
V79 COLONY FORMING ASSAY

Experiment Name 3HTdR 100% labeling cluster suspension Exp
Experiment performed by Bishayee Date 12/16/99

Set the rocker-roller at 37CC incubator with 5% C02 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 Iransfering 100 ul in Coulter cup containing 20 ml isotone Coulter balanced

electrolyte solution

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

Transfer ml of cell suspension into 14 12 ml 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 f2.//of 3co jc
Prepare MEMB containing radioactivity in hood

J2o j.il 3HTdR Stock tCi/jil on
tO/2%7 4.ergrnl MEMB

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

according to Table below Date/Time i7_f
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DatelTime iiiuq
10 gamma-tubes 13 100 mm VWR glass test

Tube 3HTdR Cells in MEMB

uCi/mi
MEMB

ml MEMB
nil

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

10 1.0 0.16 0.83

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

10 10 1.0 0.16 0.83

Return test tubes to roller for 12

Next day while test tubes are in roller label

tube

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

yrecooled centrifuge DatelTime 11-f7f qq /y

10 Remove buckets from centrifuge and carefully remove 150 t1 of supematant 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 miii at 2000 rpm 4C

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

16 Centrifuge tubes for 10 mmat 2000 rpm 4C
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l7Decant supernatant click tubes vortex

18 Resuspend for tube 8-14 in ml of MEMA and transfer to 10.5C for 72

19 For tube 1-7 transfer the cell suspension in polypropylene microcenirifuge tubes with attached

caps Ielena Plastics 400 UI using 200 ul pipet tips

20 Again add 200 ul ice cold MEIVL w4Ji11 4OMSresuspend and transfer the cell

suspensions in the same polypropylene microcentrifuge tubes Total volume 400 ul

21 Centrifuge tubes for mm at 1000 rpm 4C

22 Transfertubesat 10C for 72 DatelTime
7ff7fq41 jj a.

23 Transfer 30 ul supematant in three sets of ml scintillatioli vials containing ml liquid

scintillation cocktail Ecolume from 150 u1 supernatant removed earlier Step 10 and count

them for radioactivity DatelTime I2fI7f
24 After 72 for tubes 1-7 carefully remove the supematant from the top resuspend pellet in

200 ul wash MEMA and transfer the content to 12 ml tubes Falcon plastic test tube 17x 100

mmlabeled both on cap and wall containing 10 ml wash MEMA by using pasteur pipet

DateITme 21
25 Again add 200 ul wash MEMA in microcentrifuge tubes resuspendantransfer the cell

suspensions in 12 ml tubes For tubes 8-14 add ml wash MIEMA

26 Centrifuge all tubes for 10 nun at 2000 rpm 4C precooled centrifufe

27 Labeling and preparation of dilution tubes and colony dishes

load 6660 mm petti 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 supernatant 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 mm 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 100 tjl 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 05 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 gi of cell suspension in triplicate to 20 ml scintillation vial containing ml

cocktail tia6l

37 Incubate petridishes for week
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38 Count vials for radioactivity DatelTime f-l14f4/ 2-D Tt
39 After week wash colonies times with normal 1X saline and ties 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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PAGE30/eke %Q4tW1\J

USER 1111._I HCWELL. v.PESE lIME 100 FRI 17 DEE 1999 1251

cpipLE REPEAT CYCLE EPET SER R5232

AQC DLFN RCMN
LL_ IlL 400281 DMA tK biG 5031 00 BPS 2515 00 LSR

EIA Lr lull P4LL4N E11_4C IF UItIU r1 it

HALEL lEE LAYS

SAM Pus 18 cPM 28 TIME EL. ri ME AVG 1.444 ERR

11 16.00 5000 1.00 1.86 90.0

IM 18 Cxl 14 Cx p7 93Q
L14.cr 5345 100 5.88 940
13.00 55.47 100 13.01 910

tHe 7\ 9. 00 45 88 00 99 93
17.00 48.51 1.00 12.02 93..0

-- 7L.i
.jt 3M 769 00 28 00 16. 13 930

7239.00 2.35 100 18.31 91.0

to -io 29/41i8 199 0.34 19.57 940
11 -1 M./308$9. 33 1.86 0.38 21.01 920
12 29457 54 93 36 22 39 930
13 ç52386 66 134 23 23 92.

14 ii 1ct43 1.78 o22 25.12 930
it iS 3c17650c 1.133 0.20 zsz 93.0

16 16 111514.29 143 0.17 2.760 sco
17 17 1i17389.38 174 011 28.53 96.0

18 18111.21C8.57 1.43 0.17 29.79 92.0

ç142579.83 154 012 31.31 91.t

kMll 32304.00 54 32. 31 90
21 9.33468 70 35 1.6 3351 91

13

jI_I
1l

23 213.00 5547 100 3762 91.0

24 -4 00 53 45 00 39 58 93
25 tHe c13Cx 547 100 41.57 91

t4 oo -c 45 00 43 63 92
27 13..00 55.47 100 45.71 92.0

28 10 c699C 00 39 00 47 83 92
29 t1b/U 00 45 00 49 87 91

30 6731.00 244 1.00 51 Q0 90
31 30522 86 .94 0.35 53.42 92
37 -14

\flsue.0a34.29
035 5494 93

33 15 ..9960. 00 95 35 56 26 94
34 13 ç57888 37 79 22 49

35 4c-tH17 vikciQ43.4.29
1.96 0.17 59 93

36 iH 718883.33 1.94 0.18 60.34 940
37 11ç123766 87 19k Cl 16 61.59 92
38 iWi 14726 66 51 15 62 72 93
39 l7717. 79 1.44 16 6391 94.0

40 çl4lOi 1.44 127 17 65 17 90
41 1W49037.23 119 Ci 19 46.50 920
47 117217 39 45 14 6757 92
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TABLE-i

IL

1s2

3l
3M

Expt DatelTime
12//7/qT

Tube ft Medium count for 30 ul Avg cpm dpm Ci/mi Ar pci/mi A0

cpm on counting on addition

7qg 2-508

30001 731 0777

7O41 1314 fy47

70 5/83 294

f363 237q 353

10
I73o Of7ç

30438

58735

I4.o3

5240
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i1L C9

.u HOWELL FsEiuIME 00
3ipLE REFET .t 8CR

QCF
Ct.ELLL.L tiC 400 281 8NP 00

DATA CIL.C CPM uItKr.1owN REPL_ CTE.EJ

HLr_ t_FE iAYs

F232
DCC 1999 12

J8 .JO EG 000 L..SR

CRM rcroi 01010

PAIjE

8PM ct-i CFM 263 ME Ed.. TF tIP .J9 ERR

900 66.67 100 1.85 111.0

-- 300 115.5 1.00 3.91 113.0

t7..00 4851 1.00 6.11110.0
900 6667 1.00 8.08 1080

12.00 57 100 10 11 1100
.1 1500 51.64 1.00 12 13 109.0

805900 100 14 10 112.0

422.00 250 1.00 1653 100
733 1.00 1852 110.0

ii iç Jih ti II
3_s -a. 4H ii
13 -i3 59855.00 183 020 2420 1090
14 414

lcrL414G
57 189 17 2544 111.0

15 4057 14 189 017 26.68 111.0

44 16 131226.98 137 16 27.88 109
.7 17 125973. 33 1.45 15 2902 11

18 18 _.4258U0 178 0.10 3030 1100
19 -- i27423 31 1.39 0.16 3155 109.0

.. 133673 92 45 14 32 62.1 10
21 4- 68 12 1.21 0.16 82 .112.0

22 ç6S9 00 79 1.00 35 70 3.10.0

4- c_ 11.08 100 37a2 Iioo
378 00 1029 00 4039 111.0

25 82 00 22 09 10
107 00 15 33 00 44 39 109

27 /46 00 29 1.00 46 3.12.0

23 .s..-irs 59S400 2.59 1.00 48.51 11.2.0

29 l.lC/6044 00 57 00 50.43
6042 57 00 52 10

31 --1.fi 28235.2 3.97 5383 110.0

32 14 1. 1251015.00 200 0.40 55.20 1110
33 151 625 00 40 36 77 10 Ci

34 ç50400 00 88 23 59 37

L/ C-

18 .9087 50 1.94 C2 60.82 109.0

.1 ç85 Ji 1i -1 Ii

38 4--
ic/t76S9

53 3. 66 19 ic
39 -- j3495 SJ .76 14 64 30 13.0

40 111049.08 .49 0.16 6549 1070
13 104693.33 1.60 0. 115 66.62 106.0

113936.17 137 0.19 67.94 110.0
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TABLE-2

Expt DateTime J2/2oq I2OO fr4OYl

Tube
Radioactivity for 200 ul cell Avg cpm dpm Ci/mi

ji
Ci/mi A0

suspension

on counting after 12

cpm incubation

2.SI 12.553 ooz83

31-722- Oi31-

foecgo o7454-

6_______
I443q 2-4ô7 OSJO

OI3 fO3c7 O2_33

2c7g5 OIo3

12-- 47o2o 2iiq oi641

933 t447/ 01

19 1bq2- 947O
1f27
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CeL C1

pet si1 5j 553 O5o
c4 545.3 D4

G83

SG 12$ 550

G05 57o

\. 574 Oqz2

77 7J O332

78f 772 7I
vi tO 9_ 7j 7o 71

Ii 45

t2. 63/i 21 0317

55 574 9I 576 O3
I-

Coo
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TA BLE-3

Expt DatelTime
/272oq

OS7

g7

413

l5

87

o3O

57

272

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

suspension

count xi

400011 Cells/mi

f6fJ2oo OISj

646 264OOV ooso

5ij

O2.37

10
71b coo O008

Cp ct/cm

229

7.4t

3oM

20

107
11

t3

11

aI1S

21

O7

LS8 ooo

2-3oaoo

2Jf3ooo

O423

Q73

17 5j
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/5 j_
t35 i2o 145

58JJ

4.3-- tot

7S OB 0047

-r 12 IS Oooo3

7-t O0/ 2OOO49

82 17 I85 /J
739J

9/ 73 ito
to t_ 33 32.4

27 1O I/ 11./fe 00 042_-

113 75 ô7 753 01.33

13 f35/ 035 Oo02-
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