V79 COLONY FORMING ASSAY

‘ ‘ Experimént Name : 3HTdR toxicity (cluster, 50% labeling); Exp. #:2;
Investigator: A. Bishayee Date: 01/11/99

1. Set the rocker-roller at 37°C incubator with S% CO,, set the Coulter Counter, wash cells (from
two 150 cm® flusk, subcultured 1:2, 24h before) with PBS, trypsinize cells, each resuspend
in 9 ml MEMB, pool, pass five times through 3 cc syringe with 21 gauge needle, perform cell
count by transfering 100 ul in CouIter cup containing 20 m} isotone (Coulter balanced
electrolyte solution)

2. Dilute to ~2,000,000 cells/ml in MEMB [Actual count : 21&3000 - celis/ml)

3. Transfer 1 ml of cell suspension into 20 12 ml tubes (Ealcon plastic test tube, 17x100 mm)
labeled 1-10 both on cap and wall

4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO2 Date/Time: 0f [ iif 99/ 2-30 pon.

5. Prepare MEMB containing radioactivity in hood

1,045 M1 °HTdR (Stock : 4 pCi/ul on ,;!;;(qs ) w} ml MEMB
6. After 3-4 h, remove first set of 10 test tubes from roller and add MEMB with or without

radioactivity according to Table below. ‘ Date/Time: 7- 15 pa / ('i/ nqq
. Tube # | 3HTJR C?ll\/lill\sﬂlg MEMB
uCi/ml () (ml) | MEMB+
3HTJR
(ml)
[8uC1/
1 0 1.0 F 1.0
B 2 0 1.0 [ 1.0
Sy 3 0.02 1.0 Lo.995 0.005
4 0.1 1o | 0975 | 0025
5 0.2 1.0 0.950 0.050
6 0.4 1.0 0.900 0.100
7 1 1.0 0.750 0.250
8 1.5 1.0 0.625 0.375
9 2 1.0 |f. 0.500 | 0500 f
10 4~ 1.0 0 1
. 7. Return test tubes to roller for 12 h . Date/Time: &/ / injae; 9-3% pa,
b don M,
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8. Next day, while test tubes are in roller label 10 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: 0///3,/ 44 ) 9-%0 Cl.m -

10. Remove buckets from centrifuge and carefully remove 150 pl of supernatant and place in
prelabeled gamma-tube.

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

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

13. Decant supematant, click tubes, vortex, resuspend in 10 ml wash MEMA

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

15. Decant supematant, 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 7 ml of MEMA

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

19. Decant supernatant, click tubes,vortex

20. Add 10 ml of wash MEMA to second set of tubes containing 2,000,000 cells, and follow steps
11-17, suspend in 7 ml of MEMA and transfer cells to the corresponding tubes containing
2,000,000 cells in step 19

21. Centrifug tubes for 10 min at 2000 rpm, 4°C

22. Decant supernatant, click tubes, vortex

23. Transfer the cell suspension in polypropylene microcentrifuge tubes with attached caps (Helena
Plastics, 400 ul) using 200 ul pipet tips

24. Again add 200 ul ice cold MEMA, resuspend and transfer the cell suspensions in the same
polypropylene microcentrifuge tubes (Total volume ~400 ul)

25. Centrifuge tubes for 5 min at 1000 rpm, 4°C

26. Transfer tubes at 10°C for 72 h. DatelTime: 0i[1g/499 5 li=30 a-m -

27. Transfer 30 ul supernatant in three sets of 20 ml scintillation vials containing 6 ml liquid
scintillation cocktail (Aquasol) from 150 ul supernatant removed earlier (Step 10) and count
them for radioactivity DatelTime: off nj9a-, li—o0 4 .

28. After 72 h, carefully remove the supernatant 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 wall) containing 10 ml wash MEMA by using pasteur pipet

Date/Time: 0‘/@(‘? 4, =00 @ Noon

29. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell
suspensions in 12 mi tubes

30. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)
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31. Labeling and preparation of dilution tubes and colony dishes
- load 66, 60 mm petri dishes with 4 ml MEMA
- load 40 sterile tubes with 4.5 ml MEMA and label them 1.2, 1.3, 1.4, 1.5; 2.2, 2.3,
24, 2.5; X.2, X3, X4, X.5 etc.

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

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

34. Decant supernatant, click tubes, vortex, resuspend in 10 mi wash MEMA

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

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

37. Determine cell concentration by transfering 100 pl to Coulter cup

38. Vortex tube, transfer 0.5 ml into dilusion tube X.5, vortex tube X.5, 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.

39. Transfer 1 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.

40. Transfer 200 pl of cell suspension (in triplicate) to 20 ml scintillation vial containing 6 ml
cocktail (Aquasol)

41. Incubate petridishes for 1 week

42. Count vials for radioactivity DatelTime : o][[5{949 ), 1—00 Pm

43. After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol.
Stain colonies with 0.05% crystal violet

44. Count colonies. There must !JC between 25 and 250 colonies for the dish to be a valid data
point.
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TABLE-1

Expt. # : )/ DatelTime : (| / nigay ti-o0 am’

Tube #] Medium count for 30ul | Avg. cpm | dpm RCUml (A) | pCi/ml (A,)
(cpm) [cpm/0.65] | on counting | on addition

[dpm/666001 | [A /e

V| e e itachp

2 ek

3 6o G38 0 0[4

4 2758 | 4243 0063

> 557, | 6578 | 0128

6 43D 17584 0204

! X407 | 43703 | O 656

8 4u260 | 66043 | 1022

? 4svg | 95098 | 14

10 (17353 { 1805431 2-710
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TABLE-2
Expt. # : )~ Date/Time : Ol iS(94 ) 2-oo0 P™
Tube #| Radioactivity for 200 ulcell | Avg.cpm | dpm pCi/ml (A) | pCi/mli(A)
- | suspension fepm/0.651 | on counting | after 121
(cpm) (dpm/444000 incubation
p
[A/e]
1 Seeo. UK
2 amachad Mk |
3 44 6784 | 000ls%
4 1o 32.4¢ 00073
5 4117 64357 001454
6 Ga14 | 15251 | 00344
7 1669) | LSC7§ | 005783
8 Boylo 4724 | 01064
? 4s07¢ | 69350 | 01561
10 03202 15886s| 03578
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- TABLE-3

Expt. #: L Datel/Time : 0//{57747 , 100 a.m,
Tube #| Coulter count for 100 ul cell Avg. count Cells/ml pCr/cell K&/{M
suspension

[Avg. count [uCi/mi x10°

x 4000] Cells/ml]
: 488, 492, 47§ 492 | (30665 | —
2 510, 472, 443 45\ 1426605 -
3 517, 505, S04 So9 20%1333 | 00007 | -l
) 468, 45g, 4ss 460 | (541333 |000397 | 0587
> S28, 527, Si4 326 2105333 | 0° 00491 | I+ 012 |
6 622, b49, 604 ¢24 2505333 | 001273 | 2032

. 7 i4s, 442/4,‘12/ 432 43 {728 poo | 003 347 | 4953

8 | 4e7, 436, w33 447 (79066 | 005441 | 5792
9 491, 451, S22 485 1040000 | 0-060S) | tt-Aqq
10 487, SI6, 49 495 (480000 | O'l§071 | 2674
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TABLE-4

Expt#: 11— Date : //;;,/?7

Tube.dilution| Colony1 | Colony 2 Colony3 | Avg Colony SF
I-1 %S 139 e | -
21 | g I |/ -
32 50 35 4 | 129:¢5 09845
4y 125 lis 109 lle-33 || 08835
52 9s lo lo7 lo| ||0767)
6L 6S 91 78 85 0 645(
9.9 54 9 7% 68 || orSus
5.2 ! 49 S8 G/ 5§ 0 9405
91 3% 44 33 38 0 291
[0 % joo | 9s {06 lo33 || 00784
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