
Experiment Name 3HTdR toxicity cluster 100% labeling Exp

Investigator Bishayce Date 11/30/98

Set the ker-rolle at 37C incubator with 5% CO2 set the Coulter Counter wash cells from

two 150cm fiusk 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 cup containing 20 ml isotone Coulter balanced

electrolyte solution

Dilute to -4000000 cells/mI in MEMB count 333 cellsml

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

DatelTime tif3ofq 4.-.ic /.1l

Prepare MEMB containing radioactivity in hood

ll3HTdR Stock jiCi/jil on il/I.jT ml MEMB
After 3-4 remove test tubes from roller and add MEMB with or without radioactivity

according to Table below DatelTime 113 of ft 7oo

Tube 3HTdR Cells in MEMB

uCi/ml nil MEMJ3
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 0500

10 1.0

V79 COLONY FORMING ASSAY

to0c
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Return test tubes to roller for 12 DatelTime frf3o 7-2.o

Next day while test tubes are in roller label 10 gamma-tubes 13 100 mmVWR glass test

tube

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

precooled centrifuge DatelTime if
10 Remove buckets from centrifuge and carefully remove 150 lii of supematant and place in

prelabeled gamma-tube

11 Decant supernatant click tubes vortex resuspend in 10 ml wash MEMA
12 Centrifuge tubes for 10 miii 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 miii at 2000 rpm 4C
17.Decant supernatant click tubes vortex resuspend in ml of MEMA
18 Centrifuge tubes for 10 miii at 2000 rpm 4C
19 Decant supernatant click tubesvortex transfer the cell suspension in polypropylene

microcentrifuge tubes with attached caps Helena Plastics 400 ul using 200 ul pipet tips

20 Again add 200 iii 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

12-i
bk-

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

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

them for radioactivity DateTime
9.- 2o .m

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 17x100 mm
labeled 1-10 both on cap and wall containing 10 ml wash MEMA by using pasteur pipet

DatelTime ii/oqJ IQoO
25 Again add 200 ul wash MEMA in microcentriflige tubes resuspend and transfer the cell

suspensions in 12 ml tubes

26 Centrifuge the tubes for 10 mm at 2000 rpm 4C yrecouled cent rifujre

27 Labeling and preparation of dilution tubes and colony dishes

-load666Ommpetiidisheswith4mlMEMA
Eoad 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 Xi etc

28 Decant supematant click tubes vortex resuspend in 10 ml wash MEMA
29 Centrifuge tubes for 10 miii at 2000 rpm 4C
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30 Decant supematant 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

thmugh cc syringe with 21 gauge needle

33 Determine cell concentration by tinsfering 100 j.tl 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 0.5 ml to tube X.2 and vortex Keep tubes on ice

35 Transfer mIfrom dilution tubes into dishes labeled X.2 X.3 X.4 in triplicate Only X.2

shojseeded
for control T-tubes

36 Transferj6J
1.11

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
Il-fof/9

39 After week wash colonies times with normal 1X 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

.O point
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cat c4tcaI 2- 93o jy

OOD
7z 333 ceP_/k
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Tube Medium count
fo9O

ul Avg cpm dpm ji
CiJmI iCi/m1 A0

cpm 651 on counting on addition

dpm1228OJ

2443 4bb ooo

II6O3 68 002-7

t25l-3 0oS
70871 0D4
713i O2-43

581b 9_07

3445i OSl77

10 53 b172t

TABLE-i

Expt DatelTime 2-/os
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TABLE-2

Expt DatelTime /.-o /LJ

Tube Radioactivity for 200 ul cell Avg cpm dpm Ci/m1 A1 j.iCi/ml A0
suspension

on counting after 12

cpm incubation

2-o 320 oo072..

7.7.4 II15f ooc2

3j
38S2_4 SI7.l 00133

O31 1S157 OO3

i3O72 2011i.7 OO42._

A41
10

tO7.22 45IQ 013Q3
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TABLE-3

Expt DatelTime Iôf OM/

.O

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

suspension
count x106

40001 Cells/mI

1S2 2_70

4I

27 2q 1S30 ioI4h C0007

3o1 2.71 27 Il 36ooo 0009..3

294 21
11 Oo 51

4o- 415 I1333 0OOS

_q57 33

71

2-3I -s q12.000 O07I1

10 l7 1Stj 3oo I5D000 01105
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TABLE-4

Expt Date

Tube.dilution Colony Colony Colony Avg Colony SF

t2 iLO Il q1 ii
22 P1 Iç1

3Tl

-2-- cr3 O7f82

52- 70 7f 7o3 0o37

53 05oo7

7l--- 27 2-2--
II O2-ôoj

53 15 qL t0t

q.1 iic 124
Ic27 O-OOc

OZ2
1o

B012744


