
V79 COLONY FORMING ASSAY

1o
Experiment Name 131IUdR toxicity crossed dose Exp 1.1 Investigator

Bishayee
Date 01/29/98

Set the roJerroIfer at 37C incubator with 5% C02 set the Coulter Counter wash cells fmm

two 150 cm2 flusk subcultured 12 24h before with PBS trypsinize cells resuspend in 10

ml MEMB for each flusk pool vortex 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 final volume 11 ml count 6W
cells/mi

Transfer mlof 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% CO DatelTime of29/S 2-3

Prepare MEMB containing radioactivity
in hood

3.5 j.il
131IUdR prepared on 01/2998 ml MEMB

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

according to Table below iatelTime /.19/ 15

Tube 131IUdR Cells in MEI.4B MFMB
uCi/mi ml 31IUdR

ml ml

uCiJmlJ

1.0 1.0

1.0 1.0

0.010 1.0 0.990 0.010

0.025 1.0 0.975 0.025

0.050 1.0 0.950 0.050

0.100 1.0 0.900 0.100

0.250 1.0 0.750 0.250

0.500 1.0 0.500 0.500

1.000 1.0 0.000 1.000

Return test tubes to roller for 12 DatelTime
cuf Z9/9 -3O
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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 mm

precooled centrifuge DatelTime of3oqg q.-oo vm
10 During ceutrifugation obtain ice

12 Remove buckets from centrifuge and carefully remove 100 il of supernatant
and place in

prelabeled gamma-tube

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

14 Centrifuge tubes for 10 mm 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 10 ml MEMA

18 Centrifuge tubes for 10 mm at 2000 rpm 4C

19 Decant supernatant click tubes resuspend in 200 ul ice cxki MEMA transfer the cell

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

using 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 otf 3o U- ZJ

23 Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from

100 ul supematant removed earlier and count them for radioactivity

DateTime cf3oq t-45 a-.n

24 After 72 carefully remove the supematant 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 wail containing 10 ml wash MEMA by using pasteur pipet

LatelTime o9/O2q q-
25 Again add 200 ul wash MEMA in microcentritlige tubes resuspend and transfer the cell

suspensions in 12 ml tubes

26 Centrifuge the tubes for 10 mm at 2000 rpm 4C precooled centrifur

27 Labeling and preparation of dilution tubes and colony dishes

load6960mmpetridiSheSWith4fllMFMA

load 36 T-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 supernatant 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

31 Centrifuge tubes for 10 mm at 2000 rpm 4C
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32 Decant supernatant click tubes vortex resuspend in ml wash MEMA pass five times

through cc syringe
with 21 gauge needle

33 Determine cell conceniration by transfering 100 p1 to Coulter cup

34 Vortex tube transfer 0.5 ml into dilution tube X.5 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

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

should be seeded for control T-tubes

36 Transfer 300 tl of cell suspension in triplicate to gamma tubes for each tube

37 Incubate petridishes for week

38 Count gamma tubes for radioactivity
DateTime

02/ o.1/q3 2-45 iii

39 After week wash colonies times with normal 1X salineand times with methanol

Stain colonies with 0.05% crystal violet

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

point
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.i
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Expt Date 02/oc//q8

Colony Counts and Survival Fraction
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