
ps
j44ot1

ca4 11tf

V79 COLONY FORMENG ASSAY
l-M HPT 11 11 \J ic

Experiment Name 3HTdR toxicity cluster 100% labeling

Exp fwT/4

Investigator isha5tp .4 Date

18 Oth.J7 2o7O

Set the rocker-roller at 37C incubator with 5% CO2 set the Coulter Counter wash cells

from two 150 cm2 flusk subcultured 12 24h before with PBS trypsinize each
cvlO

resuspend ingml MEMB pool pass five times throughc syringe
with 21 gauge needle

perform cell count by transfering lOOp in Coulter cup containing 20 ml isotone Coulter

balanced electrolyte solution vvL

Dilute to 4000000 cells/mi in MEMB count cells/mi

Transfer ml of cell suspension into ten 12 ml tubes Falcon pass test tube 7x1 00 mm
labeled 1-10 both on cap and wall

Keep the tubes in the roller for 3-4 hat 37C 5% CO2 /tO/Q2yODate/Time 4Do

Prepare MEMB containing radioactivity in hood

AD il 3HTdR Stock tCi4tl on 7p/ ml MEMJ3

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

according to Table below ôi4 /Date/Time 3o -.---- i-
e4o14L

eee

2b4l 11E1t3

Tube 3HTdR Cells in MEMB

uCi/mi
MEMB

ml MEMB
ml 3HTdR

ml

1.0 1.0

1.0 1.0

001 1.0 0.995 0.005

0.05 1.0 0.975 0.025

0.1 1.0 0.950 0.050

0.2 1.0 0.900 0.100

0.5 1.0 0.750 0.250

0.75 1.0 0.625 0.375

El C44rl

L1 4000pL

-cca1L
io.4L A171 gkQ

BOl 9439



CnLD

is

Or eDe
/ti9

1.0 0.500 0.500

10 1.0

Return test tubes to roller for 12 ocA 2Datefime i-

Next day while test tubes are in roller label 10 gamma-tubes 13 100 mm VWR glass test

tube

After 42 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 miii

precooledcentriIiije oo Date/Time

10 Remove buckets from centrifuge and carefully remove 150 of supernatant and place in

prelabeled gamma-tube

11 Decant supernatant click tubes vortex resuspend in 10 ml vas MEMA

12 Centrifuge tubes for 10 mm at 2000 rpm 4C

13 Decant supernatant click tubes vortex resuspend in 10 mlwu
14 Centrifuge tubes for 10 mm at 2000 rpm 4C

15 Decant supernatant click tubes vortex resuspend in 10 ml vas1 MEMA

16 Centrifuge tubes for 10 mm at 2000 rpm 4C

17.Decant supernatant click tubes vortex resuspend in ml ofMEMA

18 Centrifuge tubes for 10 mm at 2000 rpm 4C

19 Decant supernatant click tubesvortex transfer the cell suspension in polypropylene

microcentriflige
tus

with attached caps Helena Plastics 400 ul using 200 ul pipet tips

20 Again add 200 ul ice cold MEMA resuspend and transfer the cell suspensions in the same

polypropylene microcentriflige tubes Total volume -40O UI

21 Centrifuge tubes for mm at 1000 rpm 4C

22 Transfer tubes at 10C for 72 OcJi Date/Time 00

Transfer 30 ul supemtant in three sets of2O ml scintillation vials containing ml liquid
rcoLI.A

scintillation cocktail Aiasel from 150 ul supernatant removed earlier Step 10 and count

them for radioactivity OC.-
1oo

Date/Time

21 After 72 carefully remove the supematant from the top resuspend pellet in 200 ul wash

MEMA and transfer the content to ten 12 ml tubes Falcon plastic test tube 7x1 00 mm
labeled 1-10 both on cap and wall containing 10 ml wash MEMA by using pasteur pipet

Date/Time f1 itO

25 Again add 200 ul wash MEMA in microcentrifi.ige tubes resuspend and transfer the cell

suspensions in 12 ml tubes

26 Centrifuge the tubes for 10 miii at 2000 rpm 4C yrecooled centrifw1e

27 Labeling and preparation of dilution tubes and colony dishes

load 66 60 mmpetri dishes with ml MEMA

2c73P SVc
t1 12 PdOf .- cv PQQ-A

BOl 9440



2i

load 40 sterile tubes with 4.5 mlMEMA and label them 1.2 1.3 1.4 1.5 2.2 2.3

2.4 2.5 X.2 X.3 X.4 X.5 etc

28 Decant supernatant click tubes vortex resuspend in 10 ml wash MEMA

29 Centrifuge tubes for 10 mm at 2000 rpm 4C

30 Decant supernatant click tubes vortex resuspend in 10 ml wash MEMA
31 Centrifuge tubes for 10 mm at 2000 rpm 4C

32 Decant supernatant click tubes vortex resuspend itwash MEMA pass five times

through cc syringe with 21 gauge needle

33 Determine cell concentration by transfenng 100
jil

to Coulter cup

34 Vortex tube transfer 0.5 ml into dilusion tube 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

35 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

36 Transfer -iilof cell suspension in triplicate to 20 ml scintillation vial containing ml

cocktail Aquasol 3o viaL .1

37 Incubate petridishes for week

38 Count vials for radioactivity OO Date/Time

39 Alter week wash colonies times with normal 1X saline and times with methanol

Stain colonies with 0.05% crystal violet

40 Count colonies There must be between 25 and 250 colonies for the dish to be valid data

point

1tPi74

40 40ae PAo0
0c

Ao tL
1O ceJt40

cTh
c. iT kcd\1e /rV

epi oio ct LPADOow

LY

QJr 24-Zc
17t
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21 00
00

12.00

21

79 00
173.00
165 00

703 00
67 00

2SIE TIME EL TIME AVG

43.64
37.74
37.74
57-74
43.64

.681.00 7.66
1428.00 5..29

fttiio 00 5.33
1504.00 5.16
295i .00 3.75

1.00 1.42 82.0
.00 00 79.0

1.00 4.57 .86.0
1.00 14 82.0
1.00 7.72 80.0

.1.00 _928...._i.......O..

1.00 10.95 790
oo 12.42 790

1.00 13.99 91..0

1.00 15.57 83.0
.1.00 17.13 800

70 80
20. 26 78.0
21.83 80.0
241 79.0
24.98 3Q
26.36 79.0
23 13 78.0
29.75 90.0
31.32 82.0
32.89 79.0
3436 81.0
35. 38 79.0
37.41 83.0
38.67 80.

39.89 80.0
41.10 81.0
42.00 79.0
42.91 81.0
43.82 79.0

3039 Oo 63 00
2797 00 713 1. 00
8024 00 23 oo

11U7942 00 24 00

26 1.

11384.44 1.98 0.90
lffli2. 10936.84 196 0.93

11016. 84 1.95 0..95

4500 00 99 70
15835.38 1.97 C.65
15407.69 2..00 0.65

/31174.29 1.91 0.35
30794.29 1.93 0.35
31034.29 1.92 0.35

RCMY ERR

2.40
02

1.76
5.67
436
7_i

0.39
0.4
0.46

10

10

o..09

0.05
0.03
0.04
0.03
0.02

0.02
0.01

01

01
01

01
01

01

001

01

01

0.01

PAGED

USER ID H3 HOWEL.L PRESET TIMER 1. 00 TUE 03 ocr 2000 16 40
SAMPLE REPEAT CYCLE REPEAT 8CR R8232
H1 AQC OCF RCM 2.
RCMTIME o. 10 999.95
LHANNEI UL

.1 LMA bF UI 2BI Fc
OATA C-L.C CFM UNKNOWN REPLICATES NORM FACTOR 00000
I-tALE LIFEDAYS

SAM F08 CH CPM

70. 71

14.99
1521
1557
7.34
7.69

6---
-- -7

----

_l --lO
11 --11
12 --12
13---13
14 14
15 15
17 -17
18 ---i3
19

20 -_
21 --
22 ---
23

24

2h ----

26 ---

23 jj
29 I1
30 ---V

00

100
1.00
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TABLE-i

Expt ML HPRT/4 Date/Time OcA 2ooo
/4

3o
Tube Medium count for 10 ul Avg cpm dpm jtCiJm1 At pCi/mi A0

cpm cpm/0.521 on counting on addition

24 42y1

42 24

fl-3 I5

2c4 3Z7g

IoiL

lLlco i54

10 3II4 3o7I4
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ceJA ecovc4t CJWkiS

kv 5C

TABLE-3

Expt H1Q/4 Date/Time

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

suspension

count 106

7d_
4000 s/mi

2Z

J-y4 3o IOt3/3 -4 A37 2G

I%/ Z% 1%

331

7- 3I lO43/3_ 4I.Y

2OZ La 22 6t7

1Lg o83

332..Z hZcj

Z3 2fJ4 3Ji 2o
10 Z33 Io3G4i i8

VLvn ckol
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USER ID H3 HOWELL
PRESF1 TIME 00

SAJIPL REp CYCLF REIFAT
RS23-

H-
RONRcMTI1E 10 IJ.fl999CHANNFL 1.LL IJL 40Q 2SIçjv 2.0

DATA CAL CPN UNiNojp REPJ.ICATEc8HA LIFE DAy5

SAM PO OH

FRI 06 OcT 2000 19

PAGE

B-G S1JI3

NORM FACTOR
BIG 281

EL TIME AVG

0.OQ LSR

ERR

2SIGX TIPIE

1.Q i4 81o
156

100 6.3- -00
80

2.03
120 57.74

457
0.94Lou 6.L 1c6.Oo 8i i.oo 7.71 82

66
1j

870
0.46

31 003 92 Lo
10.35 8002400 40.82 100 124 79.0lOc 13.99 7.o

10 --j1
13o 00

820
14

11

.t08.00 19.23 1.Oç 17j 8o.u
022

12
12.ou 8.90 1.Oo 1869 ElOi 016

24O 1291 00 2026 80
0.09

14
221.00 13.43 1.0 21.3 82

0.09
33 Jo 2339 81ucx Jo 4n

06

.17 17
Sf36.OO 8.26

26.54 84
003

18 13 rf6

11

04
00 7.42 .00 29 79

03

20
813 v.01 10

31.34 800
21 7i .48 1.00 32 92 80.0

0.03

.1 1844 00 4.66 1.00 3449 800
0.01

1866uo 463-I 1.0
36.12 f30

24 -- 1614 L00 3769 80.0
0.01

25
2067 40

.l OQ 39.26 79
001

26
$.l3 00 4.33 LO 405 79.0

0.01

.1

00 42.39 90
0.01

10
4549 00 97 l.OQ 43 96 GLO

0.01
46O 00

.00
79.0

001

.. 991 3.17 L0
47.11 800
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TABLE-2

Expt Ocl7O Date/Time

Tube Radioactivity for9O ul cell Avg cpm dpm j.tCi/ml Ar p.Ci/mi A0
suspension

on counting after 12

cpm incubation

zooo

A0140/iZ 44

zt 1- 24 32 O.oooO

4WIIO142 /4 ito O.OO

2LO 22A Th5 DOo

So

j41 i1-

O62t2t 3Z4
10 cc

BOl 9446
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TABLE-4

Expt Date

Tube.dilution Colony Colony Colony Avg Colony SF

PE

23 34

52 5Z/l o36

22 22 2/i

54 L1 LA2I oo 129

So LL1/g0

I3

fL L1 4oO

to V3 iig ot

BOl 9447
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CoulterSurvival
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elTime

ML Oct 2000

1012/00

Tube Coulter count Average CellsIml

1st 2nd 3rd

Hemocytometer Count in Grid

1st 2nd 3rd 4th

o1I

314 266 288 316 1260000

395 341 307 348 1386667

414 346 336 365 1457333

379 408 331 373 1486667

360 367 316 348 1386667

354 290 269 304 1213333

246 233 198 226 898667

319 322 333 325 1294667

298 294 314 302 1204000

10 373 328 335 345 1377333

Tube Predicted Actual

Cells Cells 1st

Colony count

2nd 3rd

Average PE SF SF

Uncorrected Corrected

Seeded Seeded

200 126

200 139

200 146

200 149

200 139

200 121

200 90

200 129

200 120

10 200 138

48 35 38 29.762

36 31

57 47 52 35.682

65 72 65 43.498

22 22 24 17.548

51 47 49 40.659

50 43 44 48.591

60 48 49 37.848

34 38 38 31 .285

19 20 19 14.037

1.00 1.0000

1.3867 1.2592

1.7244 1.5350

0.6489 0.6193

1.3156 1.4348

1.1644 1.7147

1.3067 1.3356

1.0044 1.1040

0.5156 0.4953
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