
AL-N cell survival Mutagenesis

HTdR 50 cluster

Experiment Name 3HTdR toxicity cluster 50% labeling Exp
Performed by M.Lenarczyk Date Feb 15 2001

Set the rocker-roller at 37C incubator with 5% C02 wash cells from three 175 cm2

flask sub-cultured 12 24h before with HBSS trypsinize cells each re-suspend in lOmi

RPM1 pool pass five times through 10 cc syringe with 21 gauge needle count cells

count 046 533 /ml

Prepare cell suspension with final concentration of 2000000/mi

Transfer ml of cell suspension into 20 12 ml tubes on polypropylene TC labeled 1-10

both on cap and wall

RoIl the tubes in standard culture condition DatelTime Feb 15 2001 1600

Prepare RPMI 1640 containing radioactivity

640
jil

HTdR Stock .tCi/j.tl on Feb 15 2001 ml RPMI 1640

Remove test tubes from roller and add RPMI with or without HTdR according to the table

DatelTime Feb 15 2001 1815

Tube 3HTdR Cells in RPMI RPMI RPMI 3HTdR

jtCi/ml ml ml -160 .tCi/m1

ml

1.0 1.0

1.0 1.0

1.0 0.940 0.060

10 1.0 0.875 0.125

20 1.0 0.750 0.250

30 1.0 0.625 0.375

40 1.0 0.500 0.500

50 1.0 0.375 0.625

60 1.0 0.250 0.750

10 80 1.0
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Return test tubes to roller for 12 Date/Time Feb 15 2001 /1830

Next day prepare and label 10 gamma-tubes 13 100 mmVWR glass test tube

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

precooled centrifuEe Date/Time Feb 16 2001

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

prelabeled gmma-tube

11 Decant supernatant click tubes vortex re-suspend in ml HBSS/5
12 Centrifuge tubes for 10 mm at 2000 rpm 4C
13 Decant supematant click tubes vortex re-suspend in ml RPMIftY to
14 Centrifuge tubes for 10 mm at 2000 rpm 4C
15 Decant supernatant from 10 unlabeled tubes set without H-3 click tubes vortex

re-suspend the pellet in ml RPMI transfer cell suspension into set tubes e.g
into lAinto lB ....1OA into lOB

16 Add ml RPMI and centrifuge tubes for 10 mm at 2000 rpm 4C
17 Transfer the cell suspension in polypropylene microcentrifuge tubes with attached caps

Helena Plastics 400 p1 using 200
j.tl pipet tips

24 Again add 200 111 ice cold RPMI resuspend and transfer the cell suspensions in the same

polypropylene microcentrifuge tubes Total volume 400 j.tl

25 Centrifuge tubes for mm at 1000 rpm 4C
26 Transfer tubes at 10C for 72 Date/Time Feb.16 2001 30
27 Transfer 30

p.1 supernatant in three sets of 20 ml scintillation vials containing ml liquid

scintillation cocktail EcoLume 150
p.1 supernatant removed earlier Step 10 and count them

for
radioactivity Date/Time Feb.1 2001

28 After 72 carefully remove the supernatant from the top re-suspend pellet in 200 ul HBSS

transfer the content to ten 12 ml tubes Falcon plastic test tube 7x 100 mmlabeled 1-10

both on cap and wall containing 10 ml RPML by using Pasteur pipet

Date/Time Feb.19 2001 19

29 Again add 200 p.1 RPMI in microcentrifuge tubes re-suspend and transfer the cell

suspensions in 12 ml tubes

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

31 Labeling and preparation of dilution tubes and colony dishes

load 60s dishes with ml RPMI

load 40 sterile tubes with 4.5 ml RPMT

32 Decant supernatant click tubes vortex re-suspend in 10 ml HBSS
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33 Centrifuge tubes for 10 mm at 2000 rpm 4C

34 Decant supernatant click tubes vortex re-suspend in 10 ml RPMI

35 Centrifuge tubes for 10 mm at 2000 rpm4C

36 Decant supematant click tubes vortex re-suspend in ml RPMI

37 Determine cell concentration by Coulter couinter 2Oml Isotene 11 100
j.iJ

cell suspension

38 Vortex tube

transfere 0.5 ml cell susp into tube X.5 vortex tube X5 lOx dilution cells

take 0.5 ml of X5 and transfer to tube X.4 vortex tube X4 lOOx dilution cells

take 0.5 ml of X4 and transfer to tube X.3 vortex tube X3 100k dilution cells

take 0.5 nil of X3 and transfer to tube X.2 vortex tube X2 1000dilution cells

39 Transfer ml from dilution tubes into dishes labeled X.2 X.3in triplicate Only X.2

should be seeded for control T-tubes

40 Transfer 100
j.il

of cell suspension in triplicate to ml scintillation vial containing ml

cocktail EcoLume

41 Plate rest amount of the cell into 100 mm dish for mutant expression if you have enogh cells

plate 1000 000 cells /plate

41 Incubate 60 mm dishes for weeks

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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IJSER2 1D2 HOWELL PRESET TIME2 00
SAMPLE REFEAT CYCLE REPEAT SCRz R82322H4 1AQO QOF RON
RON-TIME2 10 INO 999
CwNNEL L.L Li 400 281 1$.Nn 00 8KG SuEDATA CALC CPM UNKNOJJj REPLICATES
HALF LI FE DAYS

5APj P08 OH

--

--

.-

14 --14
15 15
16 3--16
17 --17
IS ..i
19 44----

20 ---
21 --
22 --

44.
24
28
29 ---i

31 13

IA

PAGE

WED 28 FEB 20011526

000 5KG 2818e
NORM FACTOR 0000o

0.00 LSR8

RCMX ER
CPM 2c$ DX NE EL iiNE AVG H4$

Th- 7J
42

iui UI iiL- 77t--t-s-oo 51.64 1.00 6.14 7flc 0.8Ui00 45.88 100 771 76.o67CC .cj 1.0 9.28 78n 0.412U6c6 0.99 0.15 9.99 810 0.0029645331 0.95 15 10.72 78 00120311333 15 0.15 11.437s 000397186 082 is 12.20 sI.o 0.01583180oo 0.68 iS 12.94 770 0.0141158666 so 0.15 13.68 77.0 0.01600373 67 is 14. rj 81 016065oc 00 is 05 93
lOt 62 58 15 15 70 77 001100524662 52 15 16.54 81 0111S4726 62 48 0. 15 17.35 770 0.021063660 OC 0.87 05 17 37 75 Oi613026 62 0.66 15 18. 6% 81 CU61152000 0.66 15 1938 77.0 0.0140846 62 0.68 15 20 13 760 0011593580 00 71 05 20 6v tn 02227768 00 59 05 i..m 77 03rL74fl 00 71 005 21 79 76.0 002
24.00 40.02 1.00 23.37 T72 1.17
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0BDtEB 0Ci

oc0

SM P08 OH OFM 281 NE EL Ti NE WG ERR

.1 13.00 i.oo 74..Q 22.23
-- 14.00 53.45 1.00 3.04 72.0 8.02

56.00 2673 J...CO 4O 720 1.89
.1 /4

1800 47. 14 1.00 7.81 730 3.39
-- 17.28 00 9.43 73.0 0.78

18149333 1.21 0.15 10. 14 760 0.01
193340.00 1. 17 0.15 1086 72.0 0.01

J9O.0o 0. 10 11.58 72.0 0.01
13 i3 284973.31 0. 1% 12.3376.0 0.01
14 -14 400319.97 0.82 0.15 13.07 74.0
13 13 288360 0.96 15 13 78 73.0 0.01
16 lcS 4T3t99.97 0.80 0.15 14.52 770 007

--17 .4M946 0.79 0iS 1.525 75.0 0.01
18 1B 32331 0.71 015 16.00 730 0.02
19 %920..00 064 0. 15 1681 75.0 0.03
20 749693 31 60 15 17 58 73 0%
21 766 62 0.61 1% 18. 34 73.0 003
22 42117 .00 0.97 0.10 1908 77.0 0.02
23 421380.00 097 0. 10 19.82 72.0 0.02
24 j93 31 77 1% 20 56 730 0. 0210 1103220.00 049 0.15 2i38 77.0 0.043i 11 _l

30 12 62 049 15 23.03 74.0 03
31 13 37.00 32.88 1. 00 24.60 71.0 3.01
33 15 7974 1.96 0. 35 25 2.0 000
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CHANNEL -LL UL. 400 SNA 00
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SAN FOB OH CR11 2819% TINE EL INE AVG H1 RON

REFL.ICATES

SAT 17 FEB 2001 11 53

8KB SLlB 00 8KG 231

NORM FACTOR 00000

tjo LSFtZ

7OC 75.59 1.00 1.42 75C 5.19

n- 21 1200 57.74 1.00 2.99 73.0 2.69

4400 30.15 1.00 45773.0 1.00

.i
133 5.47 100 6.13 76.0 2.48

2500 41itDC 100 7.70 .750 1.98

8400 2L82 1.00 927 730 0.53

21/r1.. It i9 /9c 01
.._46 6s lb

169920.00 .26 15 11 .43 75.0 .1
1c ..Ljb2bhbC 0.9% 0ib 1211 Ji.o 0.01

14 4--14 471786.66 0.75 15 12 91 74.0 0.01

15 nis 34183331 098 15 13.64 75.0 CLO1

16 -16 4g925Tc97 0.73 0.15 1438 78.0 C01
i7 n17 soBc.c7a 31 0.72 15 15 12 76 01

18 n-iS t3433331 0c35 0.15 15.88 740 002
19 -- 792746.62 SF1 15 16.69 77 02

2.0 fl 905666 62 54 15 i7 49 74 02
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W4 01 it 18.99 78.0 0C1
502280.00 089 010 19.74 75.0 0.01

24 531 39LaC 87 10 20 45 74
i-jfl 1318186.62 045 0.15 2133 78.0 0.03

lj IA ._ 10

lo SC 12 i320786.62 0.15 2.3.01 740 0.03

29954.29 cs 35 25.55 CC
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29 50000 CO 00 20 14 79 01
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TABLE-2

Expt Date/Time

Tube Radioactivity for 100 ul cell Avg cpm dpm tCi/m1 A1 txCiml A0
suspension

on counting after 12

cpm incubation

10
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TABLE-3

Expt 4k Date/Time LZ
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Tube Coulter count for 100 ul cell Avg count Cells/mi i/cell

suspension

count luCi/

4000 Ce s/mi

Goo1 502 LeO
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10
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CoulterSurvivai

riment Feb 15 2001

elTime Feb 15 2001

Tube Coutter count Average Cells/mi Hemocytometer Count in Grid

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

3473 3378 3365 3405 156533

3769 3862 3883 3838 Th29600

2694 2682 2596 2624 1C44000

2616 2535 2493 2548 1013600

3196 3153 3156 3168 1261733

2979 3024 3078 3027 1205200

2578 2630 2637 2615 1040400

2809 2778 2828 2805 1116400

2502 2654 2549 2568 1021733

10 3005 2944 2760 2903 1155600

Tube Predicted Actual Colony count Average PE SF SF

Cells Cells 1st 2nd 3rd Uncorrected Corrected

Seeded Seeded

200 136 49 44 26 38 f448 1.00 1.0000

200 153 32 38 40

200 104 22 11 21 18 b241 0.4716 0.6519

200 101 24 23 24 24 23.349 0.6201 0.8828

200 126 14 25 25 21 16.908 0.5590 0.6393

200 121 27 24 26 158 0.6681 0.8000

200 104 15 15 15 l4418 0.3930 0.5451

200 112 30 28 21 26 23.588 0.6900 0.8918

200 102 36 37 37 35 .724 0.9563 1.3507

10 200 116 20 15 18 18 15.288 0.4629 0.5780

BOl 9691
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