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HTdR 50 cluster

Experiment Name 3HTdR toxicity cluster 50% labeling Exp

Performed by M.Lenarczyk Date tS/Df 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

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

14 2oc/Pfs rA
1rCtUU COUflt 2c9o00

Prepare cell suspension with final concentration of 2000000/mi

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

jjp both on cap and wall

Roll the tubes in standard culture condition DatelTime 2001

Prepare RPMII64O/FCS8 containing radioactivity

_J__ 640 tl HTdR Stock pCi4il on Feb 15 2001 ml RPML 1640

Remove test tubes from roller and add RPMI/FCS8 with or without HTdR according to the

table

Date/Thne b3o/O/ 18

Tube 3HTCIR Cells in RPMI RPMI RPMI 3HTdR 2o
Ci/m1 ml ml -160 .tCi1ml 2jL

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 20-24 Date/Time

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

Remove tubes and centrifuge at 2000 rpm at 4C for 10 mm precooled centrifuRe

Date/Time HjviiJ io2oi 14 30 2o twS
10 Remove buckets from centrifuge and carefully remove 150 p1 of supernatant and place in pre

labeled gamma-tube

11 Decant supernatant click tubes vortex re-suspend in 10 rd HBSS/CS8

12 Centrifuge tubes for 10 mm at 2000 rpm 4C

13 Decant supernatant click tubes vortex re-suspend in 10 ml LIBSS/CS8

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/FCS8 transfer cell suspension into set tubes e.g

into 1A into lB ....1OA into lOB

16 Add ml RPMII64OIFCS8 and centrifuge tubes for 10 mm at 2000 rpm 4C

17 Decant supernatant click tubes resuspend in mlsyringe them 5x

18 Centrifuge tubes decant supemantant wortex

19 Transfer the cell suspension in polypropylene micro-centrifuge tubes with attached caps

Helena Plastics 400 p1 using 200 p1 pipet tips

20 Again add 200 pi ice cold RPMI re-suspend and transfer the cell suspensions in the same

polypropylene micro-centrifuge tubes Total volume 400 i1

21 Centrifuge tubes for mm at 1000 rpm 4C

22 Transfer tubes at 10C for 72 Date1ime11cwJt ICi/2pol .O
23 Transfer 30 uI supernatant in three sets of 20 nil scintillation vials then add ml liquid

scintillation cocktail EcoLume 150 tl supematant removed earlier Step 10 and count them

for medium radioactivity Date/Time

24 After 72 carefully remove the supematant from the top re-suspend pellet in 200 jfl HBSS/CS

transfer the content to ten 12 ml tubes Falcon plastic test tube 17x 100 mmlabeled 1-10

both on cap and wall containing 10 ml RPMIJCS8 by using Pasteur pipj1
Date/Time9 2001

25 Again add 200
111

RPMJ in micro-centrifuge tubes re-suspend and transfer the cell

suspensions in 12 ml tubes

26 Centrifuge the tubes for 10 mm at 2000 rpm 4C precooled centrifuRJ
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USER 53 1-ciwELL PRESE ME .1 Co
SAMPLE REPEAT CvcLE REPEAT SCRN

AUC l\i CCrti RCM
C1AN.wU 1_I. US 400 28. GMA 2.

DATA SOLO cr.N LJNEi41JWN REPL. OATESr
HALF L_ FE tAYS

Sc FOS 1I

RE 232
SAT IC MR 2CxD12 26

iflc SLt8 CC 13KG 251 CC U3R
NORM 1Cf7I3J 01 00000

281 71 ME El. TI ME AVE 144

8.00 70.71 1.00 1.42 85.0
14.00 ss CC 00 81
1.6.00 50 00 .00 58 77.0

44. 14.00 5345 100 613 810
cfl cL-

...._...2.CC 66. 67 1.00 9.35 78.0
9269I 33 1. 70 15 1008 73.0
1971c7 99 44 015 10.79 770

.... t.zL i.a II t.t 1C
.....J .LS......

10 fpç3fl.CQ4.4 iC 12.21 79.0
s670 00 SC 10 12 9C 7f3

1$ 12 183646 21 0. 15 13 43 77
13 11 394693.31 fl 57 iS 14.3578.0

Q$ 32.7093 31 0. 83 1.5 08 79
15 15 3791 00 1. 0.3 10 15.80 79.0
16 -- T272o 1S 54 81
17 17 568004320.69 is 17.28
18 587620oO 083 0. 10 18.03 8C.C
19 E3c413 31 0.56 15 18.85 78.0
20 814c533 31 0. 54 Cj LC 80
21 816171.31 0.57 15 20.39131 .0
22 44 9c493q 052 15 -3 7S5.0
23 Cy4a4 o.S% 015 21.95 77.0
CC 950793 31 53 15 22
75 44 178990 00 SS 23 53 7E3268 1.16748642 0.48 15 2433 770-9 1.17064662 048 0.15 25. 13 78.0
28 10 LSM413 75 041 is 25
29 11 1454s20 CC 43 0. 15 26.7879
3C 12 JACA2O2e 42 41 15 27 62 78
32 14 \o162 86 .95 03S 28. 58 4.0
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USER 83JOWEL..L_ FFEsa NE 00

0419FDj1 REPEAT cYCLE REPEA
AQO QOF RCM

cFr3s11t_1_ UL 781 i3MA 00

DcuTi cAL..c CFN UNKNIQWN REFL._ ctiEs
FIA 1._sF Pi

F2%2
SUN 11 MAR 2001 15 52

818 SUB 0. 0CC 81U 2818 dO L88
i.If3F4 FCiEF COCCC

SAM iQE3 oN 0811 25 OX NE EL NE AVG 841 ERR

12 00 57 74 1.00 42 84
29 13.00 55.47 1.00 3.00 81.0
29- 10.00 63.25 1.00 78.0
79 14.00 53.45 1.00 6.25 81.0
29 51 8.00 70 fl 1.00 7.82 76.0
29 J.00 63.25 1.00 944 78.0
29 9519333 1.67 0.15 10.20 8.0
9._. 1100050 nn2 10 10 90 77
29 j760.0C 1.65 0.15 11.67 78.0

10 29IC 92226.66 18 15 12.38 79
11 29LI 179746.66 1.22 0. 1.5 1308.770
12 29 157870.00 .46 10 is 77.0

.3 293.31401260 CO US 0.10 14 53 78
14 II L12L20.00 0.52 15 15.26 79.0
.15 2915 310020.00 0.133 0% 1.13.99 78.0
1629- 16 t4R46.62 0.68 CC 15 1671 81.0
17 29 i7 3800 0.68 0.15 17.48 78.0

18 29-IS o.67 15 18.23 730

2CC 4- 841326.6.2056 iS 13.82 80.0
21 44- 822653 31 57 20 58 80
rfl

.it .J 21

23 ---- Q93/..L 0.52 CC_IS 22 iS 77.0
74 966846 6% 0..I5 22 33 79
215 11967516.42 0.47 Is 73 79_C
26 1190273.25 15 24.53 78
27 11__j3S80 00 0138 IC 215.33 790
28 10 1590286.62 0.41 Is 26
23 44 11 1503540 00 0.42 0.115 27.00 79.0
30 44.v__12 11.420946.62 0.41 0.15 2784 79.0
32 -14 y968_57J 1.915 .3s 28.81 4.0
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Date/Time E/L2Jo

TABLE-3

Expt 14L Cl 10

WvvL kJ it.ç rc
cMCxo lac

Tube if Coulter count for 100
J.Ll cell Avg count Cells/mi

suspension

count

x400

of

171

7t 2CR- 5ç zz1

33 2c
5t 2.2o93 L14 ito3

ic oO Ao

o2

1c3 QL b000 G0

43 L9 I33L LcJ ç3

ge Cr 1o3

LTo 34
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USER ID H3 HOWELL PRESET Ti NE 00
SPNPLE REPEAT CYCLE REPEPT BCR

-rc QcF RON
CHANNEL L.L UL 400 3I t3NA 00
DATA CAt_.C OEM UNKNOWN REEL. CATES
HALF LIFE DA\S

SAM POS CH

9232
TUE 13 MAR 2001 O9 19

k.IU bLJi 0.00 9KG 2SIG 0. 00 LSR
NORM FACTOR 01 o000o

11PM 281 87 II ME EL ME AVG H4 ERR

66 1. 98 1.5 56 870
73946.66 190 0..15 127 99.0
74740 00 1.99 15 1.97 88.0
57060 00 1. 87 20 2. 77 90
4417600 1.90 025 363 870
52970.00 1.94 0.20 443 91
2721 2. 50 92 40 45 88

-- 11 2484222 i.e o4s 646 860
3666666 .91 .30 731 94

10 .o 11571.11 1.96 0.0 8.78 86.C
ii ii 12072.94 0.85 IC ii 98.0
12 12 10657.89 1.99 095 11.77 880

14 13 55 47 00 14 90 84
--i 4.0 1000 1.00 16.47 930

16 144.00 16 67 1.00 18.03 87.0
17 1y 1j 111.001 8.98 1.00 19.59 88.0
lB -18 10900 19.25 i00 21.22 870
19 77ss 00 1. 74 0.20 2207 93.0

.102359 99 .61 15 2278 90.0
.21 65325 00 .1 75 20 23 53 86

00 36 15 24 74 96
23 16986 66 23 15 24 93 139
24 -- 13338000 1.41 015 2366 139.0
213 162493.33 1.28 15 26.37 9150

i3 14021000 69 10 27 07 89.0
27 142606 66 37 iS 27 78 92
28 .10 1256860 00 25 10 28 50 93
29

lpj 240590 00 29 C. 10 29 22 91
30 157133.33 1.30 0.15 29.92 1313
32 14 i4495 1.97 o.$.s 3.0 89

cdcvo1
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u8ER IDH3 k1LiELL PRESET i1ME i..oo

SAMPLE REPEAT CYCL.E REPEAT SOR R82%2
111 ADO DOF REMOW LL UL 400 2S GiNA 00
DATA I2AL.L CR11 UNlN0WN REPL CATES
HALF LIFE oAvs

UE MAR 2001

SAM P08 OH OEM -S b7 ME EL -r NE AVG HIE

81cG Sl.JE 00 51.L 2818 00 LSR
NRM FAEToR 00000

ERR

2E %30o 2o_74 Loo 42 87.0
28 2.1 107.00 19.3% LOG 3C6 E..C
28- 136 00 17 15 00 4. 68 PS

..-28 12.00 57 74 1. 00 b.29 /20
28 11. 00 60.30 1.00 7.87 85.0
28 -- 13.00 71 L00 94 ai-o
29 cr1 os

828 11563.33 96 9C 12.3% -36.0

28 .11030.33 L95 0.95 1.4..04 86.0
10 28-la 386.66 1.94 0.30 14.9% 92.0
11 28li 24157.78 1_92 0.45 16.01 86.0

1.. .jJ 47u1j Li
28i TZ1so.oois 0.20 1.Th

jlj 2814 42936.00 1.93 012% 18.36 87.0
1% 28-- 15 54890 iCi91 20 19 31 92.
16 281 72226 66 20_ 89
17 2817 65173.33 198 15 20.77 880
18 2818 0406500 77 0.20 21.52 88.0

sc 50 00 78 20 22 .38 94
20 n- r94çrl 64 0.13 2308 900
21 6317500 1.78 0.20 23.89 86.0
77 iE xmo 00 i. 69 10 24 60 9723 172353.3% 1. 24 0. 35 23.31 89.0

11 Ia
11 90

25 .3..3 T58950 00 5% 10 26 73 9%26- i3 13364666 1.41 13 27./.13 89.0
27 136350.00 171 0.10 28.14 91.0
28 .ae 10 s1113.1T is 28.86 9i
29 it-1i 32$681o..oo 1. 30 10 29.38 91.0

-itI. Im r4

12 .it.l.c.....14

1313f3_ CCU .1 33 Ci 38 31 33

qvolCvc
tPfl

flLE
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