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V79 COLONY FORMING ASSAY

Experiment Name : 125TUdR + MEA,;
Date: 05/11/98

Exp. #:3; Investigator: A. Bishayee

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/mi in MEMB (final volume 11 mi) [Actual count : 40344¢ cells/mi)

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 h at 37°C, 5% CO»

5. Prepare MEMB containing radioactivity in hood

3-75 ul 125TUdR (prepared on 04/09/98 ) * 5 ml MEMB
6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity

Date/Time: 05/ [48, 4-30 pm.

according to Table below. DatelTime: ,95/ J} /%»). g-00 1.,
Tube # | 'PIUdR | Cellsin || MEMB | MEMB+ | MEMA+ | MEMA
uCifml | MEMB Iy | i2spuar || MEA
m | g
LN T

1 0 1.0 1.0 0 2.0 0
2 0 1.0 1.0 0 2.0 0
3 0.01 1.0 0.98 0.02 2.0 0
4 0.02 1.0 0.96 0.04 2.0 0
5 0.03 1.0 0.94 0.06 2.0 0
6 0 1.0 1.0 0 0 2.0
7 0 1.0 1.0 0o 0 2.0
8 001 | 10 098 | 0.02 0 2.0
9 0.02 1.0 0.96 0.04 0 2.0
10 0.03 1.0 | 094 | 0.06 0 20 |

7. Return test tubes to roller for 12 h, increase the elevation angle of the roller.
Date/Time: o5/1/48; g-1s pem,
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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) . Date/Time: o S/i2/28 } 915 A,

10. During centrifugation, move roller to 10°C and obtain ice

11. Prepare 11 ml of sterile MEA (100 ug/ml) in MEMA , put on ice

12. Remove buckets from centrifuge and carefully remove 100 pl 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 supematant, 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 or 100

ug/ml of MEA as per Table. Keep on ice!

20. Transfer tubes to roller at 10°C for 72 h. DatelTime: o5/12/98; 1]-00 a.m.

21. Transfer 10 ul supematant in three sets of tubes containing small pieces of tissue paper from
100 ul supernatant removed earlier and count them for radioactivity

DatelTime: 0s/i2{48, 12-02 noon
21. After 72 h, remove tubes and place on ice, add 8 ml ice cold wash MEMA.
DatelTime: os/1s/q8;, 2~30 P-m |
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, X4, 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 ul to Coulter cup

30. Vortex tube, transfer 0.5 ml into dilution tube X4, vortex tube X.4 and transfer 0.5 mi 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 Date/Time :

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 dish to
be a valid data point.
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" TABLE-1

Expt. #: 3 DatelTime : 05//2/48; 11700 »oon
Tube #] Medium count for 10wl | Avg. cpm | dpm pCimi (A) | pCiml (A,)
(cpm) ' [cpm/0.7056]( on counting | on addition
[dpm/22200] | A Je]
1 S, —3,~3 0 0 0 0
2 W, 0, 4 0 0 0 o
3 201, 228, 234 221® |55 ,9 0 0141 | 00142
4 364, 429, 387 400 5¢6'8 | 00255 | 00257
5 543, 582, 5688 571 §069'2 | 00364 | 00367
6 2; 2, 4 0 0 0 0
o 7 -7, -8, —1° 0 o 0 0
8 171, 206, 221 49:3 | 282.5 | 00127 | 00128
? 409, 360, 352 | 3734 | S24.5 | 00238 |o0-0240
10 555, 592,549 5653 | 8012 | 0:03¢0 | 00363

os/11198, &-w pnm.
~pt

e D61 1635 12h4 4-25W
- e -'—*"‘j%;:__ = 16 25 W
= 04922
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TABLE-2
Expt. #: 3 Date/Time : 05/i5/ 45 | 4-o0pa.
"Tube #] Radioactivity for 300 ul cell | Avg. cpm | dpm | uCi/ml (A) |pCi/ml(A,)
suspension
[cpm/0.7056]} on counting | after 12 h
(cpm) : incubation
: [dpm/666000]
[A/e™]
1. -7 2, -2_‘ 0 0 o 0
2 -4, =5, - I~ o 0 o o
3 172, 156, 158 (62~ | 224.59 |0:00034 |0-000358
4 273, 303, 32| 2499 42375 | 000063 |0 00066
®. 495, 512, 489 498 | 706720 00106 |0-001102]
6 -8, -2, — 4 0 0 0 0
7 3, -8, ~ 0 0 0 ©
8 217, 223, 244 | 231.3 | 32745 |0-00049 |0-0005II
9 270, 284, 278 277:3 | 39304 | 0°00059 |0-0006
10 707, 617, 707 707 o019 |0-00ts |o0-00i5g
K/12/98; T-IS am
éZfI?qT zjr | .
_0-618x 78~ - PhEeps
> e | 440 e 75-;?5
, = 09628
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TABLE-3

Expt. # : 2 DatelTime : 05//5/ 45, 230 pm

"Tube #] Coulter count for 100 ul cell Avg. count Cells/ml pCilcell
suspension [Avg. count fuCi/cell x10°

x 400] Cells/mI]

L 248, 252, 244 2646 (058666 0

2 oo, 285, 279 288 It 5200 v

3 370, 338, 35(‘ 333 141200 000253

4 274, 236, 250 2533 (013333 o-ooész

> 286, 232, 22 24¢.3 185333 | 00118

6 4¢s, 21, 449 445 (78000 o

7 74, 384, 4/4 4244 (69866 o

8 424, 3é¥/, 378 290°3 [56133:3 | 0-00327

® | 235, 21, 205 217 86800 | 000702

0\ 34g. 333, 317 3324 (330066 | 001172
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TABLE-4

Expt. #3 Date: 05/7_7_{/org
Colqny Counts and Survival Fraction
Tube.dilution|| Colony 1 Colony 2 Colony 3 | Avg Colony SF
2 59 SS S7 { oz 83
2.2 56 62 64
32 33 2 36 37 06289
43 120 (35 40 1346 |f 002236
S3 38 4s ,50 443 00753
62 77 70 62— g £8
72 6S 63 7( )
&2 24 23 28 2566 | 0 37723
g3 38 4. +9 49 0-06l7
(0-4 48 59— 42— | 004733 [ 0-00696

B013368



e . Bges DMF = 178
| homas 10— ' = ‘ St

AR EEES SEEEE s :
. N = S e o e P e e e o o e o =] ] o g e e £ o Y
. 8 : === £ B i Y == =,
: L X L == o g o o e e e =i
7 ._\(. ===
e e

! A = R EE — DI E == =
j— £ | = —fe— f—
i =IN T -
3 . o o = == S i e o
RS U Mt P J O e Oy I ot g g oy g B - —
uy NI= == o g by = ot
N
- AN . - - - = -
. N B JU DTN DN I O e e e
: -F TN - e -
2 e |} NN O N DO Y Y IO =
- it i ot ot B L " | N - P O T O - -}
B R i I - R U U O O,
\\ i Y _ _ =
A |-
N

7 : =
t 3

! e
5

P

Ny
1 4 )
q g Iy ) i e e | e
. = O B s g oy et NG —J

S |
O L :.'.l
Vi

!

1

1

vd

1

=l = = 3
== =21 L e g S vt by o o i gt (e oy g i pob ey s o gk poek Pl == o
oo v ey = = = - =K \: =

i
sillgnttl

11
\
]
I

- N S I Yt g A I N
51" B s e - bk ot S0 St Ot vt | il ik et o e e — — - ~ N
4= = = = RO e N = -
M i poi et o ] ot e ot o e e [ ol i S e dpand inend S ol i Bt P i P = "'“_“—“,:_L__i
3. mal Do s i ﬂ__"_ i it it bnd = i e o
: PR 1 kil g et b i e PN i NS n - o= Gy =
) ‘ - Pt O e e 1 f e |- === gt

. ! E2N O N o
] N T 7 .
H JURS RN U U S fan
’ . — J S

!

: |, —: i

. H 1

1 U
Semi-Logarithmic

3 Cycles x 10 to rluOmzh

0°004 0006 0008 0010 001 ey,

s
<
O
‘O

B013369



