
V79 COLONY FORMNG ASSAY

Experiment Name 3HTdR
toxicity cluster 100% labeling

Exp Dec 14 2000

Investigator Howell M.Lenarczyk Date

12/14/00

Set the rocker-roller at 37C incubator with 5% C02 set the Coulter Counter wash cells

from 150 cm2 flask sub cultured 12 48h before with D-PBS trypsinize cells each

resuspend in ml .MEMB pool pass five times through cc syringe with 21 gauge

needle count cells by transfering 100 ul in Coulter cup containing 20 ml isotone

Dilute to 4000000 cells/mi in MEMB count 200 000 cells/mi Cells were under

HAT condition for 2.5 days

Transfer ml of cell suspension into ten 10 ml tubes Falcon polypropylene round bottom tube

17x100 mm Keep the tubes in the roller for 3-4 hat 37C 5% C02 Date/Time

Dec 14 2000/ 1615

Prepare MEMB containing radioactivity in hood

40 i1 3HTdR Stock j.tCi4tl on Nov 2000 ml MEMB

After hra remove test tubes from roller and add MEMB with or without radioactivity

according to Table below Date/Time Dec.I4 2000 /1915

Tube 3HTdR Cells in MEMB 3HTdR MEMB

l.tCi/ml ml ml
nil

pCi/mi

1.0

1.0

o.oZ 1.0 0.062 0938

O05O 1.0 0.120 0.880

1.0 0.250 0.750

1.0 0.370 0.630

1.0 0.500 0.500

075 1.0 0.620 0.380

1.0 0.750 0.250

10 1.0
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Return test tubes to roller for 12 DatefFime Dec 14 2000 1930

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

tube

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

preccoled centrifuie Date/Time Dee 15 2000 20
10 Remove buckets from centrifuge and carefully remove 150 .il of supernatant and place in pre

labeled gamma-tube

ft11 Decant supernatant click tubes vortex re-suspend in 10 ml wash MMA
112.Centrifugetubesfor1ominat2oooipm4c Y1

13 Decant supernatant click tubes vortex re-suspend in 10 ml wash MEMA
14 Centrifuge tubes for 10 mm at 2000 rpm 4C
15 Decant supematant click tubes vortex re-suspend in 10 ml wash MEMA

.A6 Centrifuge tubes for 10 mm at 2000 rpm 4C
11 7.Decant sup ernatant click tubes vortex re-suspend in ml ofvMA

18 Centrifuge tubes for 10 mm at 2000 rpm 4C C.cC

19 Decant supernatant click tubes vortex transfer the cell suspension in polypropylene

microcentrifi.zge tubes with attached caps Helena Plastics 400 p.1 using 200 ul pipet tips

120 Again add 200 ice cold MEMA re-suspend and transfer the cell suspensions in the same

polypropylene microcentrifüge tubes Total volume -.400 ul

21 Centrifuge tubes for mm at 1000 rpm 4C
1122 Transfer tubes at 10C for 72 Lec 2o2/ Date/Time

Dec 15 2000

/23 Transfer 30 supernatant in three sets of 20 ml scintillation vials containing ml liquid

scintillation cocktail from 150 ul
supernatantAemoved earlier Step 10 and count

them for radioactivity Date/Time Dec i6 2000

24 After 72 carefully remove the supernatant from the top re-suspend pellet in 200 lii wash

MEMA and transfer the content to ten 12 ml tubes Falcon polypropylene round bottom test

tube 7x100 mm labeled 1-10 both on cap and wall containing 10 ml wash MEMA by using

Pasteur pipet Date/Time Dec.2 2000

25 Again add 200
p.1 wash MEMA in microcentriflige tubes resuspend and transfer the cell

suspensions in 12 ml tubes

\J 26 Centrifuge the tubes for 10 mm at 2000 rpm 4C priecookd centrifufe

27 Labeling and preparation of dilution tubes and colony dishes

load P60s 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
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24 2.5 X.2X.3 X4 X5etc

28 Decant supernatant click tubes vortex re-suspend in 10 ml wash MEMA
29 Centrifuge tubes for 10 mm at 2000 rpm 4C

\I 30 Decant supernatant click tubes vortex re-suspend in 10 ml wash MEMA
-/3i

Centrifuge tubes for 10 mm at 2000 rpm 4C
-32 Decant supernatant click tubes vortex re-suspend in ml wash MEMA pass 5x through

cc syringe with 21 gauge needle

33 Determine cell concentration by transfer 100
itI

to Coulter cup

34 Vortex tube transfer 0.5 ml into dilusion 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

35 Transfer ml from dilution tubes into dishes labeled X.2 X.3 X.4 in triplicate Only X2

should be seeded for control T-tubes

36 Transfer 200
.il

of cell suspension in triplicate to 20 ml scintillation vial containing ml

cocktail Aquasol

37 Incubate petridishes for week

38 Count vials for radioactivity Dec Zo DatefFime

Dec.l2OOO/ c1
39 After 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
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TABLE-3

Yf z/Expt Dec Date/Time Dc

f.

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

suspension
count xl 06

400 Cells/mill

/V12 i2o /1Z30

2b2c2t 412ol z-9 4oJ4
iTA

g23G 33 1cI2oO
L1g2tg 3çg 43p7o

4-otoL4tIt

5i25 c76 2o2c
10 L1
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TABLE-4

Expt cDate DEC

Tube.dilution Colony Colony Colony Avg Colony SF

2o

32

Lt2 G4

44

1-2 TC

244

L3 41- 47-o

o4 4C

4o

7j 22

2o3 204
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CoulterSurvjval

riment ML Dec..12 2000

e/Time

Tube Coulter count Average Cells/mi Hemocytometer Count in Grid

1st 2nd 3rd 1st 2nd 3rd 4th

2714 2620 2702 2679 1069467 -1-2 Selce
P.cI4eiy

2714 2620 2702 2679 1069467
1i-a viz

4688 4336 4734 4586 1832400

3389 3356 3387 3377 1348933

3674 3592 3633 3633 1451200 COQPt fir c-ip/e If

4846 4822 4888 4852 1938800 1sf /232
4414 4549 4327 4430 1770000 2/ f2o x-/23c X//d4/4116 4010 4114 4080 1630000

/265J
5151 5125 5068 5115 2043867 Cij

10 4263 4058 4013 4111 1642533

Tube Predicted Actual Colony count Average PE SF SF
Cells Cells 1st 2nd 3rd Uncorrected Corrected

Seeded Seeded

200 107 73 69 82 75 69.817 1.00 1.0000

200 107 73 69 82

200 183 62 63 62 62 34.017 0.8348 0.4872

200 135 61 60 55 59 43.491 0.7857 0.6229

200 145 38 47 41 42 28.942 0.5625 0.4145

200 194 49 42 37 43 22.007 0.5714 0.3152

200 177 32 37 36 35 19.774 0.4688 0.2832

2000 1630 220 222 211 218 13.354 0.2915 0.1913

2000 2044 182 175 170 176 8.595 0.2353 0.1231

10 2000 1643 168 185 174 176 10.695 0.2353 0.1532
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CoulterSurvjval

riment ML Dec...12 2000

elTime

Tube Coulter count Average Cells/mi Hemocytometer Count in Grid

1st 2nd 3rd 1st 2nd 3rd 4th

1232 1209 1265 1235 492133

2714 2620 2702

4688 4336 4734 4586 1832400

3389 3356 3387 3377 1348933

3674 3592 3633 3633 1451200

4846 4822 4888 4852 1938800

4414 4549 4327 4-430 1770000

4116 4010 4114 4080 1630000

5151 5125 5068 5115 2043867

10 4263 4058 4013 4111 1642533

Tube Predicted Actual Colony count Average PE SF SF
Cells Cells 1st 2nd 3rd Uncorrected Corrected

Seeded Seeded

Td492 297 2OOjj 154 51.357 0.10 1.0000

öY 10773 69 82

200 183 62 63 62 62 34.017 0.4052 0.6624

200 135 61 60 55 59 43.491 0.3814 0.8468

200 145 38 47 41 42 28.942 0.2730 0.5635

200 194 49 42 37 43 22.007 0.2774 0.4285

200 177 32 37 36 35 19.774 0.2275 0.3850

2000 1630 220 222 211 218 13.354 0.1415 0.2600

2000 2044 182 175 170 176 8.595 0.1142 0.1674

10 2000 1643 168 185 174 176 10.695 0.1 142 0.2082

BOl 9497
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