
V79 COLONY FORMING ASSAY

Experiment Name 3H20 100 ug/mi MEA Exp Investigator Bishayee

Date 07/30/98

Set the rocker-roller at 37C incubator set the Coulter Counter wash V-79 cells from 75 cm2

Falcon flask subcultured 12 24h before with PBS trypsinize with Trypsm-EDTA Life

Tech Cat if 25300-054 cells resuspend in ml MEMB Minimum Essential Medium MEM
Life Tech Cat 11380-037 with 10 Fetal Bovine Serum Grand Island Biol Co Cat

240-1555 10 Penicillin-Streptomycin Life Tech Cat if 15070-014 and 10

glutamine Life Tech Cat 25030-081 pass five times through 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 -400000 cellsfml in MEMB final volume 11 ml count 4j 33 celIsIml

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% CO2 DateTime o7/3Qg 33d /.v-

Obtain 3H20 from reffigerator 25 niCilml NEN Catalog if NETOO 1C

After 3-4 remove test tubes from roller and addMEMB and/or 3H20 according to Table

below DatelTime
o7/3fqg 73o pam-

Tube// 3H20 Cells in MEMB 3H20 Sterile MEME MEA

mCi/nti ui ul
MEA ul Cone

ml ug/ml

mCi/mi ul

1.0 990 10 100

1.0 990 10 100

0.25 1.0 970 20 10 100

0.75 1.0 930 60 10 100

1.25 1.0 890 100 10 100

1.0 990 10

1.0 990 10

0.25 1.0 970 20 10

0.75 1.0 930 60 10

10 1.25 1.0 890 100 10
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Return test tubes to roller for 12 increase the elevation angle of the roller

DateTime o7/o/9ç 7-i-s

While test tubes are in roller obtain sterile MEA from refrigerator move roller to 10.5C

obtain ice

Mter 12 incubation period remove tubes from incubator chill on ice

10 Add MEA or MEMB according to the Table vortex quickly return to ice

DatelTime 7/31/6 8-50 Cfln

11 Transfertubestorollerat 10.5C for72 DatelTime 7f3jfj lo a.m
12 After 72 remOve tubes place on iceand centrifuge at 2000rpm at 4C for 10 mm

precooled centrifuge DatelTime to oo a.t
13 Transfer 10 ul medium to test tubes

14 Add ml ice-cold wash MEI4t1L contains 9.4 of powdered Minimum Essential Medium

Life Tech Cat 11700-069 100 ml Calf Serum Life Tech Cat 16170-086 10 ml

Penicillin-Streptomycin and 10 ml L-glutaniine vortex

15 Centrifuge tubes for 10 miii at 2000 rpm 4C

16 Labeling and preparation of dilution tubes and colony dishes

load 48 60x25 mmpetri dishes with ml MEMA as above in Wash MEMA except
Fetal Bovine Serum in place of Calf Serum
load 30 T-tubes with 4.5 ml wash MEMA and label them 1.2 1.3 1.4 2.2 2.3 2.4
X.2 X.3 X.4 etc

17 Decant supennatant 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 10 ml wash MEMA

20 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

22 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

through cc syringe with 21 gauge needle

24 Determine cell concentration by transfering 100 ILl to Coulter cup

25 Vortex tube transfer 0.5 ml nto 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

26 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

27 Transfer 100 p1 of cell suspension in triplicate to prelabelled vial for each tube

28 Incubatepetridishes for week

29 Add 490 ul MEMB in tubes containing 10 ul of medium step 13 vortex transfer 10 ul in
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triplicate into prelabdlied vials

30 Add ml liquid scintillation cocktail to vials and count for radioactivity

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

Stain colonies with/csviolet

32 Count colonies 50 or more cells There must be between 25 and 250 colonies for the dish to

beavaliddatapoint
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PAGE

USER10 IDTRITIUM PRESET TIME 1.00 MON 03 AUG 1398 15L3

SAMPLE REPEAT CYCLE REPEAT SCRN RS232N
AQCN QCFN RCMN PHASE MONITORN

CHANNEL 1-LL UL LIOL 251ThtA 200 8KG SUB 0.00 8KG 2S1G
DATA CALC CPu UNKNOWN REPLICATES NORM FACTORQ .00000

HALF LIFEDAYS

CPM 2SIGZ TINE EL TIME AVGSAM PUS CH

0.00 LSR

ERR

-1800 47lLi 1.00 LE2 500
19.00 45.88 1.00 3.36 53.0

M2000 L1472 1.00 5.15 58.0

LI 12200 42.64 1.00 6.88 56.0

27.01 38.49 1.00 8.51 57.0

M33.0O 34.82 1.00 10.35 58.0

31.00 35.92 1.00 12.14 58.0

S3l55OO 1.33 0.20 13.06 58.0
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3S\

153111.11 1.83 0.23 1405 58.0
10 1O 54560.00 1.91 0.20 14.98 59.0

-11 186873.33 126 0.15 15.86 57.0
12 12 168073.33 1.26 0.15 16.74 57.0i3 l3 155826.66 1.27 0.15 17.63 59.0
14 e14 258046.56 1.02 0.15 18.53 58.0
15 -i5 262371.44 093 0.17 19.49 56.0
16 -15 26223331 1.01 0.15 20.39 56.0
17 17 c31 .00 3592 1.00 22.12 57.0
18 o-18

GM24.00
40.82 100 23.91 54.0

19 34.00 34.30 1.00 25.77 61.0
20 c40.00 31.62 1.00 27.57 57.0
21 7M127.00 38.49 1.00 29.36 56.0
22 t25.OO 40.00 1.00 31.10 55.0
23 54700.00 1.91 0.20 32.02 57.0
24 ig53310.00 1.94 0.20 32.95 55.0
25 t5522222 1.78 0.23 33.94 56.0
26 i15123428 1.19 Th17 34.91 51.0
27 1J16226285 1.19 0.17 35.87 57.0
28 10 1%157i8572 1.17 0.17 36.82 56.0
29 11 278353.31 0.98 0.15 37.72 57.0
30 12 266446.66 1.00 0.15 38.62 56.0
31 13 278240.00 0.98 0.15 39.51 57.0
32 14 32.00 35.36 1.00 41.30 78.0
33 J5 I/19.00 45.88 1.00 4303 79.0
34 L3300 34.82 100 44.82 80.0
35 f7 35.00 33.81 1.00 45.51 80.0
36 _18 31.00 35.92 1.00 48.34 82.0
37 34.00 34.30 1.00 50.17 810

a38 1126.00 5.95 100 51.95 79.0W39 105100 5.17 1.00 53.73 80.0
40 -1104.00 5.02 1.00 55.52 81.0
41 3143.00 3.57 1.00 57.26 81.0
42 3153.00 3.56 1.00 59.00 80.0
43 31S000 3.56 1.00 60.78 800
44 5528.00 2.69 1.00 62.57 80.0
45 --- cc.-1544200 2.71 1.00 64.37 78.0
46 .5288.00 2.75 100 55.10 82.0
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TABLE-i

Expt .2 DatelTime 08/03/q8 3-sP
Tube Medium count for 10 ul Avg cpm dpm CiJml CiIm1 A0

cpm on counting
ddi

124

15 13

53737539342. 53824 103507 2.331 O2.331

16C8S5 IO55 IbC9 3Zo844

.258028 24Z33 24 0845 So 2ff

l3

2297

548.2 53212 562f S4724 I04 2370 2370

14 12.IC 12.244 174q1.7
3C.i._ 7o7 7087

10
278335 244-.z 2.7V t732 f1 881
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Expt DatelTime oS/o3/q8 3dt3 p.m

Tube Radioactivity for 100 ul cell Avg cpm dpm jtCi/ml Cl/mi

suspension

on counting aft

cpm inc on

c-I

I4jj

Jfo /033 1oS 1O75 2o85 00093

3l.2.s 3145 3._ 3i373 O33.3 02.7j

55Ib54iS27o 52t0.3 0387I

2I22

I69_I

.1O3 /07q /48 Io3.3 2.04g oQof2

L8 32I3 77 3i

10
S224S2.qo sa55 1o373 o0414
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DatelTinie Q.M

Tube Coufter count for 100 ul cell Avg count Cells/nil pCi/cell

suspension

count x106

4001 Cells/mi

70o tf 2-792o0

fAc 5O Q45 4.3 2I733

3o 25 tO o0369

S75 51 S4- 51 2zt
718 7o3 711% 25
75 71
4o 737 72 733 293733

7f 733 75 94t

C3 27soo 001f7

10
741 755 755 3o2.24 154

TABLE-3

Expt
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TABLE-4

Expt

Colony Counts and Survival Fraction

Date

Tube.dilution Colony Colony Colony Avg Colony SF

i2 I3

22 131 124

IO 1c5 O333 0775a

4_ 36 43 31 36

53 i65 ITo 2oI Ofrfo

fo5 1/2

72-

cL- 30 O33J

32- 27 37 0.030J

4o 51 0q5
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