V79 COLONY FORMING ASSAY

Experiment Name : 3HTdR toxicity (cluster, 100% labeling); Exp. #:2;
Investigator: A. Bishayee Date: 11/30/98

1. Set the 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, trypsinize cells, each resuspend
in 9 m1 MEMB, pool, pass five times through 3 cc syringe with 21 gauge needle, perform cell
count by transfering 100 ul in Coulter cup containing 20 ml isotone (Coulter balanced
electrolyte solution)

2. Dilute to ~4,000,000 cells/ml in MEMB [Actual count : 3 724,333 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. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO2

Date/Time: t[[3o[4g} 4-00 p-n .
5. Prepare MEMB containing radioactivity in hood
(4 11PHTAR (Stock : 4 uCi/ul on ifi2(4%) + 2 ml MEMB
6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity

“ according to Table below. Date/Time: /!(30/48, 7-00 p-n ‘.
Tube # | 3gTdrR | Cellsin || MEMB
oCimt | MEVB | m) | MEMB+
(ml) 3HTJR
(mi)
[4uCi/ml]
1 0 1.0 1.0 0
2 0 1.0 1.0 0
3 0.01 1.0 1#0.995 0.005 N }LU‘
4 0.05 1.0 - 0.975 0.025 3
5 0.t | 10 || 0950 | 0.050 w0th”
6 0.2 1.0 0.900 0.100
7 0.5 1.0 0.750 0.250
8 0.75 1.0 0.625 0.375
9 1 1.0 0.500 0.500
' 10 2 1.0 0 1
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7. Return test tubes to roller for 12 h. Date/Time: {30 /qge, 1-96 o’

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) . DatelTime: 12/1j4¢; 4-30 a-m.

10. Remove buckets from centrifuge and carefully remove 150 ul 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 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, transfer the cell suspension in polypropylene
microcentrifuge tubes with attached caps (Helena Plastics, 400 ul) using 200 ul pipet tips

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

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

22. Transfer tubes at 10°C for 72 h. Date/Time: i2(ifag; li-30 &

23. Transfer 30 ul supematant 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: | 2[11a85 2-20 P

24. 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: 2[04(4§; |0-00 ¢4 _

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

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

27. 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,

2.4,2.5; X.2, X.3, X4, X.5 etc.
28. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
29. Centrifuge tubes for 10 min at 2000 rpm, 4°C

B001739



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

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

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

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

34. 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.

35. Transfer 1 ml from dilution tubes into dishes labeled X.2, X.3, X.4 (in triplicate). Only X.2
shoul seeded for control T-tubes.

36. Transfer }60 pl of cell suspension (in triplicate) to 20 ml scintillation vial containing 6 ml
cocktail (Aquasol)

37. Incubate petridishes for 1 week

38. Count vials for radioactivity DatelTime : [2{p4/4%) I L—vo‘p,m/

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

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

point.
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TABLE-1

Expt. #: 1— DatelTime :  12{0{(9f, 2-20 pny.

Tube #] Medium count for 20 ul Avg.cpm | dpm uCifmt (A) | uCi/ml(A)
(cpm) [cpm/0.65] | on counting | on addition

[dpm%T [A/e]

L Se e wdtechg

2 Shaet—

3 26403 | 4064 | 0006]

4 11603 | 18158 | 0°027

5 23743 | 26528 | 0°054%

6 400 | 70871 | O l06s4

7 11659 174364 - 2493

8 175815 | 270487 | 0400l

9 2453 | 344850 | 05177

10 45§ | 64720 r o4
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TABLE-2
Expt. # :)_— DatelTime : [2{/o#/95 ; | }-o0 fom
"Tube # Radioactivity for 200 ul cell | Avg.cpm | dpm uCi/ml (A) | pCi/ml (A,)

Suspens1on

[cpm/0.65] | on counting | after 12 h
(cpm) incubation
[dpm/444000
[A/e]
1 S Y
J

2 N4 W
3 20 % 30/ 000072
4 1574 | 1656 | 000262
> 19463 | 30712 | 00064
6 3852:0| 959271 | 0:0133
7 10342 | 159887 | 0° 036
8 13072+, | 2001i7 | 0 0451
10 4or22(| 616810| 041393
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TABLE-3

Expt. # : V

Date/Time : n/[oqc/ q@‘} tPoo O

pCi/cell

Tube #] Coulter count for 100 WGl | Avg. count | Celisim]

suspension [Avg.count | [uCi/ml x10°
X 4000] Cells/ml]

: 252, 261, 290 W )

2 s, 221, 259 24 )

3 276, 23%, 249 2536 | fol4kep | 00007

4 302, 279, 27J 184 li36o00 | 00023

3 194, 204, 24| 289 Nsgeor | 000059

6 4o4, me, 44 413 1661333 | 0008

7 294, 245, 33p %i0 240000 0029

8 Va4, 244, 13) 239 158665 | ©°047]

9 231, 115, 229 2] q 12 000 0071

10 274, 288, 300 259 li'S6o00 01205
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TABLE-4
Expt#: ) Date: j2/y/ag
Tube.dilution|| Colony1 | Colony2 | Colony3 | AvgColony|  SF
[ 126 i q9 l 165
o | m | i)
3 (04 4 b lo4:¢ || 08984
4o 13 0o 86 3 0-7192}
S3 70 7¢ | 63 703 || 06037
02— 58 68 1 583 o-s:»}
® 1 . 24 22 19 23-3 l#o-zw,_
83 " lo4 hs T4 04 0 0895
94 " 6 126 lo] Itg 0-00g99
1 los ﬂ 28 &0 24 @ 15 Q%L} 0009 _
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