
V79 COLONY FORMING ASSAY

Experiment Name 131ITJdR toxicity Crossed dose from
l0%abeled

cells Exp

Investigator Bishayec
Date 08/13/98

Set the shaker at 37C incubator with 5% CC2 set the Coulter Counter wash cells from one

75 cm2 flusk subcultured 12 24h before with PBS trypsinize cells resuspendin ml

MEMB for each flusk pool vortex pass five times through cc syringe with 21 gauge

needle perform cell count by transfering 100 iii in Coulter cup containing 20 ml isotone

Coulter balanced electrolyte solution

Dilute to -400000 cells/nil in MEMB final volume 11 ml count
4-701 floO cells/mi

Transfer ml of cell suspension into ten ml tubes Falcon plastic test tube 12x175 mm
labeled 1-10 both on cap and wall

Shakethetubesfor34hat37C5%C02

Prepare MEMB containing radioactivity
in hood

jil
31IIJdR prepared on 08/13/98 -O5n1 MEMB

After 3-4 remove test tubes from shaker and add MlMB with or without radioactivity

according to Table below DatelTime 08/13/T3 7-30 pam

Tube 131IUdR Cells in MEMB MEMB
uCilml

MEMB
ul 131IUdR

uci/Inhl

ul

1.0 200

1.0 200

0.1 1.0 198

0.25 1.0 195

0.5 1.0 190 10

1.0 180 20

1.0 160 40

1.0 100 100

7.5 1.0 50 150

10 10 1.0 200

DatelTime O8//3/4 3-3 Ii

Return test tubes to roller for 12 DatelTime /6fg 745 Ps
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While test tubes are roffing label 40 4x10 gamma-tubes 13-X400 mm VWR glass test tube

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

precooled centrifture DatelTime 1fqfq 1-00 g.m
10 During centrifugation obtain ice

12 Remove buckets from centrifuge and carefully remove 100
jil

of supematant and place in

prelabeled gamma-tube

13 Decant supematant click tubes vortex resuspend in ml wash MEMA
14 Centrifuge tubes for 10 mm at 2000 rpm 4C

15 Decant supeniatant click tubes vortex resuspend in ml wash MEMA
16 Centrifuge tubes for 10 mm at 2000 rpm 4C
17 Decant supernatant click tubes vortex resuspend in ml MEMA
18 Centrifuge tubes for 10 mm at 2000 rpm 4C

19 Decant the supernatant add ml cell suspension containing 3600000 cells/mI to each tube

20 Add2mlofMEMAineachtube

21.Centiifuge tubes for 10 mmat 4C

22 Decant supernatant click tubes resuspend in 200 u1iceecd MEMA transfer the cell

suspension in polypropylene microcentrifuge tubes with attached caps Helena Plastics 400 ul

using pipettips

23 Again add 200 uljç MEMA resuspend and transfer the cell suspensions in the same

polypropylene microcentrifuge tubes çFoial volume -400 UI

24 Centrifuge tubes for5 minat l000rpm4C

25 Transfer tubes at 10C for 72 DatelTime 8/l4/98 11-45 Q7fl
26 Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from

100 ul supernatant removed earlier and count them for mdioactivity

DatelTime 200 frn

27 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

DatelTime gf/79- c-jo
28 Again add 200 ul wash MEMA in microcentrifuge tubes resuspendand transfer the cell

suspensions in 12 in tubes

29 Centrifuge the tubes for 10 mm at 2000 rpm 4C nrecooled cent rifuRe

30 labeling and preparation of dilution tubes and colony dishes

-load6960mmpetridisheswith4mlMEMA
load 36 T-tubes with 4.5 ml MEMA and label them 1.2 1.3 1.4 1.5 2.22.3 2.4
2.5 X.2 X.3 X.4 X.5 etc

Decant supenlatant click tubes vortex resuspend in 10 ml wash MEMA
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32 Centrifuge tubes for 10 mmat 2000 rpm 4C

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

34 Centrifuge tubes for 10 mm at 2000 ipm4C

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

through cc syringe with 21 gauge needle

36 Determine cell concentration by transfenng 100 p1 to Coulter cup

37 Vortex tube transfer 0.5 ml into dilution tube Xi vortex tube X.5 and transfer 0.5 ml to tube

X.4 vortex tube X.4 and transfer 0.5 ml to tube X.3 and vortex tube X.3 and transfer 0.5

ml to tube X.2 Keep tubes on ice

38 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

39 Transfer 300 p1 of cell suspension in triplicate to gamma tubes for each tube

40 Incubate petridishes for week

41 Count gamma tubes for radioactivity DatelTime f7f98
42 After week wash colonies times with normal 1X saiineand times with methanol

Stain colonies with 0.05% crystal violet

43 Count colonies There must be between 25 and 250 colonies for the flask to be valid data

point
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TABLE-i

Expt

1s
c22

.-

gej5

7240

Dateffime O/17187 2.-a/t

01

02S

Ot

7r

to

Tube Medium count for 10 ul Avg cpm dpm pCi/mi pCi/mi A0

cpm on counting on addition

017

212.

.3 I2

I48g h2 i5o 1o2-9 O01- OO35

It-s_I
-4r 3o84 O359 oi8-72..

77o S37 g7 14i S5t9 O2.9 O3f38

5jt 17j f54j IoSVL.- b1-735 O521

2.19-j/3 3L12 29813 2O8Iii O9f35 i253

83ID 31k8 g53 533 S73i1 21-S 1-

f3iS 4oo J3a1 37l4.c 933so -.cS 57T2...8

10
1597 fi-8ç /1 I315 5S7 80687

08/L3/q5 75pm
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TABLE-2

Expt

075i-S

DateTime O8//7/8 33

Tube Radioactivity for 300 ul cell Avg cpm dpm pCi/mi pCi/mi A0
suspension

EcPm/O7051 on counting after 12

cpm incubation

l47

34 94 37 733 5I4ho OO2i 0ojj8

9..-78ô 2748 257/ 2CD71 I835-0 0Db27 OO3

S72 S3 5454 37o5 O0557 0-0738

Io8oq oi7 O77 73248 Oqoq7 Ois7

i7i Iqf5 I3q1 i42 01388 oo
4o131 Ofl21 4coq 40 3ir3 97

47 47 4M k7570 4857

10
S7Z41 8161 S300/ 57 $09 31 32.45 O7
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TABLE-3

Expt DatelTime 08f71fV1 a-o

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

suspension

count luCi/mi x1O
f45

4000 Cells/mI

4t43 441 4l3 17253333

443 427 17Io6

7/
.374 37o 371 O.007c13

4a 71ob 021L3

3g6 39.3/
I57QOCo OOej

44fj 4o 4143 57333 OO871I

4f 4ob 33 11f
2f5 o344

318 37O 75 73 14 7333 43 OO

10 345 ibJ333Co
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TABLE-4

Expt Date

Tube.dilution Colony Colony Colony Avg Coiony SF

134 31 142 I4OI

22- 153 131

32. 30 I27 33 q4
1- 1o5 12o 1o8 07q7

S2 101 1oo 0718

lao

72 76

g.2_ 4k 33 34f4

q3 24 238 7-3s 0I7

1o3 I9j 13
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