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Experiment Name 12511JdR MEA Exp Investigator Bishayce

Date 05/11/98

according to Table below

DatelTime 05/fq8 4-30 p.m

DateiTime Of /18 goo

gi p.t

Set the rocker-roller at 37C incubator set the Coulter Counter wash cells from 75 cm2 flusk

subcultured 12 24h before with PBS trypsinize cells resuspend in ml MEMB pass five

times through cc syringe with 21 gauge tteedle perform cell count by transfering 100 ul in

Coulter cup containing 20 ml isotone Coulter balanced
electrolyte solution

Dilute to 400000 cells/mi in MEMB final volume 11 ml count 4O3 cells/mi

Transfer 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 at 37C 5% CQ2

Prepare MEMB containing radioactivity in hood

375 lii
25jll prepared on o// ml MEMB

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

Tube 125IUdR Cells in MEMB MEMB MEMA MEMJt

uCi/mi ml 125ILJdR
MEA

ml ml 100

ug/mi

13mM
uCi/mi

1.0 1.0 2.0

1.0 1.0 2.0

0.01 1.0 0.98 0.02 2.0

0.02 1.0 0.96 0.04 2.0

0.03 1.0 0.94 0.06 2.0

1.0 1.0 2.0

1.0 1.0 2.0

0.01 1.0 0.98 0.02 2.0

0.02 1.0 0.96 0.04 2.0

10 0.03 I.0 0.4 0.06

Return test tubes to roller for 12 ii increase the elevation angle of the roller

DatelTime
o5f iii
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St

4.5

1.2

o.t

BOl 3357



While test tubes are rolling label 40 4x10 gamma-tubes 13 100 mm VWR glass test tube

After -12 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm

precooled centrifuRe Date/Time o//qg cf_is a.m

10 During centrifugation move roller to 10C and obtain ice

11 Prepare 11 miof sterileMEA100 ug/mi inMEMA put on ice

12 Remove buckets from centrifuge and carefully remove 1001.11 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 miii at 2000 rpm 4C
15 Decant supernatant click tubes vortex resuspend in 10 ml wash MEMA
16 Centrifuge tubes for 10 mm at 2000 rpm 4C

17 Decant supematant click tubes vortex resuspend in 10 ml wash MEMA

18 Centrifuge tubes for 10 mm at 2000 rpm 4C

19 Decant supernatant click tubes vortex resuspend in ml ice cold MEMA containing or 100

uglml of MEA as per Table Keep on ice

20 Transfer tubes to roller at 10C for 72 Date Time 12 1/-Co 01

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

DateiTime o5/1/43 1200 hoo7

21 After 72 remove tubes and place on ice add ml ice cold wash MEMA
DatelTime 05f15/q3

22 Centrifuge tubes for 10 miii at 2000 rpm 4C yrecooled centrifui.e

23 Labeling and preparation of dilution tubes and colony dishes

-load5760mmpetridisheswith4mlMEMA
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 supematant click tubes vortex resuspend in 10 ml wash MEMA

25 Centrifuge tubes for 10 miii at 2000 rpm 4C

26 Decant supernatant click tubes vortex resuspend in 10 ml wash MIEMA

27 Centrifuge tubes for 10 ruin at 2000rpm 4C

28 Decant supematant click tubes vortex resuspend in ml wash MEMA pass five times

through cc syringe with 21 gauge needle

29 Determine cell concentration by transfering 1001.11 to Coulter cup

30 Vortex tube transfer 0.5 nil into dilution tube X.4 vortex tubeX.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 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
j.tl

of cell suspension in triplicate to gamma tubes for each tube

33 Incubate petridishes for week

34 Count gamma tubes for radioactivity
DatelTime

35 After week wash colonies times with normal 1X saline and 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 valid data point
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of pt- 1Vl--t- 3mM MEir

cpin
hd4%

POWER UP MODEL 9455 VERB PRINTER UPDTE

00 24 244
L00 7325
LOt 30 250
L00 22 287
LOO 250
1O0 14 p47
L00 2.M 25 236
1.00 21 240
i00 226 479

10 1.00 253 488
00 t259 490

12 1.00 409 626
13 i00 %M 711
14 1.00 4j2 ic4U

15 100 568 817
16 100 9607 848
17 L00 L613 816
18 1.00 27 252
19 00 27 232
20 lOt L29 259
21 1.00 18 210
22 1.00 7Mi7 227
23 L00 15 232
24 00 96 15
25 100 gK231 474
26 100 1246 43
27 00 377 603
28 100 434 671
29 00 395 621

1.00 58u 809
31 1O0 617 852

00 574 930
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Tube Medium count for 10 ul Avg cpm dpm tCiJm1 At Ci/mi A0

cpm 7056 on counting on addition

io-
2-Of 22-5 231- 3I32 00/4-I o0I2

351- 4r_9 357 rOO 0o2ss 00257

53 562_ 5S 57j 5b92- O031- 0o3c7

22
7_9---0

17 2o 221 251.5 00127 ooi8

4oy iso 352_ 373 52c1.s oo23 oO2R-o

10 S55 59215- 553 8oi2 003Co Q033

Dl p.ni

J4o

12-hi-

TABLE-I

Expt DatelTime jJ..OO

BOl 3363



o57151

24

3o41 ed
00 2.4 252

00 221 262
100 21 253

00 251

00 13

10 00 182 444

11 100 184 395
00 299 498
00 329 544

14 L00
15 100 5211 726

16 100 538 790
L. oc 515 747

18 00 18 264
19 1oo 24 218
20 00 22 277

ci

22 1.00 18

23 100 16 249
24 00 74
25 100 249 505

26 10 270 518

27 100 2961 518

26 ioo 31o 635

1.00 304 541

30 100 733 10v
966

724J74

FONERLIF I100EL 9455 VER5 1.0 FRINTER UFDTE
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TABLE-2

Expt

cç/I2/5 cj

q77Y 72h -r

7875

DatelTime O/I5/ erS

Tube Radioactivity for 300 ul cell Avg cpm dpm pCi/mi pCi/mi A0
suspension

tcpm/0.70561 on counting after 12

cpm incubation

45-L
I72 IS t5 162- 2.24.S7 00003 OO059

273 303 32.j 42-375 OOO o2 -OoO

495 S12 S1 4-q3 7o72_ 0ooO6 OO01iO

247 223 241- 2.l3 32-75 0O001-C ooooSii

270 27 2.77.3 33o4- 000051 o-Ooo

10 707 77 707
Iooq 00t 0O05
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TABLE-3

Expt DatelTime o5/f/q 2-3a /bl

Tube Coulter count for 100 ul cell Avg count Cells/mi pCi/cell

suspension
count x106

400 Cells/mi

2.q3 22 24 2C4 055
3oo 2.7

II Sioo

37 jg 35j 353 141200 0-002.53

2..7 13 2-So 2-53-3 01333-3 00o5j

2I 2.31. 221 23 qdS333 0l8
44 78oco

74j 38 42.4-

Zf4 31 373 o3 5I33-3 000327

135 ill 2o5 27 8oo 0-00702_

10
333 3/7

0-01172
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TABLE-4

Expt Date

Colony Counts and Survival Fraction

Tube.dilution Colony Colony Colony Avg Colony SF

57 s3
L2

33 37 O62i1

4-3 J2-o i35 tf-o I3 O223

3S 4q43 oO7S3

2- 77 70

72 7f

23 2S 3773

42... 47 OO17

fo- 45 s. 42 04733
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