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Label mM MEA SF mM MEA SF
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Label 1.3 mM MEA SF mM MEA kF
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Label 1.3 mM MEA
jSF

0mM MEA SF
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Label 1.3 mM MEA ISF mM MEA SF
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V79 COLONY FORMING ASSAY

Experiment Name 31IUdR 50-200 ug/mi MEA
Investigator Bishayee

Return test tubes to roller for 12 increase the elevation angle of the roller

DatelTime if 4i

Exp

Date 08/24/98

Set the rocker-roller at 37C incubator set the Coulter Counter wash cells from 75 cm2 fiusk

subcultured 12 24h before with PBS trypsinize cells resuspend in ml MEMB pass five

times through cc syringe with 21 gauge needle perform cell count by transfering 100 ul in

Coulter cup containing 20 ml isotone Coulter balanced electrolyte solution

Dilute to -400000 cells/mi in MEMB final volume 11 ml count 4o 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

Roll the tubes for 3-4 hat 37C 5% C02 Date/Time O/qg S-o

Prepare MEMB containing radioactivity in hood

il131ffldR prepared on 5fi/q ml MEMB

After 3-4 remove test tubes from roller and add 1iEM1 with or without radioactivity

according to Table below Date/Time
-/

Tube // IUdR Cells in MEMB MEMB MEMA MEMA MEA

uCi/ml nil 131I1JdR ml Cone

ml 200 ug/mI
ug/ml

uCi/mi

1.0 1.0 2.0

1.0 1.0 0.5 1.5 50

1.0 1.0 1.0 1.0 100

1.0 1.0 1.5 0.5 150

1.0 1.0 2.0 200

0.4 1.0 0.33 0.67 2.0

0.4 1.0 0.33 0.67 0.5 1.5 50

0.4 1.0 0.33 0.67 1.0 1.0 100

0.4 1.0 0.33 0.67 1.5 0.5 150

10 0.4 1.0 0.33 0.67 2.0 200
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While test tubes are rolling label 40 4x10 gamma-tubes 13 100 mm VWR glass test tube
After 12 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 miii

pyecooled centrifuRe BatelTime
o6/27 qg

10 During centrifugation move roHer to 10C and obtain ice

Ii Prepare 11 ml of sterile MEA 200 ug/inAput on ice

12 Remove buckets from
centrifuge and carefully remove 100

1.il of supernatant and place in

prelabeled gamma-tube

13 Decant supernatan 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 Cenirifuge tubes for 10 miii at 2000 rpm 4C
17 Decant supernalant click tubes vortex resuspend in 10 ml wash MEMA
18 Centrifuge tubes for 10 miii at 2000 rpm 4C
19 Decant supernatant click tubes vortex resuspend in ml ice cold MEMA containing or 100

ug/mi of MEA as per Table Keep on ice

20 Transfer tubes to roller at 10C for 72 Ii Date/Time 0/iY/ /.- 00
21 Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from

100 ul
supeniatant removed earlier and count them for

radioactivity

Date/Time
08/24/ /oo

21 After 72 remove tubes and place on ice add ml ice cold wash MEMA
Date/Time

OS/2g/q 3oo p.m
22 Centrifuge tubes for 10 mm at 2000rpm 4C yrecooled centrifuge
23 Labeling and preparation of dilution tubes and colony dishes

load 57 60 mm petri dishes with ml MEMA
load 30 T-tubes with 4.5 ml MEMA and label them 1.2 1.3 1.4 2.2 2.3 2.4 X.2X.3 X.4 etc

24 Decant supennatant click tubes vortex resuspend in 10 ml wash MEMA
25 Centrifuge tubes for 10 miii at 2000 rpm 4C
26 Decant supennatant click tubes vortex

resuPend
in 10 ml wash MEMA

27 Centrifuge tubes for 10 miii at 2000 ipm4 MEMA pass
five times

2S Decant SUP
taflt click tubes vorteX resuspefld

rougb cc syringe
with 21 gauge nec00 i4and

lw by
4ibitiOtt

tube
29

tube transfer
0.5 ml intO

30 Vortel

voTt tube %.3 and

il1tjontubeto

trtubeS

31 Tsfe e%ed 2..

Skz

SIoe.4 JLL1l4
AAL
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32 Transfer 300 tl of cell suspension in triplicate to gamma tubes for each tube

33 Incubate petridishes for week

34 Count gamma tubes for radioactivity
DatelTime 8/ qs

35 After week wash colonies times with normal 1X saline and tirns with methanol

Stain colonies with crystal violet

36 Count colonies 50 or more cells There must be between 25 and 250 colonies for the dish to

be valid data point
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TABLE-i

Expt
DatetTline O/5/q1 I/CO ZM

1.t

on addition

/9

f.q4
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TABLE-2

Expt

oq/r

72h-f o/

DatelTinie ofq 7-z6i

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

142 on counting after 12

cpm incubation

3oq 3I2-2_ r1

2i3\ 3eri l3O öO4

k3201 3aM 2--4IL Oo3i 0ots

3f4 33 Oo33 Oo/

32/3 33oj
345 oo343 OOO

10 2-715 00342-
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TABLE-3

Expt
DatelTime

Tube Coulter count for 100 ul cell Avg count Cells/In pCikell

suspension
count xi0

400 Cells/mI

4S 42 f772-oo

52-0 S5OJ 53j 535

f751 4S 41f E73

572 53 5is css

5s 1oØ 55 2-3133

qq $i2 52 2c433 O2.127

Gô il 22_-

513 0o2030

52.3 135 525 Iooeo

10 45 75 q8ooo
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TABLE-4

Expt if

Colony Counts and Survival Fraction

Date

Tube.dilution Colony Colony Colony Avg Colony SF

1-2 123 113 13 124

17 33

32.- 01
0.3 854q9

42- 64 O6277

52- 75
75.J3 O075

4.3 gag

2o/ iiq OI53

5j 21 35 13 O2-74

T2 94
24 O22_

to3 -__12-0 19 13 1L.3 0f7o3

Ii

It

ME4 7e-

go

00

2oo

1.3
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