V79 COLONY FORMING ASSAY

Experiment Name : 131JUdR + 10% DMSO;  Exp. #:2; Investigator: A. Bishayee

Date: 08/20/98

1. Set the rocker-roller at 37°C incubator, set the Coulter Counter, wash cells (from 75 cm? flusk,
subcultured 1:2, 24h before) with PBS, rypsinize cells, resuspend in 7 ml MEMB, pass five
times through 3 cc syringe with 21 gauge needle, perform cell count by transfering 100 ul in
Coulter cup containing 20 m! isotone (Coulter balanced electrolyte solution)

2. Dilute to ~4,00,000 cells/ml in MEMB (final volume 11 mi) [Actual count : 46,533 cells/ml)

3. Transfer 1 mi of cell suspension into ten 12 ml tubes (Falcon plastic test tube, 17x100 mm)
labeled 1-10 both on cap and wall

4. Roll the tubes for 3-4 h at 37°C, 5% CO»

5. Prepare MEMB containing radioactivity in hood

2% ul BUUdR (prepared on s'/,3) + 5 ml MEMB
6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity

Date/Time: 06/20/4‘6/‘ 4-30pPm,

according to Table below. Date/Time: M/ Lo/q38; 745 PM
Tube# | '*'ITUdR | Cellsin MEMB { MEMB+ ﬂj% MEMA
uCifmi | MEMB )y | orruar || OMOOI )
(m1) [1.2
uCifmyy || D
(ml)
1 0 1.0 1.0 0 2.0 0
2 0 1.0 1.0 0 2.0 0
3 0.2 1.0 0.67 0.33 2.0 0
4 0.4 1.0 | 033 0.67 2.0 0
5 0.6 1.0 0 1.0 2.0 0
6 0 1.0 1.0 0 0 2.0
7 0 1.0 1.0 0 0 2.0
8 0.2 1.0 0.67 0.33 0 2.0
9 0.4 1.0 0.33 0.67 0 2.0
10 0.6 1.0 | 0 1.0 0 2.0

7. Return test tubes to roller for 12 h, increase the elevation angle of the roller.

Date/Time: 03/20/75) B—o0 p-m,
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8. While test tubes are rolling label 40 (4x10) gamma-tubes (13 X 100 mm VWR glass test tube)

9. After ~12 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min
(precooled centrifuge) . Date/Time: 33/1;/ 49 » G-00 2a.m

10. During centrifugation, move roller to 10°C and obtain ice

11. Prepare |1 ml of 10 % DMSOin MEMA , put on ice

12. Remove buckets from centrifuge and carefully remove 100 pl 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 min at 2000 rpm, 4°C

15. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

16. Centrifuge tubes for 10 min at 2000 rpm, 4°C

17. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

18. Centrifuge tubes for 10 min at 2000 rpm, 4°C

19. Decant supernatant, click tubes, vortex, resuspend in 2 ml ice cold MEMA containing O or 5 %

DMSO as per Table. Keep on ice! )

20. Transfer tubes to roller at 10°C for 72 h. Date/Time: 0&8/214§ ) 1i-30 97,

21. Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from
100 ul supernatant removed earlier and count them for radioactivity
Date/Time: 08/ /48, [—o00fn.
21. After 72 h, remove tubes and place on ice, add 8 mi ice cold wash MEMA.

Date/Time: @3/14/49/’, li-o0 § a.m .

22. Centrifuge tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

23. Labeling and preparation of dilution tubes and colony dishes
- load 57 60 mm petri dishes with 4 ml MEMA
- load 30 T-tubes with 4.5 ml MEMA and label them 1.2, 1.3, 1.4,2.2,2.3,2.4, X2,
X.3, X4, etc.

24. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

25. Centrifuge tubes for 10 min at 2000 rpm, 4°C

26. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

27. Centrifuge tubes for 10 min at 2000 rpm, 4°C

28. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five imes
through 3 cc syringe with 21 gauge needle

29. Determine cell concentration by transfering 100 ul to Coulter cup

30. Vortex tube, 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.

31. Transfer | ml from dilution tubes into dishes labeled X.2, X.3, X.4 (in triplicate). Only X.2
should be seeded for control T-tubes.
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32. Transfer 300 pl of cell suspension (in triplicate) to gamma tubes for each tube
33. Incubate petridishes for 1 week
34. Count gamma tubes for radioactivity Date/Time : 08 / 24 / g8 )—oo0 p-n
35. After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol.
Stain colonies with crystal violet
36. Count colonies (50 or more cells). There must be between 25 and 250 colonies for the flask to
be a valid data point.
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Expt-# 2
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TABLE-1

DatelTime : 08/21/9% ; 1700 P

!

Expt. # : 2

Tube #| Medium count for 10 ul Avg.cpm | dpm uCvml (A) [pCuml (A)
(cpm) [cpm/0.142] | on counting | on addition

[dpm/22200] | [A Je]

! 4, 2,1

2 [ 2,

| 448, s15, su 508 | 35774 | 01611 | 0-17i%

4 989, 978, r07) | 10I2p | 7034 | 03212 | 0-3414

> | 1474 1520,15¢7| isi3¢ | 106594| 0480 | 0 5l02

6 2, 1,1

7 [ o |

8 428) 44s, 333 468 | 33004 | 0486 | 01580

° %4, qg8,/°1 § 4833 | 69248 | 0:3i19 | 03315

10 (324, 1495, #4S | 1434 p | 101032-1 0455 0-4837

P 0%/20/48 o0 P*.

'17%/;“”[!1 2h=+5h = 17k
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TABLE-2

DatelTime : 08/24/4¢ 5 J—00 Pu .

Expt. #:7
Tube # Radioactivity for 300 ul cell | Avg. cpm dpm uCi/ml (A) |uCi/ml(A)

suspension

[cpm/0.142] jon counting |after 12 h
(cpm) incubation
[dpm/666000]
[Afe]

1 L2, 0
2 hl, o
3 3002, 3022,%4q| 3024s| 2124995 00319 | 00429
* |s30,s506,5325 |S397 | 38007 |00sy; |o0076s
> 7805,7774/ 742—<f 7741, 545157 00818 | 0-109%
6 1 2,) 2
7 hi o
8 3081,,31.07/ 244¢ 30453 | 2144 00322 | 00432
? S93L, 5764, sgcg | S12l | 41649.5 | 00626 | 00840
0\ gog, S2¢9, 833 | Bigpq | 57723 | 00866 | Olig3
0
(i . 08 /21/28,; g-00 amn
g pafg ] ‘
H I T A
| ot | —_—
, @'5‘-;1(;'6 3% 3% 72h+ lo bk
P
i_! f i > g2k
o 0745)
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TABLE-3

Expt. #: 9 Date/Time : 08/24 /qg 5 0-1S pom
Tube #] Coulter count for 100 ul cell Avg. count Cells/ml pCilcell
suspension
[Avg. count [uCifcell x10°
x 400} Cells/ml}
1 655, IS, 645 634:3 | 255333
2 634, 613, Sk 656 26 2400
’ 776, 762, 196 7746 | 309866 | 01384
4 L2, SS6,551, 51 5414 | 21666c 0:3530
5 S8, 540, S#o 555 | 222000 | 0-444S
-. 1 68, 29, 527 541 216533

7 57, 663, T34, 55,72 T34 243 600
18 73, S44, %6 5543 224733 0°194%
9 | sq s4s, 29 s4g | 219200 | 038532
o | s, 82 G S | FF | S | osaert

: 5356 24246 65427
C
': t ,”:,I Tih
g
P

TR e

-

A, S,

R
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“TABLE-4

Expt. #. 2~ '

Colony Counts and Survival Fraction

Date: 0g/31/15

Tube.dilutionf| Colony 1 Colony 2 Colony 3 | Avg Colony SF
-1 (09 g log | Li31g
22 ty (o6 127 ) ‘7
32 8s 9s 7¢ | g5.33 || 07540
42 48 35 29 35:35" || 0 3367
I3 224 Lok 290 | P4 | 0:1979
¢ | 134 145 142 | 11306
7.9 his 124 i3i J
8. 48 4+ “H 4433 || 03341
9.3 | 9 4 47 $:33 |0 o002
(o 4 J (09 99 3% 09§ “0»007‘7:_
4‘.'1
| i l}‘-'ll'"“H y
h ilALa, 3; Rt
o
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