V79 HPRT Mutants/Cell
Hypoxic versus Aerobic Clusters
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V79 COLONY FORMING ASSAY

Experiment Name : '*'Cs toxicity (acute, cluster, suspension); TExp. #:2;
Experimcnt performed by: 'A.--Bishayee . Date: 09/20/99

1. Setthe rocker—roller at 37°C incubator with-5% CO,, set the Coulter Counter, wash cells (from
two-150 cm® flusk, subcultured 1:2, 24h before) with PBS, trypsmlze cells, resuspend in 7
m] MEMB for each flusk, pool, vortex, pass five times through 3 cc syringe with 21 gauge -
 needle, perform cell count by transfenng 100 ul in Coulter cup contammg 20 ml isotone - -
L - (Coulter balanced electrolyte solution)
_'f 2. Dilute to ~4,000,000 celis/m in MEMB (I‘ma] volume 11 ml) [Actual count :
i cells/m) : :
"3. Transfer 1 ml of cell suspension into ten 14 ml tubes (Falcon plastic test tube, 17x100 mm)
_ labeled 1-10 both on cap and wall o
4. Roll the tubes for 16 h at 37°C, 5% COz A DatelTime: nq /wm , 600 P
_5.. After ~16°h incubation period, remove tubes, add 8 ml wash MEMA, vortex. and centrifuge at -
_ 2000 rpm at 4°C for 10 min (precooled cents ifuge) . DatelTime: 09 /u/qq ; 9-30 am
o '6. Decant supernatant, click tubes, vortex, resuspend in 3 ml wash MEMA
’ 7. Centrlfuge tubes for 10 min at 2000 rpm, 4°C
"’ 8. Decant supernatant, click tubes, resuspend in 200 ul ice cold MEMA, transfer the cell suspension
in polypropy]ene mlcrocentnfuge tubes with attached caps (Helena Plastics, 400 ul) using pipet

e e g 55“ . uPs etz ,mmem;w”_mmwm s : i .
© 9. Again add 200 ul ice cold MEMA, resuspend and transfcr thc oell suspenswns in the same
polypropylene microcentrifuge tubes (Total volume ~400 ul) ‘ '
. 10. Centrifuge tubes for 5 min at 1000 rpm, 4°C
" 11. Transfer tubes at 10°C for 72 h... . DatelTime:_ cafa3f4q; (100 am
. 12. After 72 h, for tubes 1-5, carefl uIly remove the supematant, resuspend the pellet in 400 ml
~ MEMA and place all tubes on the penforated plate of Ramm pipet tip box contammg ice (to

mamta,m 105"C)[. G e AP
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" {3.The tubes were irradiated using Mark 1 irradiatbr (**'Cs zamma-ray), two tube (one tube for - -
pellet and one for the suspension) at a time for a single dose-point, whlle placing onto a Rainin

pipet tip box contammg ice as per the Table below - L X '
~ am/TM. 0924

=l Tube# | Total [Dose rate | Time | Attenuat.
Dose | Radfimin)||  (min) '
® |

0 0 0 | 0
0 0 0 0
300° 97.3 3.08 | X-10
600 |55 | osush
1200 |yt | 1e2vo X9~
0
0

N B W N =

0 0 . 0

0 0 0 .
- 300 973 || 308 | x10 | -
600 P8 | osn3y x0-|
10 1200 [Bo | 628 x-m/H

|| <]

s et _..j,...f.:;?-:.,:"jl_ -3 Rt STy g7 g e s s s g o e e

' ‘ 14. After irradiation, eerefull y remove the supemnatant from the top for tubes 6-10, resuspend
pellet in 200 ul wash MEMA and transfer the content from all tubes to ten 14 ml tubes (Falcon
plastic test tube, 17x100 mm, labeled 1-10 both on cap and wall) contammg 10 ml wash

' MEMA by using pasteur pipet
15. Agam add 200 ul wash MEMA in mtcrocentnfuge tubes tesuspend and transfer the cell -

Ty suspensions in 14 il tubes’ AR SE RN
© 16. Cenrifuge the tubes for 10 niin‘at 2000 pm, 4°C (precooled centrtfuge) !
17.:Labeling and preparatlon of dilution tfubes and colony dishes ' - B RET

» . . .. =load..60.mm petri dishes with 4. ml MEMA
| Vel 1< load T-tubes with'4.5 ml MEMA and labelthem 1.2, 13 14 15 22 2.3, 24

. 2.5 X.2, X.3, X4 X.5 efc.
18. Decant supernatant click tubes, vortex resuspend in 10 ml wash MEMA

i 19, Centpfuge tubes for 10 mm at 2000 rpm 4°C

i

s . . .
P . Ca. ST, e ] s einee o P T e e e

; 20. Decant supematant, chck tubes vortex resuspend in2 ml wash MEMA pass ﬁve times
! ‘ th[rough 3cc syrmge thh 21 gauge needle :
g o S DU P

lt G ; T LRSS ‘..

i i i . . i3
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i . Determine cell concentration by transfering 100 pl to Coulter cup
Voitex tube, transfer 0.5 ml into dilution tube X.3, vortex tube X.5 and transfer 0.5 ml to tube
X.4, vortex tube X.4 and 1ransfer 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.
. Transfer 1 ml from dilution tubes into dishes labeled X. 2 X.3,X.4 (in tnphcate) Only X.2

- should be seeded for control T-tubes. -

. Incubate petridishes for 1 week
. After 1 week, wash colonies 3 timmes with normal (1X) saline,and 2 times w1th methanol

Stain colomes with 0.05% crystal violet -

pomt.
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