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V79 COLONY FORMING ASSAY

Experiment Name : 210Po-itrate + 100ug/ml MEA ; Exp. #:3;
Investigator: A. Bishayee Date: 12/08/98

1. Set the rocker-roller at 37°C incubator, set the Coulter Counter, wash cells (from 75 cm? 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 : 43¢ 80 cells/ml)

. 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 h at 37°C, 5% CO» Date/Time: «f og[qe/' frop Pm.

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.

batelTime: 2ps/55, 345 pa.

(I8 ]

Tube# | *°Po- | Cellsin || MEMB |Po-itrate| MEAin | MEMA
citTate MEMB (ul) ( 4.9 %A (ml)
uCi/ml (ml) uCi/mi) ug/ml)

on 11/20 (m])
(ut)
1 0 1.0 1000 0 2 0
2 0 1.0 1000 0 2 0
3 0.2 1.0 920 80 2 0
4 0.35 1.0 855 145 2 0
5 0.5 1.0 800 200 2 0
6 0 1.0 1000 0 0 2
7 0 1.0 1000 0 0 2
8 0.2 1.0 920 80 0 2
9 0.35 1.0 855 145 0 2
10 0.5 1.0 || 800 200 0 2

7. Return test tubes to roller for 30 min.

Date/Time: ixfp §/9¢; 4-vo pa.

8. After 30 min, centrifuge tubes for 10 min at 2000 rpm, 4°C Date/Time: | ),/a, 528, 430 jpom
: /

9. During the centrifugation move roller to 10.5°C
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10. Collect 150 ul supernatant in separate tubes

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 HEWA = W le* OH')"L

16. Centrifuge tubes for 10 min at 2000 rpm, 4°C Her( %01 gine) = %S
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: ofog(4%) S-S -™-
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: \Q/ of{{ ng 5 [~ 10 -
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:

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 2,13,14,1.5; 22,23,
2.4, 2.5; X.2, X.3, X4, X.5 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 pl 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 m!
cocktail (Aquasol)

30. Incubate petridishes for 1 week

31. Count vials for radioactivity Datel/Time :

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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t'iwe #*3

. 12/od/q8
Skl cn toank T 6383 was, (gs
< Coe Count™ 6305
Cie  Cre. = 6305 X 4D
- 25 22133 Cellyfmy,
5% MM'W\/
44 ppvoo0b -
| Heeen L =
L&f JW = 2522133

- I+ 74 Ml

Take I-ml Cettyf 4.2 mp WEMB 7 Hand

Mo ot
Fpnl  count > 1123 095 o5y

g cgunk > 1092
cw e, ~ 436,800 Cetlr/ar
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TABLE-1
Expt. # : ' Datel/Time : I?—/D‘]’/Q{} -0 /o ne
Tube #} Medum count for 30 ul Avg.cpm | dpm pCifml (A) | uCi/mi (A)
(cpm) [cpm/1] on counting | on addition
[dpm/66600] | [AJe]

! S W atlacked
2 Shief-
3 HITE. Hil8 01669 | 0l6eq
4 21875 | 287s 0°3284 | 0.3284

P > 32137 | 3137 | 04625 | 04825
6
7
8 it 07 o7 | o lew7 | 01467
9 13633 23633 | 0°354¢ | 0:3548
10 3195 | 31925 | O-agq3 | 00 4743
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TABLE-2
Expt. # : 3 DatelTime : [3/i#/78; 2700fm.
Tube #| Radioactivity for 500 ul cell | Avg.cpm [ dpm 1 Ci/ml (A) uCi/ml (A,)
suspension
[cpm/1] on counting after 12 h
(cpm) incubation
[dpm/111x10]
[Afe™]
' See the  Adtachka
2 Sheek—
3 7i0 7/0 0000639
4 834 834 | 000075l
> bt 64| | 0000577
6
7
8 ;'9_07 !207 o-volog
> 1222 i292 - | 0-001ti0l
1 B3| 132 | 0001
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TABLE-3
Expt, # : Date/Time :
"Tube #| Coulter count for 100 ul cell Avg. count Cells/ml fCi/cell
suspension
[Avg. count [uCi/mi x10°
x 400] Cells/ml]
! 37, 349, 36 360 (42133 —
2 355, 359 312 362~ 14 48 00 ~
3 o0, 325, 3o 324 i3 1600 4 85
4 309, 322, 330 320 128133 586
5 . | b :
. 237, 2s0, 285 LR% M 590
6 319, 333 323 315 13 0000 —
7 306, 341, 353 | 393 141444 -
8 M1, ASo, Als A0 I§Ces %
P | 443 400, 4y | AP 178266 | 017
1o 4L, 409, 415 tHS 16 Gooo 712~
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TABLE-4
h 3 e
Tube.dilution|| Colony 1 | Colony 2 Colony 3 Avﬁcﬂw SF
1 135 145 {47 ? 13
29 - I30 1’10; j
33 3 2] >3 34 | 0023
4> 20 2up g 20 0 0IS
4 113 34 Ii4 I3 joolo
62— 753 /51— 6 |7 147 |
79 137 129 14 ) a
g S8 6L 54 0-5% | 00039
94 15 2] 29 0°2) | 000§
lo-4 9 1~ 17 019 000
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