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V79 COLONY FORMING ASSAY

Experiment Name 3HTdR toxicity cluster 100% labeling Exp

Investigator Hoefl Date 7/lb/o

Serum/Lot -rLW 1o2 32
Set the rocker-roller at 37C incubator with 5% C02 set the Coulter Counter wash cells

from one 225 cm2 flasks subcultured 12 the day before with PBS-PS trypsinize cells with

ml trypsin mm at 37C resuspend in 10 ml MEMB pooi pass five times through 10 cc

syringe with 21 gauge needle perform cell count by transferring 100 ul in Coulter cup

containing 20 ml Isotone Coulter balanced electrolyte solution

Dilute to 4000000 cells/mi in MEMI3 count -j cells/ml

to t5x .os

Transfer ml of cell suspension into 10 14 ml tubes Falcon polypropylene test tube l7x 100

mmlabeled 1-10 both on cap and wall

Keep the tubes in the roller for 3-4 at 37C 5% CO2 Date/Time

Prepare MEMB containing radioactivity in hood 71u /c

gO tl 3HTdR Stock iCi/i1 on 7/5 lvi ml MEMB

Manufacturer we/V iVEi-zq Lot Calibration

After 3-4 remove tubes from roller and add MEMB with radioactivity according to Table

beiow
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Tube 3HTdR Cells in MEMB MEMB

pCi/mi ml 3HTdR

ml
.tCi/ml

ml

1.0 1.0

1.0 1.0

1.0 0.95 0.05

1.0 0.90 0.10

1.0 0.85 0.15

1.0 0.8 0.20

1.0 0.75 0.25

10 1.0 0.5 0.5

15 1.0 0.25 0.75

10 20 1.0 1.0

sr
Return test tubes to roller for 12-14 Date/Time ZT7 f6iol -30

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

After 12-14 incubation period remove all tubes and centrifuge at 2000 rpm at-for 10

mm peekdhV1fut Date/Time

10 Remove buckets from centrifuge and carefully remove 150 p1 of supernatant from tubes

containing radioactivity and place in pre-labeled gamma-tubes

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

12 Centrifuge tubes for 10 mm at 2000 rpm

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

14 Centrifuge tubes for 10 mm at 2000 rpm

17 Decant supernatant click tubes vortex resuspend in 10 ml MEMA

18 Centrifuge tubes for 10 mm at 2000 rpm

22 Decant supernatant completely click tubes vortex

23 Transfer the cell suspension in polypropylene microcentrifuge tubes with attached caps

Helena Plastics 400 p1 using 200 p1 pipette tip

24 Again add 200 p1 MEMA resuspend and transfer the cell suspensions in the same

polypropylene microcentrifuge tubes Total volume 400 p1

25 Centrifuge tubes for mm at 1000 rpm 4C

26 Transfer tubes at 10.5C for 72 Date/Time ID /t Jo

27 Transfer 30 p1 supematant in three sets of ml scintillation vials and add ml liquid

scintillation cocktail Ecoscint from 150 ul supernatant removed earlier and count them for

radioactivity
Date/Time 3O..e fri In

7O/P k-3

34 1L
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28 After 72 carefully remove the supernatant from the top resuspend pellet in 200 ul wash

MEMA and transfer the content to ten 12 ml tubes Falcon plastic test tube 17x 100 mm
labeled 1-10 both on cap and wall containing 10 ml wash MEMA by using Pasteur pipette

Date/Time Tkeo

29 Again add 200 jil
wash MEMA in microcentrifuge tubes resuspend and transfer the cell

suspensions in 12 ml tubes

30 Centrifuge the tubes for 10 mm at 2000 rpm 4C pçooled centrifuge

31 Labeling and preparation of dilution tubes and colony dishes

load 60 mm tissue culture dishes with ml MEMA
load 40 sterile tubes with 4.5 ml MEMA 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

32 Decant supernatant click tubes vortex resuspend in 10 ml wash MEIVIA

33 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

35 Centrifuge tubes for 10 mm at 2000 rpm 4C

36 Decant supernatant click tubes vortex resuspend in ml wash MEMA pass five times

through cc syringe with 21 gauge needle

37 Determine cell concentration by transferring 100 i1 to Coulter cup

38 Vortex tube transfer 0.5 ml into dilution tube X.5 vortex tube X.5 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

39 Transer 2x106 cells to T75 flask for mutant expression

39 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

40 Transfer 200 pl of cell suspension in triplicate to ml scintillation vial containing ml

cocktail Ecolume

41 Incubate tissue culture dishes for week

42 Count viaLs for radioactivity
Date/Time

43 After week wash colonies times with normal 1X saline and times with methanol

Stain colonies with 0.05% crystal violet

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

point
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/c1r 29

TABLE-3

Expt

e.çreS5

7O% c2 /71O/

7i/y 21 Date/Time a44-7

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

suspension
count x106

400 QØllsfmlJ\

7i 2/ 2xo eettc

L1c7 ôD 75oo 1O5
.o 260

752 f.3 7N 26 4C
29 r93 59 6/

62S 27 DO

72 000 0I97

53 .//g325133 CO6 1çf

61S
39

10
/7 2o 5i9
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Page ofSCIENCE -- Recruitment Advertising

Be sure to mention that you saw this ad on Science Careers

______
__

Copyright 2001 by the American Association for the Advancement of Science

http//recruit.sciencemag.org/cgi/show/5529/5529xL 191Q3612 7/23/2001
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TABLE-3

Expt Date/Time
7/2/o//

yW
fooJ

UI

0-c çeUs --

c.sh ctL RS5 dc 2-

12

JL se SThc
Do

mcrO .r 0/4Q ce -t -i

2c

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

suspension
count ttr

/\ower ioL

4001 e44s/n9-
-fl.c3

16321tb3/2L1 15-77 3.1qioA O3
I3 33xD/

/2Ji qcpcfo/ o3

ui /f27 /7 333x1o

9fcoç .q3x/o

2-c7 32 IZ-2H zdLx to

1317 /360 1c6 277o 0.72

/ztff 1T31

10 /3b4 27ira O.73
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TABLE-3

-br ec-sor 1/SO fc

Expt Date/Time 7/30/o

Tube Coulter count for 100 ul cell Avg count Cells/mi pj11
suspension

106count

400
lO ce/b

t3c1 so 2q rciJn1 r3P

7175 777

O.7c

61

.-
10

1$o 75
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DATA Ii-F_c or1 t.JNINOLJN

HALF LIFE 012/8
PEEL SATES

NcIl\I ccut._ 2O0i%22
RE232 II

818 818 00 858 28 oO LEE
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3t- Ct0 66 00 82
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Page

MCA Canberra 5100

Tag Number 1028 Readout Sat 14 Jul 2001 150445

Report Group Full Acquire Started Sat 14 Jul 2001 144803
Channel Size 4096

Elapsed Live Time 10.00 mm
Elapsed True Time 10.03 mm
Dead Time 0.27

ADC Canl5lOLLD0.044k
Detector Can CAM300 PIPS

Geometry Am-241 disk against PIPS

Sample Description Am-241 disk Tracerlab

MCA Mode PHP
Preset Conditions Live Time 10.00 mm

Area Statistics Background Channels

Error Sigma 1.65
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CoulterSurvival

nment

e/Time 7/16/01

Tube Coulter count

1st 2nd 3rd

Average Cells/mi Hemocytometer Count in Grid

1st 2nd 3rd 4th

4827 4878 4587 4764 1896800

5348 5384 5312 5348 2130400

4752 4898 4672 4774 1900800

5120 4944 4934 4999 1990933

5457 5625 5562 5548 2210400

5265 5084 5175 2061000

4929 4878 4753 4853 1932533

5115 4965 5094 5058 2014400

4615 4711 4583 4636 1845733

10 4662 4596 4647 4635 1845200

Tube Predicted Actual

Cells Cells 1st

Seeded Seeded

Colony Count

2nd 3rd

Average PE SF SF

Uncorrected Corrected

200 190

200 213

200 190

200 199

200 221

200 206

200 193

200 201

200 185

10 200 185

108 114

85 81

63 68

94 84

66 108

61 93

56 55

47 38

46 38

40 30

114 100 49.861

83 71 37.528

73 84 42.024

67 80 36343

73 76 36.714

52 54 28.115

37 41 20.188

54 46 24.922

30 33 18.065

1.00 1.0000

0.7105 0.7527

0.8333 0.8428

0.8001 0.7289

0.7537 0.7363

0.5412 0.5639

0.4050 0.4049

0.4582 0.4998

0.3320 0.3623

8007454
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Challenge

HPRT mutant selection

Date 20-Aug-UI

Experiment V79 HTdR 100 cluster Rogers exp

Sample It Coulter Coulter of cells Cell susp

bckgr Mode per ml volume for

id 200 000

cells

ml
2503 2631 2542 100 1021467 0.196

2411 2478 2399 100 969733 0.206

NO SAMPLI
2616 2806 2650 100

2692 2730 2659 100 1075467 0.186

2224 2289 2213 100 894800 0.224

2206 2335 2294 100 909333 0.220

2497 2317 2410 100 961200 0.208

100 DIV/0 D1V/0

10 2087 2138 2051 100 834800 0.240

Protocol

Wash T75 1-2x with PBS no Ca no Mg
Trypsinize the cells ml trypsin /T75 2-3 mm RI
Add 10 ml wash medium wash MEMA 175 flask

Resuspend cells and transfere them in 15 ml conical tube

Spin the cells down 4-5 mm2K rpm

Aspirate supernatant click tube to disperse pelet

Add ml regular medium MEMBJFCS1O% and resuspend the cells

Siringe the cells using ml singe 21G needle

Count the cells using coulter couter 100 il cell susp 20 ml lsotone

10 Plate 105 cells P100 dish in ml MEMNFCSIO% 10 dishes/dose point

11 Transfere dishes into incubator and let the cells to attach 2-4 his

12 Take 105 cells suspension make serial dilution lOx to obtain 200 cells/mi

13 Plate 200 cells 60 dishes dose point for Plating Efficiency

14 Repaet staep 11 and 12 for each sampling point

15 After 2-4 his add ml MEMA 6-TO 60 p.g 6-TO into each 100

Final concentartion for 6-TO p.g/mI 6-TO Stock sol 60 p.9/ ml MEMA
16 Keep the dishes in standard culture condition for 8-10 days

17 Wash HPRT- colonies 1-2 times with PBS fix them with MetOH and stain

18 Count colonies

B007457



Table Plating efficiency for HPRT challenge Rogers exp

Set HTdR Number

mBq/cell of cells Numer Avg Abs PE Abs PE

originally of of coL/ Avg 1-

plated colonies plate Std

200 191 194 0.96 0.97 0.02

200 193 0.97

200 199 1.00

200 272 240 1.36 1.20 0.16

200 208 1.04

200 241 1.21

0.1685 200 DIV/O 0.00 0.00 0.00

200 0.00

200 0.00

0.313 200 271 281 1.36 1.40 0.05

200 281 1.41

200 290 1.45

0.5095 200 234 244 1.17 1.22 0.14

200 223 1.12

200 275 1.38

0.694 200 221 228 1.11 1.14 0.04

200 238 1.19

200 225 1.13

0.888 200 260 243 1.30 1.22 0.08

200 239 1.20

200 230 1.15

2.485 200 208 215 1.04 1.07 0.05

200 225 1.13

200 211 1.06

1.607 200 DIV/0 0.00 0.00 0.00

200 0.00

200

10 3.5905 200 245 240 1.23 1.20 0.06

200 248 1.24

200 227 1.14

B007458
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