V79 COLONY FORMING ASSAY

Experiment Name : 210Po-<citrate + 100ug/ml MEA ; Exp. #:1;
Investigator: A. Bishayee Date: 11/10/98

1. Set the rocker-roller at 37°C incubator, set the Coulter Counter, wash cells (from 75 c” flask,
subcultured 1:2, 24h before) with PBS, trypsinize 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 ml isotone (Coulter balanced electrolyte solution)

2. Dilute to ~400,000 cells/ml in MEMB (final volume 11 ml) [Actual count : 450,933 cells/ml)

3. Transfer 1 ml 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 hat 37°C, 5% COy, Datel/Time: ll/lO/f{ﬁ/' 3-00 Pih |

5. Calibrate the stock *'°Po-citrate for today (  uCi/ml)

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

DatelTime: s
\00" - ﬁp
Tube# | 2'Po- | Cellsin | MEMB [Po-itrate| MEAin [ MEMA |
citrate | MEMB - MEMA
) (ud) (6 (100 (ml)
uCi/ml (mi) uCi/ml)
o ! :( /451 ug/ ml)
—| ( 6& (ml)
1 0 1.0 1000 0 2 0
2 0 1.0 1000 0 2 0
3 0.2 1.0 935 65 2 0
4 0.35 1.0 885 115 2 0
5 0.5 1.0 840 160 2 0
6 0 1.0 1000 0 0 2
7 0 1.0 1000 0 0 2
8 0.2 1.0 935 65 0 2
9 0.35 1.0 885 115 0 2 ]I
10 0.5 1.0 840 160 0 2 ||
7. Return test tubes to roller for 30 min. ' Date/Time: N/ fo/4 3 430 pm .

8. After 30 min, centrifuge tubes for 10 min at 2000 rpm, 4°C DatelTime: N//a/q@'/ s-po Pm.
9. During the centrifugation move roller to 10.5°C
10. Collect 150 ul supematant in separate tubes
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11. Add 8 ml of wash MEMA in each tube containing the pallet
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 10 ml wash MEMA MEMA = 1089 M
16. Centrifuge tubes for 10 min at 2000 rpm, 4°C Hﬁk(lo myfa) = O-if W
17. Decant the supernatant, click tubes, vortex add 2 ml of MEMA with or without 100 ug/ml
MEA as per Table

18. Transfer tubes at 10°C for 72 h. Date/Time: ”/;0{43}- 6-30 pm .

19. Transfer 30 ul of supernatant in triplicate from step 10 into 20 ml scintillation vial containing 6
ml cocktail (Aquasol) and count for radioactivity Date/Time: ) [l ag ) 045 a-m

19. After 72 h, add 8 ml wash MEMA in each tube, vortex and centrifuge the tubes for 10 min at
2000 rpm, 4°C (precooled centrifuge) Date/Time: |{—[3~q~3; ~30 .

20. Labeling and preparation of dilution tubes and colony dishes
~load 60 mm petri dishes with 4 ml MEMA
- load 30 test 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, X3, X4, X5 etc.

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

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

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

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

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

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

27. Vortex tube, transfer 0.5 ml into X.4, vortex tube X.4 and transfer 0.5 ml to tube X.3 and
vortex tube X.3 and transfer 0.5 ml to tube X.2. Keep tubes on ice.

28. 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.

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

30. Incubate petridishes for 1 week

31. Count vials for radioactivity Date/Time : it/ 13]4§ ) G Ph

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

33. 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. # : | DatelTime : ///li/98; (0—4S #.m

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

[dpm/66600] | [A /e-"]

! Yo iz

2 abtpchad W

3 o749 | 0749 | 0'lbc2

4 (96794 | 196794 | 0 2954

5 29176-8 | 291755 | 0438l

6

7

8 U7374 | 17374 | 01762

? 44577 | 194577 | 0292

10 29034 2q034 | 043359
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TABLE-2

Expt. # : | Datel/Time : l//lﬁ/%} 400 P
Tube #[ Radioactivity for 500 ul cell | Avg.cpm | dpm puCi/mi (A) puCi/ml (A,)
suspension
[cpm/1] on counting after 12 h
(cpm) incubation
[dpm/111x10*]
LV
! 6 6
2 g, 11
3 675, 665 L70 670 600 0603
4 274, I 74 19220 12 0-00 lio4
3 1425, 1472 1448 1444 0 001304
6 by 12~
7 615
8 443, 44,7 4575 4575 0000442~
? lo14, A 4415 4§1S | 0700048y
10 loirg, 480 499 qaf 00007
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TABLE-3

Expt. #: | Date/Time : Il//}/qg'/; 200pPm
"Tube #] Coulter count for 100 ul cell Avg. count Cells/ml fCi/cell
suspension
[Avg. count [uCi/ml x10°
x 400] Cells/ml]
L 484, 471, 445 4133 169333 —
2 520, 490, 556307 505 (, 202260 -
3 N 539, 541,535 S3%3 215333 9.-80
Y| 287 583, s, S4| Searp | 225860 | 4 88
> SH, 343, Se7 559 220800 S'0
6 “88, 481, 445 47 185533 -
7 ‘Y y ¢ —
S33, 564, 5T] 569 227733
8 4%, 432, 41 430 }72.000 9 39
’ 44, 669, o2p b4y | 258533 | 34z
1 - «
0 b4, 614, 03§ 657 254¢00 | 353




TABLE-4

Expt. #:1 [[/g,o{qg/

Colony Counts and Survival Fraction

Date: [(/ 10/4,9/

Tube.dilution|| Colony 1| Colony2 | Colony3 | Avg Colony SF
g 45 59 Is1- | ] 463
22 155 47 2 ,J
33 ¥ 250 | O g§ | 005
44 23 24 2 013 0'00is
S4 H 2 14 o O 00084
61— br— | 169 170 || 16leg
72 159 14 | lb/ )
53 36 4y g0 | foo | 905
qzr” sy e | 52 | 0058 | 00035
(0-4 39 3§ 24 034 | 0 ov2f
| L
|
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