Investigator: A. Bishayee
1. Take 150-cm?* flasks with cells and perform cell count

V79 COLONY FORMING ASSAY
Experiment Name : 3HTdR toxicity (cluster, 100% labeling, DMSO,lindane);

Exp. #:2;

Date: 03/01/99

2. Dilute to ~4,000,000 cells/m! in MEMB [Actual count : 4,033,333 cells/ml)
3. Transfer 1 ml of cell suspension into 15 12 ml tubes (Falcon plastic test tube, 17x100 mm)
labeled 1-10 both on cap and wall
4. Keep the tubes in the roller for 3-4 hat 37°C, 5% CO

5. Prepare MEMB containing radioactivity in hood

Date/Time: 03/ol/4¢§, 4-oopm

73 MI3HTdR (Stock : | uCi/ulon 1////77 ) + ( mliMEMB

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. DatelTime: 03/6i[49 , 730
Tube # 3HTAR Cells in MEMB | MEMB+ MEMA 0.58% 0.58%
, MCMB DMSOin | DMSO-
uCi/ml (ml) 3HTdR m) | VEMA 100uM
(i) (ml) for wash’ (ml) Lindane in
12uCi/ml for wash flo\g%
. 1 0 1.0 1 0 8 0 0
2 0 1.0 1 0 8 0 0
3 1 1.0 0.835 0.165 8 0 0
4 3 10 | 05 0.5 8 0 0
5 6 10 [ o 1 8 0 0
6 0 1.0 1 0 0 8 0
7 0 1.0 1 0 0 8 0
8 1 1.0 0.835 0.165 0 8 0
9 3 1.0 0.5 0.5 0 8 0
10 6 1.0 0 1 0 8 0
11 0 1.0 1 0 0 0 8
12 0 1.0 1 0 0 0 8
13 1 1.0 || 0835 0.165 0 0 8
14 3 1.0 0.5 0.5 0 0 8
15 6 1.0 Jj 0 1 0 0 8

"

7. Retumn test tubes toroller for 12 h .

DatelTime: 0%/0((99 ) 745 P7.

o
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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: 03/03/49, 9-p0 4-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 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 8 ml MEMA with or without DMSO or
Lindane as per the Table

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

17.Decant supernatant, click tubes, vortex, resuspend in 0.4 ml MEMA with or without DMSO or
Lindane as per the Table

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

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

20. Transfer tubes at 10°C for 72 h, Date/Time: 0%/02/94 p; [lFoo 4.m.

21. 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 Date/Time:

22. After 72 h, carefully remove the supematant 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 3/05/@) lo-0o. dha.,

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

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

25. 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,
24,25; X.2,X.3, X4, X5 etc.

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 10 ml wash MEMA
29. Centrifuge tubes for 10 min at 2000 rpm, 4°C
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30. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times
through 3 cc syringe with 21 gauge needle

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

32. 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 transter 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.

33. 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.

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

35. Incubate petridishes for 1 week

36. Count vials for radioactivity Date/Time : 03/57/¢7 5 ii30 P

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

38. Count colonies. There must be between 25 dnd 250 colonies for the dish to be a valid data

point.
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TABLE-1
Expt. # :.2, Date/Time : 03/53,/47 ; 11-30 Q. m.
Tube #| Medium count for 30 ul Avg.cpm | dpm uCi/ml (A) | pCi/ml(A,)
(cpm) [cpm/0.65] | on counting | on addition
[dpm/66600] | [A/e]

Ve ke astaclie
2 )
3 66| ot | 01527
4 9095 | %9376 | 04410
5 36923 5¢86s | 0-8529
6
7
8 bor4 | 9233 | 01389
2 i6584 | 28590 | 04293
10 39g42¢ | Cocsy | O-aleg

h

I

5 6409 (0630 615

] .

s _

413 b 82653 y
63563 0 9S54
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TABLE-2
Expt. # : )~ Datel/Time : 03/05/¢7 ; 12730 Fﬁ.
"Tube #] Radioactivity for 200 ul cell | Avg.cpm | dpm pCi/ml (A) [uCi/ml(A,)
suspension
[cpm/0.65] | on counting | after 12 h
(cpm) incubation
fdpm/444000]
[A/e™]
! See iz atlacled
2 e
2 e |
3 3,260 :23 0'0875' &
4 S714 | BBoAU 01932
3 135755 | 205854 | 04704
6
7
8 22410 | 34471 | 0077
9 Ss4s) | 8s3i0 | 01920
10 15793 | 182759 | o4ilg
)
i1
b5 2777§ 42735 0°09(2—
i
7 85108 31569  0-2470
is
7651s 274639 06l8>




TABLE-3
Expt. #: 9 — Date/Time : 03/07/?7/' (00 dbe.
Tube #] Coulter count for 100 ulcell | Avg. count Cells/ml pCilcell
suspension

[Avg. count [uCi/mt x10°

x 4000] Cells/ml]
1
2
3 480, 495, 47§ 464 (37333 (004516
4 450, 417, 45§ | 46| | ls4cect | 01073
> 575, 584, 567 577 2305060 | 0-203¢%
6
7
8 435 449, 4249 437 1750660 | 0°0434
? 45, 455, 41-| 434 g 16oos | 01057
10 540, 559, 54 548 29466k | 01575
H
(2
1% 560, $90, 41~ 550 2202664 0 043(
4. 6o, 6Ly 60 64 245566 (0-1L0§

615) ©8% 7 cer- 271> 02200
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TABLE-4

Expt #: 0L~ Date : 03[12/¢9

Tube.dilution|] Colony1 | Colony 2 Colony 3 | Avg Colony T sr
iy 160 1SS |68 1 15893 -
2-1- 1S2 IS7 [6] ) | -
32 (7 22- 2] 22 | 035
44 23 %0 3% | 033 0‘0@/7
54 3 2 Af 003 || 0-00olg
6% Y4 47 150 17 147.¢
79— laz I47 ls
29 Ig 25 £ 6 24-33 | O lgs
9-4 14 /9 5 |019 - 0-0o(3
lo4 > 4 5 009 ||000627
o - loo 67 ’7ﬁ 16065
12.-1- IS| ! 165
{32 20 Z 2$ @%4;7 o- 147
144 2% 27 35 028 0.00f7
>4 3 3 2. 0023  p-ooolg

B001658



