b}
g. /b V79 COLONY FORMING ASSAY

Experiment Name : ™

Cs toxicity (cluster) - hradiation
Experiment No.: 8¢ v7a. oo\

Date: 12/7/o)

1. Seed a 225 cm’ flask containing 50 ml MEMA with 3x10° cells 3 days before experlment i 3 C

2. Wash cells in 225 cm’ flask with 20 ml PBS, trypsinize cells with 2ml Trypsin- EDTA;, and
resuspend in 7 ml MEMB; T tomd Peu. St {or 1L 08S.

3 Aspirate cells and transfer to 14 ml 17x100mm Falcon tube and vigorously pass five times
through 5 cc syringe with 21 gauge needle;

4. Perform cell count by transfering 100 pl in Coulter cup containing 20 ml Isotone-II (Coulter
balanced electrolyte solution); [l
Instrument settings: Lower Threshold (LT) — 5.0; Manometer — 100 ul.

442 5291. Average value — 5362.

10,7 x 10° cells/ml.

(>4

Perform cell count in triplicates. Fdr example
Cell concentration — 5362 x 400 x

NV
5. Dilute to ~4,000,000 cells/ml in MEMg & {1}’1;1?1 Zolur&u‘il m) For example, 4.1 ml stock +
6.9 ml MEMB gives 4 x 10° cells/ml 8. Transfer 1 ml of cell suspension into ten 14 ml tubes
(Falcon 352059 polypropylene culture tube, 17x100 mm) la{be ed 1- »49 bﬁth ?n cap and wall
6. Roll the tubes on rocker-roller for 4 h at 37°C, 5% CO2 \—._Dateﬂlme L_)‘:..:_j_‘;_‘;
1. After ~4 h incubation period, remove tubes, and centrifuge at 2000 rpm RT for 10 min.
8. Decant supernatant, click tubes, vortex, resuspend in 10 ml MEMA
9. Centrifuge tubes for gvn? at 00%m RT
10. Decant supernatant, Click tubes, vortex, transfer the cell suspension to 400 ul polypropylene
microcentrifuge tubes with attached caps (VWR) using 200 ul pipetter
1 I.MMA, resuspend and transfer the cell suspensions in the same
polypropylene microcentrifuge tubes (Total volume ~400 ul)
“\ 12. Centrifuge tubes for 5 min at 1000 rpm, RT
k ‘ 13. Transfer tubes at 10.5°C for 72 h. Date/Time: D ee 12 , 2o¢ (/ 22:90
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14. After 72 h, place the tubes on the perforated plate of Rainin pipet tip box containing ice (to D* ¢ .10

maintain ~ 10.5°C) , 200]
15. The tubes were irradiated using Mark I irradiator (""Cs gamma-ray), one tube at a time, while
placing onto a separate Rainin pipet tip box containing ice as per the Table below
Tube # [Total Dose Dose rate | Time Attenuat.
Rad) Rad/min)| (min)
0 0 0 0 2 didees
2 0 0 0 0 ) G 69
F—— 0500 TOI[ 4098 X0 x5 o M
& 3 |200 1044 |97 127 |XT0x_ < 3 s
& 4 |30 10§.4 1295 1.90 | X0 _ 3 ig7ﬁg‘%§i
g 5 |40 10{.4 394 253 |Xd0x -¢ 3
¥ (|50 104 493 3., |X40x. o LJ’{:'L—,’
g 7 |75 169.6 [442- T (X5 y-z 6 375 .90
g < |1000 1696 [589° 2% |X5 x-z A
w9 |1250 646 |27 28 x5 x-2 6
(0 (500 359 g.e5 -2 &
16. After irradiation, carefully remove the sup%natant from the top, resuspend pellet in 200 pl

wash MEMA and transfer the contents to ten 14 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
17.

suspensions to 14 ml tubes

18.
19.

20.
21.

- load

/A
b

.
',‘})

y

Mol

thhe &
tbe b

Centrifuge the tubes for 7 min at 2000 rpm, 4°C

Labeling and preparation of dilution tubesmhes

60 mm petri dishes with 4 ml MEMA

- load 39 T-tubes with 4,5 ml MEMA and label t
25\X7,X3, X4, X.S}E.

y

Centrifuge-tubes-for 10 min at 2000.pm4°C—

22. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times

(}(\n d-(M&\

'Lygot(() f’(u

(-1x107_[~\2 dilvtvn )
(2x0°/ud it otion)

i pard

k>emL12 1.3, 14151@.2 23 24,

Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell
g P g P

lred |

Aded
wet b h

A
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' through 5 cc syringe with 21 gauge needle - o 50 9‘/& )
23. Determine cell concentra/ti‘c?‘r‘lolzymtﬁ%nsferring 100 pl to Coulter cup ( puoinom -
24) 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. L. C
I 25. Transfer 1 ml frommnto dishe{Iabeled X.2, X.3, X4 (in triplicate). Only X.2
i should be seeded for control T-tubes.
; 26. Incubate petridishes for 1 week
! 27. After 1 week, wash colonies 3 times with normal (1X) saline, and 2 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 a valid data

point.
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TABLE-3
Expt. #: Date/Time :
Tube | Coulter count for 100 ul cell Avg. count Cells/ml pCi/cell
# suspension .
[Avg. count [uCi/ml x10°
Foo ul meromete
ere) Na r:\:;créore_“m‘ X 4000] Cells/ml]
2537
1 -
25" 5074 go0 1
2

4920 4943 4898

4§30 ‘/M'bal u{g@,b
4 S48y S567 S5HF
5 5255 5209 5452

528 5388 S$§&5O
7 §289 6288 61

8 5702 §¢03 5520

9 5151 5(98 5125

10 | 57¢2 5229 5072

~
Y
\.
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TABLE-4

- Expt#:

Date :

Tube.dilution

Colony 1

Colony 2

Colony 3

Avg Colony

SF
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