
V79 COLONY FORMING ASSAY

Experiment Name 3HTdR kinetics cluster 100% labeling Exp

Experiment performed by Bishayee
Date 02.117/00

Set the rocker-roller at 37C incubator with 5% CO2 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 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/nil in MEMB count 17300 cells/mi

Transfer ml of cell suspension into 10 14-mI tubes Falcon plastic test tube 17x100 mm

labeled 1-14 both on cap and wall

Keep the tubes in the roller for 3-4 at 37C 5% CQ2 DateTime 0217/Oo 4cop
Prepare MEMB containing radioactivity in hood

4tl 3HTdR Stock jiCiljil on /3i/ 12_mi MEMB

After 3-4 remove test tubes from roller and add MEMB with radioactivity according to Table

below DatelTime o2-7/oo2 7-

Tube 3HTdR Cells in

MEMB
uCiIml

MEIVIB4

ml
3FITdR

4uCiJm11

ml

1.0

1.0

1.0

1.0

1.0

1.0

1.0
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02f17/Oo 7-5- j- hi

off Di Ct 14

CO v- pii. 41-

140k

o11
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1.0

1.0

10 1.0

Return test tubes to roller for 12 DateTime
o2fll/O0

Next day while test tubes are in roller label 10 gamma-tubes 12 75 mm VWk glass test

tube

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

precooled centrifuke DatelTime o.ftg/ôo 700

10 Remove buckets from centrifuge and carefully remove 150 j.tI of supernatant fromeach tube

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 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 in mlof wash MEMA for tube syringe

three times tmnsfer 100 ul for cell count and 200 ul in triplicate for radioactivity count

with attached caps Helena

Plastics 400 ul using 200 ul pipet tips

20 Again add 200 ul ice cold MEMA resuspend and transfer the cell suspensions in the same

polypropylene microcentriftige tubes Total volume -400 ul

21 Centrifuge tubes for mm at 1000 rpm 4C
22 Take tube carefully remove the supernatant from the top resuspend pellet

in 200 ul wash

MEMA and transfer the contents by using pasteur pipets to 14-mi tubes Falcon plastic test

tube 17x100 mmcontaining 10 ml wash MEMA

23 Again add 200 ul wash MEMA in microcentrifuge tubes resuspend and transfer the cell

suspensions in corresponding 14 ml tubes

24 Wash cells three times by centrifuging the tubes for 10 mm at 2000 rpm 4C resuspend in

ml of wash MEMA for tube syringe three times transfer 100 ul for cell count and 200 ul

in triplicate for radioactivity
count

25 Transfer tubes 3-10 at 10C DatelTime of/Oo 113

26 ryflf30 ui supernatant
from from 150 ul supernatant removed earlier Step 10 in triplicate

in ml scintillation vials containing ml liquid scintillation cocktail Ecolume ICN and count
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them for radioactivity
DateTime

27 After 24 or 48 carefully remove the supematant from the top of the tubes or respectively

wash cells three times by centrifuging the tubes for 10 mm at 2000 rpm 4C resuspend in ml

p4 of wash MEMA syringe
three times transfer 100 ul for cell count and 200 ul in triplicate

for

radioathvity count

28 After 72 for tubes 510 decant supernatant click tubes vortex resuspend in 10 ml wash

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

through cc syringe with 21 gauge needle

34 Determine cell concentration by transfering 100
j.tl to Coulter cup

34 For tube transfer 200 ul in triplicate for radioactivity count

35 For tubeS and plate 1000000500000250000 and 250000 cells in 75 cm2 flask

containing 10 ml MEMA
36 Following every 24 take flasks with same no of cells plated in descending order

trypsinize resuspend in or ml of wash MEMA and perform cell as well as radioactivity

count

J4J

2co
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SAM PUS CR CEll 2SIG TIME EL TIME AVG

pAGE

ERR

tJStR ID H3 HOWELL PRESET ME 00

LE REFEAT CYCLE REPEAT SCR
AQC QCF RCM

CHANNEL --L..L UL 400 2S1 SMA 00

DATA LALC CPM tJNKNOWN

HAL.F LIFE DAYS
REPLICATE8

RSZ32

BI.G 81JE o0 1316 26I3
NORM FACTOR 00000

il7870 00i93 60 44 8.9

18730 97 1.94 0.56 302 920
w- 1.2000i9i i95 052 462 92Ci

1761i%EJ 192 062 6.51 9i0
-- 2000370 L92 0.54 8.17 920
-- t9i29. 63 1. 97 54 63 92.0

/3 5t

1111 4i.B42957 194 0.57 12.65 910
r. 953

.1 -i 53

1.1 158 10 1.97 052 17. 53 93..0

12 871296 1.99 054 18 98 930
13 -13 ç1772.2.12 2.00 0.56 20..%7

14 14 1i7499..03 200 051 22. 10 i2..0

15 15 9035..S5 1.99 0. 53 2405 92.0

16 --16 7593..04 1..99 0.57 2599 910
17 --17 I17099. 19 1. 95 0. 62 2763 92.

i8 i9433. 01 2. 00 0..51 29 17 91.

95 060 30.79 92.0

20 1t11908496 193 056 3237 92..0

21 9690 74 194 0. 54 3402 930
22 ç16868..47 1..95 056 3561 910
23 iq007B. 00 2.00 0.50 37 2792..0
24 20029 83 92 54 38 73 93

25 -- 8i08 33 1.92 0.60 40 3.1 90.0

26 -- p19543n81 197 0..52 41 ..71 93
27 930135 196 054 43 37 92..0

28 10 18230. 63 1. 99 0.56 45 14 93.0

29 i1 ii918i 48 1.97 54 4680 93.0

30 --12 195iO..91 193 0.55 48 12 93.0

31 13 -4238O..0O 1..94 025 4934 1110

32 14 iij41355. 17 83 0. 29 50. 76 1110

33 -15 11898. 18 186 0..28 52..09 i11..0

--ie i/351.6352 98 0.29 s3 30 110.0

35 --I7 i354985S 1.97 029 54.511.11
77 111

.45c 46 57 Ii ii
38 -- 47132 00 84 -5 55 110.0

39 603836 199 0.22 5987 1.090

FPI 18 FE13 2000 i3 14

0.00 L.SR
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USER ID H3 HOWELL PRESET ME 00 WED 23 FEB 2000 20 59

SAMPL.E REPEAT CYCL.E REPE.AT SCR R8232

AGiC QCF CM
-jNNEI._ iIL UL 400 28 IBMA 00 BKf SUE oo BG 281 00 LSR

DATA CAu CFM uMNoWI REPLICATES NORM FACTOR Qi00000
HALF LIFE DAYS

BPM P08 CFI CPM 2SIGX TIME EL TIME AVG Hi$ ERR

1.00 1.79 112.0

i.oo .72 ii.0
1.00 5.69 113.0

100 767 112.0

10.04 12.0

60 1.00 11.98 113.0

1514.00 5.14

ip 165800 491
L167000 489
i./0b00 4.84

ii
16890 491
164900 4.93
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USER ID H3 HOWELL PRESET TIME 00

I- tI PF1 ill F_ FE FE E- I-

AQON QOFN RCMN
OH IEL L..L UL 400 2G1 GMA 00

DF CALO CPM UNKNOWN REFLIOTES
HPILF LIFE DAYS

P09 OH

PGE

THU 24 FEEt 2000 I6 28

RS232N

KG SUB 00 5KG 2515 00 LSR

NORM FACTOR 00000

OPM 29 TI ME EL. TI ME AVG HI

1900 746 1.00 2.1S 112.0

7I9 1.00 4.12 1130
31 S0.00 7.30 1.00 6.11 11S.0

-.- 735co 736 1.00 8.13 113.0

-- /75.00 7i8 1.00 10.16 1i50
44 On

ERR
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PGE

USE ID H3 HOWELL PRESET TIME 1.00 FRI 23 FEE 2000 15 46

REPEAl cYCLE REPEPTg SCR R8232
H4 AOC QCF RCl1
CHANNEL LL UL 400 2SIGMA 00 5KG GLJS 00 5KG 2SIG 00 LSR
DATA CALC CPM UNKNOWN REPL LATES NoRM FACTOR 00000

HALF LIFEDAYS

SAM P05 c1

21000 1330 LOU 19 1120
i8500 1470 1C0 22 i140

14 1i3

ç20L00 14i1 Loc 823 i1so

qjisooo 1491 cx 102i 1160
lt 12 43 ii

2SIaX TIME EL TIME AVG ERR
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TABLE-i

Expt DatelTime o-g i- pm

Tube Medium count for 30 ul Avg cpm dpm j.i

CiIml As Ci/mi A0

cpm on counting on addition

t567 32S

3j

fg4o 3ig O478

Ig3ac 3S37 4713

L4752.... 3233j 01155

i6772- 323 4-59

qs 333

32.._ Q49
10 i773 3.7i3 O47f
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TABLE-2

Expt DatelTime

Tube Radioactivity for 200 ul cell Avg cpm dpm Cl/mi jiCi/mlA

suspension

on counting after 12

cpm incubation

EA1IeAnJ

42JO4I3S4I8- 41871 72qi

35is 354q 3f3 35 l3g 13 62.-

37lo 37 1.3 37330 433 0441

L137% t2C 433i/ 717 0jf

37$ 3i3s73 3432-- 24If

429 3777 39L 682-I 0b153

3tq 32 38o 55

54 /1c70 2752..

7.l- l7os J5q 1G7f OooS

dL 7q 773 75o 74S f2J1O2..- Ooo21

.l_ 73$ 77$ 7q4y 752_.- i2.q7 QooZ.9

2-10 95 C5 33 CrOoo7

2-c 70 c0O7
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AL/ ft
4v1

-- i1-

JQ 4/

7.
TABLE-3

Expt DatelTime

4b

4-

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

suspension

count x106

40O Cells/mi

4745 24 473L IJ2Q O0847

37cjo 3771

3972 3q31 09 15

I14I33 oo 8S7

4ii 4-
6% 2-413 l337 233k 1387 p55733 OD1o

241724 OOt53

5322 52- 5275 2iIo33 OO2c

7c 52i 5v3 5213 33

gj hjt2.O4j3Z4IO7 4f1 00017

3qy

3cT

39-

317

3iI-

05c1

O57

0109i

01 1..-

O044217

3001s

qioi i-ti

13153 1312-z._-

2.79g

4t7ij

303

12S3

0.0017

00

5I53 333

00005 OD05z7

oOcOJt Oroo5JJ

00_
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