
V79 COLONY FORMING ASSAY

Experiment Name 137Cs
toxicity cluster

Experiment No V7 oot

Date tt/7/cfl

Seed 225 cm2 flask containing 50 ml MEMA with 3x106 cells days before experiment

Wash cells in 225 cm2 flask with 20 ml PBS trypsinize cells with 2m1 Trypsin- EDTA and

resuspendin7mlMEMB

Aspirate cells and transfer to 14 ml l7xlOOmm Falcon tube and vigorously pass five times

through cc syringe with 21 gauge needle

Perform cell count by transfering i00il in Coulter cup containing 20 ml Isotone-Il Coulter

balanced electrolyte solution

Instrument settings Lower Threshotld LT 5.0 Manometer 100 xI

Perform cell count in triplicates Frexapi 5-5 5i-25291 Average value 5362

Cell concentration 5362 400 xf4iö7 106 cells/nil

Dilute to 4000000 cells/mi in MEMB Ifinal yolurpeJ1 ml For example 4.1 ml stock
iz-ef Ic

6.9 ml MEMB gives 106 cells/ml$ Transfer ml of cell suspension into ten 14 ml tubes

Falcon 352059 polypropylene culture tube 17x100 mm
lbIed -9bthn cap and

Roll the tubes on rocker-roller for at 37C 5% C02 DateL
After incubation period remove tubes and centrifuge at 2000 rpm RT for 10 mm
Decant supernatant click tubes vortex resuspend in 10 ml MEMA

Centrifuge tubes for Jmin at 2000 mmRT

10 Decant supernatant click tubes vortex transfer the cell suspension to 400ul polypropylene

microcentrifuge tubes with attached caps VWR using 200 ul pipetter

resuspend and transfer the cell suspensions in the same

polypropylene microcentrifuge tubes Total volume 400 ul

12 Centrifuge tubes for mm at 1000 rpm RT

13 Transfertubesat 10.5Cfor72h Date/Time b.L
J2.2-ocf

22o2
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2c/4 c1ui5or

1.51.2 2.3 2.4

14 After 72 place the tubes on the perforated plate of Rainin pipet tip box containing ice to

maintain 10.5uC

15 The tubes were irradiated using Mark irradiator 37Cs gamma-ray one tube at time while

placing onto separate Rainin pipet tip box containing ice as per the Table below

Tube fotal Dose ose rate Time Attenuat

Rad Rad/min mm

4i 200 10 k9T i2.7 TOy
300 10 I.9

400 10 3..9 53 40

.2-

j.2 93

750

500 10 .4 4.93 X40

14.6

0.3 10j4 10

L7i mr

373X-5 .-Z-

1000 146 X-5

14 1250 l696 72 X-5 xz
3ff 9.73

16 After irradiation carefully remove the supernatant from the top resuspend pellet in 200pl

wash MEMA and transfer the contents to ten 14 ml tubes Falcon plastic test tube 17x 100

mmlabeled 1-10 both on cap and wall containing 10 ml wash MEMA by using pasteur

pipet

17 Again add 2001 wash MEMA in microcentrifuge tubes resuspend and transfer the cell

suspensions to 14 ml tubes

18 Centrifuge the tubes for mm at 2000 rpm 4C 1i

19 Labeling and eparation of dilution tubes and colony dishes

load 60 mm petri dishes with 4rnl MEMA
load 39 T-tubes with 4.5 ml MEMA and label themLl.2 1.3 1.4

2.5X2XX.4 is
20 DecapematanLdicktubevorteSpeT1tHirfO-ml-was1rMEMA

21 Ctr4fugetubes_foJ0inat.2tl00cpm14aG__

22 Decant supernatant click tubes vortex resuspend in 2mlwashMEMA pass five times
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through cc syringe with 21 gauge needle

23 Determine cell concentration
ly t\ansferring

100 p1 to Coulter cup

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

25 Transfer ml dishelabeled X.2 X.3 X.4 in triplicate Only X.2

should be seeded for control T-tubes

26 Incubate petridishes for week

27 After week wash colonies times with normal 1X saline and times with ethanol Stain

colonies with 0.0 5% crystal violet

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

point

2oUi/
2t0 t/ /4
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TABLE-3

Expt Date/Time

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

suspension

count

5Ooj
o-ej 40001 Cells/mi

S37q 57 coO7

Lf9O 424

-io q9c1

54H 52 S3-

f2522 5432

$/ 5-flt scO

27
5-7o 7oJ 2D
/5/ c98 nzs

10 57a S22 f7Z
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TABLE-4

Expt Date

Tube dilution Colony Colony Colony Avg Colony SF
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