V79 COLONY FORMING ASSAY

; —Nofler
210pg toxicity (4x10° ce clustcr crossed dose) Exp. #:2;

Date: 11/06/98

Experiment Name :
Investigator: A. Bishayee

1. @Ha at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from
two 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 Coulter cup containing 20 ml isotone (Coulter balanced
electrolyte solution)

2. Dilute to ~4,000,000 cells/ml in MEMB [Actual count : 3,650 664 cells/mi)

3. Transfer 1 ml of cell suspension into ten 14 ml tubes (Falcon plastic test tube, 100x80 mm)
labeled 1-10 both on cap and wall

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

5. Calibrate the stock 2'°Po-citrate v

6. After 3-4 h, remove test tubes from roller and add accdrding to Table below.

DatelTime: (l/0e/q5;, }-30 p-n-

Date/Time: ifogjs§; S—00 pm.
Tube # | *%Po- | Cellsin || MEMB | Po-citrate
cime | MEMB || ), (5.9 ——ow 1926198

uCi/ml | (ml) uCi/ml)
(ul)
1 0 1.0 1000 0
2 0 1.0 1000 0
3 0.01 1.0 997 3
4 0.025 8
5 0.05 " 983 17
6 0.1 967 33
7 0.2 1.0 JF 933 67
8 0.3 1.0 [ 900 100
9 0.4 1.0 865 135
10 0.5 1.04} 830 170

7. Return test tubes to roller for 30 min.
8. After 30 min, centrifuge tubes for 10 min at 2000 rpm, 4°C Date/Time: f) [06/48 ) S-40 P-4

DatelTime: [i(06/98; S-10 P'*
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9. Collect 150 ul supernatant in separate tubes

10. Resuspend in 31 21 wash MEMA

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

12. Decant supematant, click tubes, vortex, resuspend in 3ml wash MEMA

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

14. Decant supernatant, click tubes, vortex, resuspend in% ml wash MEMA

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

16.Decant supernatant, click tubes, vortex, resuspend in 2’ml of MEMA

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

18. 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

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

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

21. Transfer tubes (onto a perforated Renin pipet box) at 16°C for 72 h. Date/Time: 1|f 6(9¢ ;

22. Transfer 30 ul supernatant in three sets of vials containing 6ml liquid scintillation cocktall ~ 7—(S pa
(Aquasol) from 150 ul supernatant removed earlier (Step 9) and count them for radioactivity

Date/Time: Mol” 14@) -0 P

23. 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

DatelTime: H(Ooi /qs) A=mtEP - (o-00 d-m.

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

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

26. Labeling and preparation of dilution tubes and colony dishes
~load 60 mm petri dishes with 4 ml MEMA
- load 40 sterile tubes with 4.5 ml MEMA and label them 1.2, 1.3,1.4,15;22,23,

0 24,2.5; X.2,X.3, X4, X5 efc.
27. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
28. Centrifuge tubes for 10 min at 2000 rpm, 4°C
29. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
30. Centrifuge tubes for 10 min at 2000 rpm, 4°C
31. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times
through 3 cc syringe with 21 gauge needle
32. Determine cell concentration by transfering 100 pl to Coulter cup
33. Vortex tube, transfer 0.5 ml into dilusion tube X.5, vortex tube X.5, transfer 0.5 ml into
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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.

34. 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 test tubes.

35. Transfer 500 pl of cell suspension (in duplicate) to 20 ml scintillation vial containing 6 ml
cocktail (Aquasol)

36. Incubate petridishes for 1 week

37. Count vials for radioactivity DatelTime : hjoq (98 ) (~Yo pn.

38. After 1 week, wash colonies 3 times with normal (1X) saline,and 2 times with methanol. Stain
colonies with 0.0 5% crystal violet

39. 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. #: 2 DatelTime : it/07/46, 1730 pm.

Tube #] Medium count for 30 l | Avg. cpm | dpm nCi/ml (A) | nCiml (A,)
(cpm) [cpm/1] on counting | on addition

[dpm/66600] | [A /]

1 Co T 4

2 abla cha W’— - 8p

3 s23'% | 9234 |0°0078

4 14713 4703 | 00220

> 2972 | 247 | 0 0446

6 $SoqL| 55046 | 00827

7 o924 | 12224 | 01835

8 13630 _\8030 0 2707

? 22253 | 22L5¢ | 0-3342-

10 W50 | 29954 | 04447
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TABLE-2
Expt. #: ) Date/Time : /09 (4 ¢, 1-30pm
Tube # Radioactivity for 500 ul cell | Avg.cpm | dpm uCi/ml (A) uCi/ml (A )
suspension
’ fcpmy/1] on counting after 12 h
(cpm) incubation
[dpm/111x10°]
[Afe]
1 $o U2 abtvehiflt
2 Sk
3 7%s 765 100000707
' 2025 2025 | 0000182~
3 29¢'s | 2465 0000268
6 5825 | S825 | 0000524
7 89| 89/ 0000802
8 il 78 178 0 00106
9 640S | tb40sS | 000147
10 2277 | 2977 | 0-00205
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TABLE-3
Expt. #: 9 Date/Time : lfo3/ 9€/. =00 Anm
[Tube #] Coulter count for 100 ul cell Avg. count Cells/ml fCifcell
suspension
v [Avg. count [uCi/ml x10°
X 4}1}@ *4po0 | Cells/ml]

1 415, %04, 383 400 60266( —
2 383, 352, 173 369-3 | 1477333 -
3 346, 337, 356 346:3 365333 | 0'0510
! 363, 361, 312 3651 £4é|333 01245
i 62, 365 395 374 446000 | 01791
6 354, e, ¥s,w7| 153 iIS0I1333 | 03490
7 539, 366, 344 35¢:3 425333 | 0°562(
8 4ig, 385, 368,353 368 1474bes | 07188
? 368, 350, 362 160 l44 0000 | |+ 020§
10 t44, 4ss, 473 4573 1829333 I+ 1206
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TABLE-4

Expt # : 3~ Date : ilf16/ag

Tube.dilution|| Colony1 | Colony2 | Colony3 | Avg Colony SF
12 “ a8 g o z 1514 —
22 142 154 129 J -
32 96 a1 20 91-33 ﬂ}o' 737¢
4y 67 7 @ 09 “ 05512
S 444 4 4L 44 “ o 3sis
6 L P 2% 30 29 27 0257
73 J0 3 22 67 0 0535
83 3% 33 S0 3.3 00243
944 q) a4 94 093 0 0074
for4 S| 44 4 0 46 “ 00037
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