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DATA ExPH 7

Label A B C D
Label 1.3 mM MEA {SF 0 mM MEA SF
1 0 1 0 1
2 0.1039 0.8089 0.1102 0.3151
‘ 3 0.1842 0.3373 0.2164 0.05
Y 4 0.2831 0.1109 0.325 0.0192
5 0.3981 0.0385 0.4428 0.0029
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PATA for  Bxpe # 6

B - Label A B C D
Label 1.3 mM MEA ISF 0 mM MEA SF
1 0 1 0 1
2 0.103 0.7757 0.1034 0.3084
' 3 0.2332 0.375 0.2679 0.0445
4 0.3219 0.0908 0.3254 0.0154
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OATh for Expt S

! Label A B C D
Label 1.3 mM MEA  |SF 0 mM MEA SF
1 0 1 0 1
2 0.167 0.7036 0.1844 0.2778
£ 3 0.4082 0.2419 0.4526 0.0339
‘ 4 0.5113 0.0694 0.6181 0.0075
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PATH Exple 7 (‘[ag)
| F G H i
Label |1.3 mM MEA  iSF 0 mM MEA SF
] 0 0 0 0
2 0.10391-0.212079978 0.1102i-1.15486523(C
x 3 0.1842:-1.086782536 0.2164i-2.995732273
‘ 4 0.2831}-2.199126384 0.325:-3.952844999
5 0.39811-3.257097037 0.4428:-5.843044541
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VATA  for Byt # 6 (leg)
H 1

3 F G
Label [1.3 mM MEA__|SF 0 mMMEA __ iSF
1 0 0 0 0
2 0.103i-0.253989431 0.1034:-1.176357637

0.2332

-0.980829253

0.2679:-3.112266089

0.3219

-2.399095993

0.3254:-4.173387769
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bath foo Expr1r5 (log)

F G H i
Label [1.3 mM MEA  iSF 0 mM MEA SF

1 0 0 0 0

2 0.167!-0.351545266 0.1844:-1.280853848

- 3 0.4082i-1.419230861 0.4526:-3.384340264

‘ 4 0.5113/-2.667868411 0.6181:-4.892852258
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Experiment Name : 131JUdR + 50-200 ug/ml MEA;
Investigator: A. Bishayee

1.

2.

e

U

V79 COLONY FORMING ASSAY

Exp. #:1;
Date: 08/24/98

Sct 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)

Dilute to ~4,00,000 cells/ml in MEMB (final volume 11 ml) [Actual count : 44 %00 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

. Roll the tubes for 3-4 h at 37°C, 5% CO

. Prepare MEMB containing radioactivity in hood

2¢-s bl BITUAR (prepared on 8/13/55 ) + 4 ml MEMB
. After 3-4 h, remove test tubes from rofler and add MEMB with or without radioactivity

Date/Time: 09/14{43 j S-00 Poav

according to Table below. DatelTime: 04/24/4¢ 4 7-5, pav
® Tube # | "'IUdR | Cellsin | MEMB | MEMB* || MEMA+ | MEMA | MEA
uCiimi | MEMB | oy | sirggr || MEA | (g | Conc
(ml) (mi) ué%gl (ug/mi)
uéill.rgﬂ] (ml) _

1 0 1.0 1.0 0 0 2.0 0
2 0 1.0 1.0 0 05 15 50
3 0 1.0 1.0 0 1.0 1.0 100
4 0 1.0 1.0 0 1.5 0.5 150
5 0 1.0 1.0 0 2.0 0 200
6 0.4 1.0 033 | 0.67 0 2.0 0
7 0.4 1.0 033 | 0.67 05 15 50
8 0.4 1.0 033 | 067 1.0 | 1.0 100
9 0.4 1.0 033 | 067 1.5 0.5 150 .
10 0.4 1.0 033 | 067 2.0 0 200 '

7

. Return test tubes to roller for 12 h, increase the elevation angle of the roller.
DatelTime: 0O¢/24/4§) §-00 241
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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: 3/9,57 99 9-t5 am,
10. During centrifugation, move roller to 10°C and obtain ice
11. Prepare 11 ml of sterile MEA (200 ug/ml) in MEMA , put on ice
12. Remove buckets from centrifuge and carefully remove 100 pl of supematant 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 supematant, click tubes, vortex, resuspend in 10 ml wash MEMA
16. Centrifuge tubes for 10 min at 2000 pm, 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 or 100
ug/ml of MEA as per Table. Keep on ice!
20. Transfer tubes to roller at 10°C for 72 h. DatelTime: 0§/25/99, ()~00 -am,
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: 08/25/ 98; (/-00 b,
21. After 72 h, remove tubes and place on ice, add 8 m! ice cold wash MEMA.
Date/Time: g Qg/¢g/- 3_00 pP-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 1.2,13,1.4,2.2,23,2.4, 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

. i MEMA
. Dt e g A
27. Cenuifugepemtubae;i(:fdicgllmbes’ vortex, resuspend in 2 ml W
28. Decant St inge with 21 gavge needle | couttercup L oncfer 05
through 3 ce SYinge ® transfering, 20)? 4, vortex tube X é";_‘“ﬁ bes Oy X2

cell concen tion tript
29. Determin® gfer 0.5 ml into & 0.5 mito fube X 2,%3 *
30. Vortex W0 P 3 and AT o s
e 0
X3, Vone: " jution ¢ .lt‘szeS- 2200/)
41, Transfer 170 . 4 for con . 22 ™
sho
Ser. + 900 mg/re
) 2 A,
w0 \ s SHoek negpurid
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32. Transfer 300 pl 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 : 0 & ! .}5,/ 78 ) 60 p-in
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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\)

o

TABLE-T .

[2hf Yh = ISh

Expt. # : Datelfime :  pg/y5/98 5 //-00 an
"Tube #] Medium count for 10 ul Avg.cpm | dpm pCiml (A) |pCiiml(A,)
(cpm) - ‘ [cpm/0.142] | on counting | on addition
[dpm/22200] | [A Je]
L1320
2 hi 0
’ 2,2, )
4 I 2
5 3, %, 1_
s | gu, 781, ms | 193¢ | Sssn| 02517 |0-285g
! 778, 786, 826 | 1966 | 6103 | 072527 | 0264
| 78 s g | $03 | Sés4 | 011547 02688
B E 72)) 798, 757’ 754.3 | S347-4| 004085 | 0252/
10 5"24/ X294, 354{' Fs& Gogra | 02721 | O 287
: i
'- osfog(48; B0 P
T e
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{

" TABLE-2

Expt. # : | Date/Time : ogf}gfqy/' Pvopu
"Tube #] Radioactivity for 300 ul cell | Avg.cpm | dpm pCi/ml (A) |pCi/ml(A,)
suspeqsxon [cpm/0.142] | on counting | after 12 h
(cpm) incubation
[dpm/666000]
) [Atle_M]
1
2
'3
4
> | 3017, 3099, 31228 ¢
6 |v N ol g .
(3119, 322, BM}\\ 3079 | 2168370 | 0-0325 | 0043
7 J’?z:z.M, 3119, 324, 321 |22611:¢ | 0-0339 |0 0454
) ,
N §33f4, 323, Rog |- 3150 | 22349 | 00336 | 0045
'y -
’ L}‘@Z 3213, 330 3245 | 22854 | 0.0343 | 00440
Y 5333’-37 22As | 00342 ] 0°0459
| O 25/75) G-/ a.m,
R A
[y -
<, R 7Lh4 foh = &
| e T 061 Lt .
AL
. ,J' fa e
4 b
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'

TABLE-3

Expt. # : | Date/Time :
Tabe #] Coulter count for 100 ulcell | Avg. count Cells/ml pCilcell
suspension
[Avg. count [uC ﬂgﬁ ;196
x 400] Cells/mi]
! 45¢, 432, 44| 443 {77200
2| s2o, 556, 53] 535 | 214260
g 475, 465, ¥¢f 473 18946
4| 572, 53, 559 §5s 222244
> 595, 6os, 585 Sqs 238{33
6 44, 512, 524 512~ 204433 | 0227
’ vo2, 617, 621 6l 3 2 546, | 011849
8 Se6, 555, 45 555 222133 | 02030
o 513, 535, 517 525 2100060 | 6-2{90
10 495, Sos, %5 4495 (98000 | 0.231%

- A - —rieas

LR, TEERS L
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TABLE-4

Expt. #: |

Colony Counts and Survival Fraction

Date: 09/ 04/2g

Avg Colony

Tube.dilution]] Colony1 | Colony2 | Colony3 SF
F2 123 13 136 124
2-2% e lr¢ log 1y 3%
32 (09 (o3 log (06
41 T2 76 & 84 6¢
Sa 75 gs ) 75:33
63 99 o £5 £9
73 194 20/ [97 19-4
82 L’? 3s s 2935 )
4.2 | % 15 C D 204,
io-3 120 /2 1% 1283 “ 0-{703
ME4 Core - DMF
T f;“!i(ﬁ%/mj
2 i so ! 3
i | i foo 9
| | ;' - e 9- 9
' ; 200 63
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