03C 54.27 9C
29 4124800 1. 97 0.25 55.49 92
30 -12 070189 193 026 56.77 910
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TABLF-2

0A-

Expt Date/Time

Tube Radioactivity for 200 ul cell Avg cpm dpm
ji

Ci/mi AJ Ci/mi A0
suspension

on counting after 12

cpm incubation

7I7 OOO/8

ooo5ç

7233 00174

q543 J4j

7i
3718c 00855

4tT
to

3yiij 27 O377
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52

2. 0g

sj

77If

72A

TABLE-3

Expt DatelTime

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

suspension

count xW

4000 Cells/mi

iis

..-

5s 224ooo0 00038

oIc7ocfl

43 I8J4i6 OeflSl

I75
00347

40g OOsaj

ISo oo
10 342 Oioo-

BOOl 641



I2v

L3

1o 98
8t

29

79 71T

9/

2V/ 2-3/ zq7

55

77

O53

ifo7

OO577

gy

52
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