®

V79 COLONY FORMING ASSAY

Experiment Name : 125IUdR + 50-200 ug/ml MEA;  Exp. #:1; Investigator: A.Bishayee
Date: 05/14/98

1. Set the rocker-roller at 37°C incubator, set the Coulter Counter, wash cells (from 75 cm® flusk,

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 ~4,00,000 cells/ml in MEMB (final volume 11 mi) [Actual count : 4-{5600 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% CO»

5. Prepare MEMB containing radioactivity in hood
i-qs 11 125TUAR (prepared on o4/07 /4 ) +2:5ml MEMB

6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity

Datel/Time: 05/14/95,‘ 4-15 p-m-:

according to Table below. Date(Time: 05//9/95; 74 S pm
Tube# | 'ZTUAR | Cellsin | MEMB | MEMB+ [MEMA+ | MEMA | MEA
uCi/ml MEMB (ml) 12575dR MEA (ml) Conc.
(m)) @y || Q0ove (ug/mi)
[1.0 ml)
uCi/ml] (ml)
1 0 1.0 1.0 0 0 2.0 0
2 0 1.0 1.0 0 0.5 1.5 50
3 0 1.0 - 1.0 0 1 1 100
4 0 1.0 1.0 0 1.5 0.5 150
5 0 1.0 1.0 0 2.0 0 200
6 0.02 1.0 0.96 0.04 0 2.0 0
7 0.02 1.0 0.96 0.04 0.5 1.5 50
8 0.02 1.0 0.96 0.04 1 1 100
9 0.02 1.0 0.96 0.04 1.5 0.5 150
10 002 | 10 | 096 0.04 2.0 -0 200

7. Return test tubes to roller for 12 h, increase the elevation angle of the roller.

Date/Time: 05/14( qf) 8-00 P
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8. While test tubes are rolling label 40 (4x10) 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: 05//15/98; 9-60 M-
10. During centrifugation, move roller to 10°C and obtain ice NEMA = 10 89 mL
11. Prepare 11 ml of 200 ug/m! MEA in MEMA , put on ice MEA( 2omfx) = 011 mt
12. Remove buckets from centrifuge and carefully remove 100 ul of supernatant and place in
prelabeled gamma-tube.
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
16. Centrifuge tubes for 10 min at 2000 rpm, 4°C
17. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
18. Centrifuge tubes for 10 min at 2000 rpm, 4°C
19. Decant supernatant, click tubes, vortex, resuspend in 2 ml ice cold MEMA containing 0 and/or
200 ug/ml MEA as per Table. Keep on ice!
20. Transfer tubes to roller at 10°C for 72 h. Datel/Time: os/fs/qg 3 l-o00 &m.
21. Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from
100 ul supernatant removed earlier and count them for radioactivity
Date/Time: 05/26(48 8) (1-30 am .
21. After 72 h, remove tubes and place on ice, add 8 ml ice cold wash MEMA.
Date/Time: o 5/1 3/.7;)' i-eo pvm .
22. Centrifuge tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

23. Labeling and preparation of dilution tubes and colony dishes
- load 57 60 mm petri dishes with 4 ml MEMA
- load 30 T-tubes with 4.5 ml MEMA and label them 1.2, 1.3, 1.4, 2.2, 2.3, 2.4, X.2,
X.3, X 4, etc.

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

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

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 2 ml wash MEMA, pass five times
through 3 cc syringe with 21 gauge needle

29. Determine cell concentration by transfering 100 pl to Coulter cup

30. Vortex tube, 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.

31. 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.
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32. Transfer 300 ul of cell suspension (in triplicate) to gamma tubes for each tube
33. Incubate petridishes for 1 week
34. Count gamma tubes for radioactivity Datel/Time : 05/26/48) (2% Mheow
35. After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol.
Stain colonies with crystal violet
36. Count colonies (50 or more cells). There must be between 25 and 250 colonies for the flask to
be a valid data point.

B013346



Expt # |
: 0s/t4/4 ¢

Intad ot Cownt = 6330, 6320, (320
41?. Ctl Count™ = 63233
Core- = 63233% 400
| = 2529333 3 cuu/;.\e,

for ddution,
Vb‘@ - 334,4;;;;,‘, .émﬁ;./: 44000 0°
Of M 26243%% 3
= [-73 m&
| ®
Take 173 L of alh + 727 me MemB =  lInme.
Mo dduoi
VETA

Fnud?, QU/ W i003, lo58,

l"037

A Cont =
=z log X 400

4,15, 600 @@@/W

)

B013347



i.ﬂ) Bopie | os/ /4 (98

P)_g7mf2,ow a{i PSfote . m NEM/S

owam 25 b of U ml = Q‘SMQ‘WL‘@

_Sock
on  offog/98 = (93 /aa//,d&
o orv o5/ it/ 48 = (93 x 0667
= (28 /aa//«ﬂ.

2‘5 po—

seaan’; Tag © S wl

O ke 2S5 mL HEMD
® M 195w of PS5 (vee

B013348



d Pl

.
wpet

i

o

1
d

s o)

VMEN &\
\.\—Jm AW

!15/ ydL -+ 0 200 ] W&
MEA

Expttt |
D[ Time i o5/ 261

l“}o d:m.

PEAN

B013349



¢

TABLE-1 .
Expt. # 2 4 DatelTime : 05/2¢/48; 11-30 am.
- ['Tube #] Medium count for 10 ul Avg.cpm | dpm uCi/ml (A) | pCifml(A,)
(cpm) [cpm/0.7056]} on counting | on addition
[dpm/22200] | [A/e]
1 -is, 7, =10 0 0 0 0
2 24, 0, 9 0 0 0 0
3 16, 8 -7 0 0 0 0
4 ~6, 2, ~2— 0 0 0 o
3 =S 7 14 0 0 0 o
6 | 304 320, 328 318 | 4506 | 00203 {00233
7| 345, 34¢, 390 360:3 | Sloe | 0023 |002¢4
8 | 330,364 24y 33 469.] | 0-0211 |0 0242
9 352, 334, 378 354¢ | 5024 | 0°022¢ | 00200
101 302,327 272 | 3003 | 454 | 0°01q) [0°0220
o5(14/48, &00pm
0- 8795
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TABLE-2
Expt. # : | Date/Time : 05/26(98, 2700
"Tube #] Radioactivity for 300 ul cell | Avg.cpm | dpm uC/ml(A) |uCi/ml(A,)
suspension _
[cpm/0.7056]| on counting | after 12 h
(cpm) incubation
[dpm/666000]
[A/e]
1 ~6,4, S 0 0 o o
2 8 3, —4 0 0 0 o
3 9, 0, —4 o o o o
4 §, -2, -8 o) 0 0 o
3 -3, -3 2 o 0 o, o
6 S30, S22, SS¢ S36 75406 |0-00714|0°0012%
7 283, 24y 239 a71:3 | 364-S | 0-000S7 |0-000S ¢
8 3Sl, 392, 320 355 S03. |0-00075 |0-0008 59|
2 271, 281, 320 290'G | 4iq |0-0006lI [0°000703
10 64L, 684, 64| GSS-tp | q29.9. |0°00139 |0°00/S8
05/Is[98;, G-s0 a.m

28 re

~ 0:693x 267
“ 14€0

\

\!

0-8744
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‘1\’ TABLE-3

Expt. # : | Date/Time : ©5//6/48
"Tube #] Coulter count for 100 ul cell | Avg. count Cells/ml pCifcell
Suspension [Avg.count | juCi/mix10°
X 400] Cells/mI]
1 480, 440, 499 | ©
2 392, 415, 442 0
3 31, 325, 307 0
4 375, 390, 392 4
5 370 329, 4| %
6 425, 419, 433 425¢ | 1702666 |0 00761
‘ 7 286, 270, 262~ 2.765'6 (082666 |000¢o05
8 355 342, 351 344.6 | 1398%6°6 | 000414
9 285, 278, 272~ 275 | 110264 | 000637
10 +7s, 490 4| 458 1834664 | 00086
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TABLE-4

Expt. #: |

Colony Counts and Survival Fraction

Date: 05/25/458

Tube.dilution|| Colony1 | Colony2 | Colony3 | Avg Colony } SF
[ 85 82 87 &4 645
9.9 u 74 % I 7% |0 8777
32 69 s 22 72 0 gsog
42 S8 4% S 52- o Gl42
Sz | 48 S2. 4 &6 6 OS5I
63 || pYA 44 Se S0 0659
7.3 5% o4 6o 6ok 0 0797
83 (94 léo 164 17:9 0249
93 flo0 l4p l76 2-§ 024
(03 b5 62 63 635 | 0357
Cone. of e
MEA
(upr)
50 090
(oo t-67
(50 (*67
200 '5e
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