
V79 COLONY FORMING ASSAY

Experiment Name 3HTdR toxicity cluster 100% labeling Exp

Investigator Bishayee Date 12/17/98

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

two 150 cm2 flusk 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 cui containing 20 ml isotone Coulter balanced

electrolyte solution

Dilute to -4000000 cells/mI in MEMB count cells/nil

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 at 37C 5% CO2 DateTime
I2f/7/qc

Prepare MEMB containing radioactivity
in hood

Ic p1 3HTdR Stock pCiJpl on i//i ml MEMB

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

according to Table below DatelTime IfI/ 7.-oo p.m

Tube 3HTdR Cells in MEMB

uCi/mi ml MEMB
ml

3HTdR

ml

1.0 1.0

1.0 1.0

0.01 1.0 0.995 0.005

0.05 1.0 0.975 0.025

0.1 1.0 0.950 0.050

0.2 1.0 0.900 0.100

0.5 1.0 0.750 0.250

0.75 1.0 0.625 0.375

1.0 0.500 0.500

10 1.0

Return test tubes to roller for 12 JJateTime D.f7f 75 f.m
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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

precooled centrifuMe DateTime iiqy -o a.
10 Remove buckets from centrifuge and carefully remove 150

jil
of supematant and place in

prelabeled gammatube

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

16 Centrifuge tubes for 10 mm at 2000 rpm 4C

17.Decant supernatant click tubes vortex resuspend in ml of MEMA

18 Centrifuge tubes for 10 mm at 2000 rpm 4C

19 Decant supematant click tubesvortex transfer the cell suspension in polypmpylene

microcentriflige tubes with attached caps Helena Plastics 440 ul using 200 ul pipet tips

20 Again add 200 ul ice cold MEMA resuspend 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 Transfer tubes at 10C for 72 DatelTime i2c/4 Q-

23 Transfer 30 ul supernatant in three sets of 20 ml scintillation vials containing ml liquid

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

them for radioactivity DatetTime 12ft /tg 1OI5

24 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 17x 100 mm
labeled 1-10 both on cap and wall containing 10 ml wash MEMA by using pasteur pipet

DateiTime ijzq 3o p-nt

25 Again add 200 ul wash MEMA in microcentrifuge tubes resuspend and transfer the cell
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suspensions in 12 ml tubes

26 Centrifuge the tubes for 10 mm at 2000 rpm 4C pjcjoled centrifu
27 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 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
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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 ii to Coulter cup

34 Vortex tube transfer 0.5 ml into dilusion tube X.5 vortex tube X.5 transfer 05 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 labe1td X.2 X.3 X.4 in triplicate Only X.2

should be seeded for control T-tubes

36 Transfer 200 lii of cell suspension in triplicate to 20 ml scintillation vial containing ml

cocktail Aquasol

37 Incubate petridishes
for week

38 Count vials for radioactivity
DatelTime

39 After week wash colonies times with normal IX 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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8KG SUB OUO 8KG 2SIG
NORM FACTORQ .00000

EL TIME AVG ERR

rP3
LJ5Ei
MPLE REPEAT CYCLE

AQCN QCFN RCMN
ANNEL l-LL DL 400

DATA CALC CPM UNKNIWN REF

HALF LIFEDAYSN

SAM P08 CH CPM 2SIGX TIME

IME .00

SCRN RS232N
kNITOR

\Q

kse
FR DL 111-

0.00 LSR

8.00 7071 .00 .48 65.0

12.00 55.4/ .00 3.12 60.0
8.00 70.71 1.00 4.78 50.0

/4 Li tA 14.00 53.45 1.00 639 63.0

255.00 12.50 1.00 7.98 81.0

t25800 12.22 LOU 9.58 640
113700 593 100 11.22 64.0

18S.00 5.131 1.00 12.86 64.0

2372.00 4.11 1.00 14.50 52.0

-J çt2328.00 i15 LOU 16.14 63.0
It 1l c461300 2.94 1.00 17.78 64.0

12 -l2 D\t4838.00 2.88 1.00 19.37 62.0

213P 24 2U Q9 63

14 1ii65OOO 1.95 0.90 22.43 54.0

15 18211.67 1.91 0.60 23.52 6.3.0

16 LI 1qIT743667 1.96 0.50 24.85 54.0

17 c136.iJ flU 94 q5 9j 53

18 1\3551.1i 1.94 0.45 2701 67.0

19 48432.00 1.82 0.25 27.87 64.0

20 14916.O0 1.83 0.25 28.75 540
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TABLE-i

Expt //
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2-rn74.J/ CeI

USEF ID H3 PRESET TIME IJL Ii LILt

SAMPLE REPEAT CYCLE REPEAT SCRN RS232N
AQC 0CFN RCMN PHASE MONITURN

-iANNEL T-LL 1k 400 2SIGMA 10 8KG UB DO 8KG 2IG
DATA CALC CPM UNKNOWN REPLICATES NORM FACTDR1 .00000

HALF LIFEDAYS

tDa J4 pj

0.00 LSR

ERR
SA1 PUS CH CPN 2SIGY TIME EL TIME AVG

20.00 44.72 1.00 i.i7 87.0

IC.LH00 3030 1.00 3.12 80.0

13.00 55.47 .00 4.77 820
t.52.00 27.74 1.00 13.41 82D

ç309.00 1138 1.00 800 75.0

13
3- 346.00 10.75 .00 9.58 82.0

1171 00 84 00 1123 82.0

-- 1$ 1I446.00 5.26 LCD 12.87 83.0

c2554.OD 3.96 1.00 14.51 81.0

..25B6.00 3.93 1.00 16.18 80.0

11 l1 C5280.00 2.75 1.00 17.81 830
f2 -5793.Q0 2.83 1.00 l3.45 85.0

13 c14293.33 1.33 075 20.92 83.0

14 17C-t4739167 1.96 0.60 22.16 89.0

15 220Ll200 1.31 0.50 23.29 88.0

C1220 011 50 42 84

17 ç28310.DD 188 0.40 25.46 89.0

18 13 129148.57 1.98 13.35 26.43 31.0

13 5b200.00 1.89 0.20 27.25 93.0

17240.0D 1.87 0.20 28.0 94.0
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TABLE-2

Expt DatelTime
1y7-qr J7Q

Tube Radioactivity for 200 ul cell Avg cpm dpm Ci/mTA ji
CiJml A0

suspension

on counting after 12

cpni incubation

32.7 .503 0t00113

i0 2-013 0-004-53

3..570 3.53 o.OOsco

8517

564-2_ 24372... O-O5If

33355 O0751

2..g721
44ff

10 S7zo S72 0145
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TABLE-3

Expt DatelTime S2t2/9 4eo p.m
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TABLE-4

Expt Date

Tube.dilution Colony Colony Colony Avg Colony SF

_-
j3e7.3

I2
32 140 135 iYr

132 i23

52 13

00 q_- g5

50 43 4-3 3of

O33

i3 70 70 00504

4e 3O O31 0oo2-
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