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AG1522 COLONY FORMING ASSAY

Experiment Name 3HTdR toxicity cluster 100% labeling Exp

Experiment performed by Bishayee Date O6/7OI

Wash monolayer of cells from 225 cm2 flasks cells were contact inhibited for days refed every

two days twice with PBS with 50 U/ml Penicillin and 50 jig/mi Streptomycin PBS-PS at 37C

trypsinize cells with ml trypsin for mm at 37C resuspend in 15 ml MEM with 15% FBS

Hyclone Cat SH3007 1.02 Lot AiD 10234 15 mM HEPES mM L-glutamine 50 U/mi

Penicillin and 50 jig/mI Streptomycin at 37C pool pass five times through 10 cc syringe with 21

gauge needle perform cell count by transferring 100
jil

in Coulter cup containing 20 ml Isotone

Coulter balanced electrol te solution

I2_ VoI 149 cdt

/.15 44.t $ttoJ 13
122f

CouiCe.k 4st 3o33o51
C-eP.- COt czJer 122.1 n3 em/4

7r -c íô ea
ea ti CO Coo

Plate 4.7x 106 cells in 175 cm2 flasks with 25 ml MEM at 37C Transfer the flasks in the incubator

for 20 Date/Time 117/4 Jo
After 20 prepare stock radioactivity solution in MEM with 0.375% BSA and 1% FBS MEM
BSA in hood

qoo p1 3HTdR Stock fo pCi/pl on ml MEMA-BSA

Manufacturer ftiq1 Lot Calibration

Wash monolayer twice with 10 ml PBS-PS at 37C Date/Timer

Add as follows to get different activity concentration in each flask

Flask 3HTdR MEMA- 3HTdR

jiCi/rnl

BSA
J.tCi/ml

ml
ml

1.0

1.0

19.8 0.2

19.6 0.4

19

10 18

20 16
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Transfer the flasks in the incubator for 20 Date/Time cjts/oi iipin

After 20 carefully aspirate the medium with radioactivity Transfer aliquots in gamma tubes

Date/Time os/i q/o
Wash monolayer five times with 10 ml PBS-PS at room temperature

Trypsinize cells with ml trypsin room temperature resuspend in 15 ml MEM room temperature

transfer cell suspension to 50 ml conical centrifuge tubes pass five times through 10 cc syringe with

21 gauge needle perform cell count transfer cell suspension equivalent to 2x106 cells in 14 ml tubes

Falcon plastic test tube 17x100 mm Make up the volume 10 ml with MEM in each tube Transfer

3x100 p1 cells for radioactivity count

10 Centrifuge tubes for 10 mm at 2000 rpm at room temperature

11 Decant supernatant click tubes vortex

12 Transfer the cell suspension in polypropylene microcentrifuge tubes with attached caps Helena

Plastics 400 pi using 200 p1 pipette tip

13 Again add 200 p1 MEM in 14 ml tube vortex and transfer the cell suspensions in the same

polypropylene microcentrifuge tubes Total volume 400 p1

14 Centrifuge tubes for mm at 1000 rpm at room temperturc

15 Transfer tubes at 10.5C for 72 Dateffime offqi IJo

16 Transfer 30 p1 medium containing radioactivity removed earlier Step in three sets of ml

scintillation vials and add ml liquid scintillation cocktail Ecolume and count them for

radioactivity Date/Time iqio 5-o

17 After 72 carefully remove the supematant from the top resuspend pellet in 200 p1 remaining

MEM and transfer the content to 14 ml tubes Falcon plastic test tube 17x 100 mmlabeled both on

cap and side containing 10 ml MEM room temperature by using Pasteur pipette

Date/Time .10 /U

18 Again add 200 p1 MEM room temperature in microcentrifuge tubes resuspend and transfer the cell

suspensions in 14 ml tubes

19 Centrifuge the tubes for 10 mm at 2000 rpm at room temperature

20 Labeling and preparation of dilution tubes and colony dishes

load 100 mm tissue culture dishes with 10 ml MEMA room temperature

load sterile tubes with 4.5 ml MEMA and label them 1.2 1.3 1.4 2.2 2.3 2.4 X.2 X.3

X.4 etc

21 Decant supernatant click tubes vortex resuspend in ml MEMA pass five times through cc

syringe with 21 gauge needle

22 Determine cell concentration by transferring 100 p1 to Coulter cup

23 Vortex tube 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

24 Transfer 0.8 ml approximately 800 8000 or 80000 cells from dilution tubes into dishes labeled

X.2 X.3 X.4 in triplicate Only X.2 should be seeded for control

25 Incubate tissue culture dishes for two weeks
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26 Transfer 100 t1 of cell suspension in triplicate to ml scintillation vial containing ml cocktail

Ecolume

27 Count vials for
radioactivity Date/Time O/2-fOi f-Jo /M

28 After two weeks wash colonies times with normal 1X saline and times with methanol Stain

colonies with 0.05% crystal violet

29 Count colonies

Tube Dilution Colony Counts
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ricrr ERROR A9CRT NG CURRENT

Ff cC

JUN 2D0 14 06

USER

3ôfre

ID H3 HOWELL PRESET TIME 00
SAMPLE REPEAT CVcL.E REP E3CR P8232
H1 AQC CF RCMN

IL 3i Llk
FEPi1CATES NORM FAcTORDATA CAL.C iPM UNKNOWN

HALF LIFEDAYSN

SAM Pcts 28It

9Kf3 2EIG
0000

LSR

TINE EL TINE AVG ERR

9.00 y7 1. 42 77.0

i3.o 55.47 1.00 3.00 76.0
1300 %47 00 4%8 76.0
14.00 .45 1.00 6.14 77.0

i2-4j i..oo Ci.o 1.00
3c-- l.

91 çI

1QJ4142.22 1.92 0.45 11 34 77.0

14313.33 1.91 0.45 123577.0
10 457$4 00 87 25 13 15 77

.1

34
43472k 00 8.2 25 13 95 78

12 12 i3 0.25 14.75 7.0
1_ -i -Il%% 43
14 14 18226.46 1.50 15 16 16
15 15 39.99 1.48 0.15 14.88 790
16 -i6 ç244406.66 1.04 0.1% 17.59 79.0
17 -17

..-1 39673 33 1.05 15 19.31 77.0
18 18 i2i.9.9B 105 0.15 1903780
19 .451477 31 77 15 1981 75.0

Lk 4/Di1
21 J_227331 078 15 21.28 74.0
37 00 70 71 84

.. oo .4 oi 84

29 lel .00 1487 1.00 27.76 e.o
41 15.00 51 64 00 29 33 82
4y 29-- 00 70 71 00 89
43 29 1072.00 6.11 1.00 3246 94
44 I01 .00 oc 314 84.0
45 29 1039.00 4.20 00 35.59 84.0
46 2910 122.4 00 72 00 37 17 81

79--fl goo 444 3EL74 87.0
4$ 37 1000 6325 1.00 40
49 2913 3608.00 3.33 1MO 41.94 94.0
50 2914 415700 10 00 43.52 890
51 2915 4061.00 14 .00 45.08 380
52 2916 5103.00 2. 80 00 4667 94.0

29-i 6050 00 57 00 48 23 96
54 -j St

.9/EuO 3.17 1.00 4931 30.0
5418.00 272 100 1Lfl

56 6710.00 44 00 5301 8%
57 4087 JO 13 .00 54 bE 78.0
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lOofrA C14S9
peE

USER ID H3 HOWEL.L PRESET TIME 00
El L.E REPEPT LYLLE REPEAT 8CR RE

ALC Qf RfM
cHjEL LL UL .400 281 EMt 00 8KG SUB
DrVTA CAL.C CPM UNNOWN REFtICATES
HAL.F LIFE DAYB

si pcis CH CPM 231 TIME EL TIME AVG ERR

55. 47 00
i..oo

5547 100
23..57 ioo
3%44 100
O1..65 1..00

5. 29 00
5..57 1.00

.. 5.37 100
10 -lO 4.81 00

11 3. 90 00

12 -12 81 65 00
13 1--13 2.6 1.00
14 -14 2.71 1.00
15 -l5 LOU
14 16 2..41 100
17 17 2. 13 ..00

2.95 1.00W- 2.55 1.00

20 2.08 1..00

21 .- 2..47 LOU
22 1.8 0.35

TUE 19 JUN 200114 05

00 11KG 2316 00 L.SR

NORM FACTOR 00000

/26
13.00

c_ .38. 00

4.00
143100

173.._
14__ 00

6.00
544400l7
6367 00

i4
.1 2901429

42 84
2.99 132.0

4.57 85.0
6.13 33.0

32.0

64.

10. 82 37.
12.38 83.0
13 82.0
15.5 L33.U

17..09 370
18.67 72.

2024 94.0
21.61 137.0

2337 88.0
24 94 33
26.5% 86..0

28 10 80.0
29.72 81.0

Ej _-i f62t_0
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toe frZ Cd4

USER HOWEL..L_ pRESET 1.1 00

SMPL.E REpET CYCLE REpEpT $CR
OC 0CF RETh

CHANNEL -LL LII. 400 281 I3NA 00

DATA CALf .PM UNKNOWN
IEF fif-i

t_.o

R232

REPL1CATES

PAf3E

TUE 19 JUN Qy 16 16

8KG sur Oo 2S1G
NORM FACTOR 00000

SAM P03 ClI cFM 291 TI ME EL NE AVG I-J ERR

oo L..BR

29- 9.00 66..7 142 84.0

29-- c_ 00 50.00 00 3.00 830
.u 5U $5

29-- çiO 00 63.25 00 i.9 820
29 J4 9.00 66.67 100 7.76 810
29-- 9.00 66. 67 1.00 9.32 84.0

29--- 1241 00 68 00 12 50 83
29 110E3.00 6.01 1.00 i.0B 82.0

10 29-b çlS4ZOO 5.09 1.00 i5.66 79.0

291 2463 00 03 oo 17 28 36
1229-12 5.00 89.Li4 1.00 18.85710
13 7913 5202.00 i.00 20.43 93.0

14 2914 ic-j 5194 00 2.78 00 22 00 88.0

15 29-iS 502i3_00 2.82 1.00 23.57 870
16 29-16 304.C 2.52 1.00 25 14 840
17 2917

cCJL.3036_00
2.23 1.00 2672 86.0

18 29--lB 2W 00 06 00 28 29 800
19 -x 5569.00 2.68 1.00 29.91 81.0

20 --- tic4 8558.00 16 00 31..47 86.0
1-

22 29025. 1.1 98 35 3i- 00 -1
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CoulterSurvival

rirnent AG1 522/H-3TdR-/1 00%
eITime

Tube Coulter count Average Cells/mi Hemocytometer Count in Grid

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

715 713 693 707 277600

725 697 677 700 274667

647 571 503 574 224267

533 669 677 626 245333

535 499 510 515 200667

514 494 515 508 197867

510 532 530 524 204400

DIV/O DIV/0
D1V/O ItDIV/0

10 Di V/Of DIV/0

Tube Predicted Actual Colony count Average PE SF SF

Cells Cells 1St 2nd 3rd Uncorrected Corrected

Seeded Seeded

0/VIOl DIWO DIWO DV/0 DIV1O
0/V/Of

DIV/0 DIV/0 DIV/0 DIV/0 DIV/0
DIV/0 01 V/Ol DIV/0 D1V/0 DIV/0

DIV/0 DIV/O DIV/0 DIV/0 ltDlV/0

DIV/O DIV/0 01 VIOl DIV/0 DIV/0

DIV/0 DIV/0 DIV/0 DIV/0 DIV/0

DIV/0 DIV/0 DIV/O DIV/O DIV/0
DIV/0 DIV/0 DIVIO DIV/0 DIV/0

10 DIV/0 DIV/0l DIVIO DIV/0 4/DIV/Of
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1.JER ID H3 HOWELL PRESET TI NE 00

SAMPU REPEAT FEPEAT SR R9232

4ó S21_-

-ft..i

AOCN 3CFN RCMN
l11i -i LIL EMt

S4 çpi rio FErl If -4ir

EAIl CH

PAGE

FRI 22 JUN 200 i6 29

UIGSUB 0.00 BKG 291 0. 00 L.EiF

NOFM FACTOF 00000

OPIl 291 Ti ME EL. TI ME A3 ERR

-. 11 10.00 .2F .00 1.42 87.0

fe .5 81.65 00 3. 06 84.

ei.s i.oo 4.62 86.0
-- 8.00 70. 71 00 6. 23 87.C

s-.. .ç 6.00 81.65 1.00 7.85 83..u

-- 1.. 00 F5 47 1.00 es
..6069..00 2.57 1.00 11.09 90.0

5623.00 2.67 1.00 12.72 91.0
365.9.00 31 00 1434 87

10 io -850/00 2. 17 I..00 15.91 89.0
-1 4vLB395 00 18 00 17. 54

Dl 87
13 13 18845. 4t 95 0.55 20. 26 84.

14 -14 l.3566 67 .98 75 21 7C
15 -I5 13561. 33 1.98 075 22. 95 85.

16 16 c38053 33 1. 87 23.80 870
17 17 1.4776..66 196 0.30 2465 89.0

18 --L8 20616.00 1.97 0.50 2571 Bi

19 49004.00 181 0. 25 2662 84.0

2L654 00 95 25 27 42 93
-- 1773200 1.83 0.25 2827 84.0

22 -- 86 cr 0.35 2923 -i ..o
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fbo/c ct tc na4 ci4fItJPfrJf
PAGE

USE ID HI HOWELL. PRESET TI ME 00 TUE 26 JUN 2001 16 02
SAMPLE REPEAT CYCLE REPEAT ScR P8232
Ht4 AQC LiCE RCM
CHANNEL. LL UL 400 281 GMA 00
DATA CALL CPM UNKNOWN

-IALF LIFE DAYS

SPPI ci

REPLIcATEs
13JG SUB 000 BEG 2518

NCFM FAC.TJR CCCOc

CPM 28197 TIME EL TIME AVG Hit

00 LSR

ERR

14..Co 4082 hoC 1.48 370
21.00 4364 1.oo 3.05 860
500 39 44 CC 86
fl i00 19 390

it CO 66 67 OC 7.76 88.
Ht 41.CC 60TC LCC 9.33 87.0

ceis.oo 13 i.oo 1.1 91.0

43ooo 3.48 1.CC 1257 930
4h... c_ID- 3d

10 lO ç4825.CC 2.58 1.00 15.76 89.C
11 111

4.C4088..C0
100 17.33 90C

12 -12 3806.00 3.24 1. 00 1889 90
tlt Rn

14 14 00 2.19 1.00 22. 04 81
15 lS 7331 .00 2. 26 00 23 61 C1

16 161 17288.33 196 0.60 24.77 º6
17 17 1L41815C .92 060 25 94 59
18 lS 1284375 1.97 0.80 2730 35C
19 26C47 50 96 040 28 36 84
20 2i7c..27175 OC 192 0.40 29 37 3.4.0

21 28577 IC 30 32 97

22 2930000 0.35 11.25 0Cojc_tidiZ
23 5987C L.O .33 0.20 32.08 -.$
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00 85 .1

100 83.9

-3 .iO0 82.7

-4 100 EJ5..4

k- 1.00 86L
c-4 1.00 85.0

1.00 88.8
1.00 89.6
l00 85.71Q 100 87.7

11 -1l 100 87.8

12 -L2 iQ0 Bo513 13 i.oo 82.8

.14 14 100 78.3
15 .j5 100 8T8
16 -16 1.00 85.0
17 17 1.00 86.3
18 18 1.00 80.4
IC 100E23

.2C -2 100 820
.1

Ufl LUMEX ELAPSED
CFM ERR0R TIME

700 75.59 250 150
400 100 2.22

5.00 8944 0.90 470
3.00 115.47 48 610
8.00 70.71 105 793
4.00 1.00.00 0.95 9.52

3851.00 3.22 0.01 .ti24

3579.00 3.34 0.01 1284
2189.00 4.27 0.01 14.45

523701 2.76 0.01 16.06

4500.01 298 0.01 17.58

4113.01 t2 Oj 1918
9499.02 205 0.01 20.81

758302 2.30 001 22.41

8907.02 212 0.01 24.04

18742.05 1.46 001 25.47

19503.06 143 001 2730
1469704 1.45 001 29.02

2968410 1.16 0.01 3078
30659.10 1.14 0.01 32.40

31518.11 111 001 3404
6185023 0.80 .00
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CoulterSurvival

nment AG1 522/H-3TdR-/1 00%

e/Time

Tube Coulter count Average Cells/mi _jmocytetnetereaUTItiTrerid
1st 2nd 3rd 2nd 5rd __4th

cULL
2250 2358 2232 2280 906800 7-51f

2217 2136 2083 2145 852933- g3
2806 2883 2796 2828 126.133 9o
3084 3175 3054 3104 1236533

1948 1948 1914 1937 769467

45
1856 1786 1726 1789 710533

D1V/0 DIV/O

D1V/0 DIV/O

10 DIV/0 DIVIO

Tube Predicted Actual Colony count Average PE SF SF

Cells Cells 1st 2nd 3rd Uncorrected Corrected

Seeded Seeded

DIWO DIWU DIWO DIWO DIV/0

D1 VIOl

fDlV/0 4tDIV/O DIV/0 DIV/O DIV/0

DIV/0 DIV/0 DIV/0 DIV/0 DIV/0

DIV/0 DIV/O DIV/0 DIV/0 DIV/0

DIV/0 DIV/0 DIV/0 DIV/0 DIV/0

DIV/0 DIV/0 DIV/0 DIVIO DIV/0

DIVIO DIV/0 DIV/0 DIV/0 DIV/0

DIV/0 DIV/0 DIV/0 01 VIOl DIVIO

10 Dl V/OP DIV/0 DIV/0l DIVIO DIV/0
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Study of GJIC in AG1522 Cells by Flow Cytometry Analysis

Experiment Name Dye transfer study with Calcein AM in AG 1522 cells Exp

Experiment performed by Date
06/D5/D

Take3xl75
cm2 flask with AG 1522 cells Approximately 4.7x106 cells were plated per

175 cm2 flask 40 before from 175 cm2 flask containing contact inhibited cells for four

days

Wash monolayer of cells for five times with 10 ml PBS-PS 37C
Add il of stock CMTMR mM andp1 of

calcein AM per 10 ml warm PBS-

PS 37C PrepareO ml Final concentration CMTMR 2.5 pM and Calcein 20 pM
4.Add 10 ml of above dye solution for each 175 cm2 flask

Incubate flasks at 37C for 15-20 mm

Aspirate the dye solution Wash monolayer twice with 10 ml warm PBS-PS 37C in each

time

Add 20 ml warm MEMA 37C
8.Lncubate flasks at 37C for 30 mm

Aspirate the medium Wash monolayer twice with 10 ml warm PBS-PS 37C
10 Trypsinize cells with ml of warm trypsin 37C per 175 cm2 flask for mmadd 10 ml

of MEMA 37C and transfer the cell suspension to 50 ml tube

11 Syringe the cell suspension five times with cc syringe with 21 needle and

perform cell count

12 Take another 175 cm2 flask with AG1522 cells that were contact inhibited for

days

13 Trypsinize cells with ml of warm trypsin 37C per 175 cm2 flask for mm add 10 ml

of MEMA 37C and transfer the cell suspension to 50 ml tube

14 Syringe the cell suspension five times with cc syringe with 21 needle and

perform cell count

15 Transfer cell suspension containing 2x10 cells from each 50 ml tube to 14 ml

17x 100 tube Raise volume to total of 10 ml MEMA at room temperature

16 Centrifuge the tube at 2000 rpm for 10 mm at room temperature

17 Decant the supematant transfer cells to 400 p1 microcentrifuge tube wash 14 ml

tube with 200 p1 MEMA at room temperature and transfer to the microcentrifuge

tube

18 Centrifuge the microcentrifuge tube at 1000 rpm for mm at room temperature

19 Transfer the microcentrifuge tubes with clusters to 10.5C

20 MIdifferent time intervals e.g following 15 mm 30 mm 2h 3h day

day and day etc take out one microcentrifuge tube

B002140



21 Transfer cells to 14m1 centrifuge tube containing 10 ml PBS-PS ice cold

22 Centrifuge tubes for 10 mm at 2000 rpm in precooled centrifuge at 4C and decant the

supematant

23 Resuspend cells in 1.8 ml of PBS-PS ice cold

24 Slowly add one Pasteur pipette full of cold 95% EtOH while vortexing the sample

vigorously to avoid clumping of cells during the fixation

25 Add two more Pasteur pipette full of cold 95% EtOH that gives final concentration of

approximately 70% EtOH

26 Store fixed sample in the refrigerator They are stable for at least one month

27 Analyze all samples using flow cytometer

fJ 2e4
eek 9-oo

DecJ
pclL

FcL
24

CS iJ
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Quadrant Statistics

File HOWELL 6/8/01.008

Sample ID CELLS ALONE NEW SEU
Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FL1 -H CALCEIN Log

Quad Location 40 61

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

Parameter FL2-H CMI Log

FSC-Height

Quad Events Gated Total Mean Geo Mean Mean Geo Mean

UL 0.00 0.00

UR 23 0.23 0.23 2078.37 361.90 378.19 157.16

LL 9968 99.68 99.68 5.32 4.44 6.68 5.56

LR 0.09 0.09 47.65 47.26 43.38 39.68

Page
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HOWELL 6/8/01.002

200 400 600 800 1000

FSC-Height

File HOWELL 6/8/01.002

Sample ID 100% RG
Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FL1 -H CALCEIN Log

Quad Location 45 33

Quadrant Statistics

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

Parameter Ft2-H CMT Log

Quad Events Gated Total Mean Geo Mean Mean Geo Mean

UL 0.02 0.02 4.09 4.09 169.38 169.24

UR 9787 97.87 97.87 6363.22 5420.03 956.67 489.34

LL ii 0.11 0.11 19.94 16.49 4.50 2.68

LB 200 2.00 2.00 1142.01 803.31 18.03 13.37

Page
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HOWELL 6/8/01.003

File HOWELL 6/8/01.003

Sample ID 50% RG HOUR

Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FL1-H CALCEIN Log

Quad Location 45 33

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

Parameter FL2-H CMT Log

cc

cJ

Eci

rir1 ..
200 400 600 800 1000

FSC-Height

Quadrant Statistics

Quad Events Gated Total Mean Geo Mean Mean Geo Mean

UL 0.00 0.00

UR 4301 43.01 43.01 5937.13 4876.39 602.70

LL 92 0.92 0.92 30.42 28.64 1.40

LA 5607 56.07 56.07 488.26 405.97 5.41

380.23

1.21

3.53

Page
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Quadrant Statistics

File HOWELL 618/01.004

Sample ID 50% RG DAY

Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FL1 -H CALCEIN Log

Quad Location 45 33

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

Parameter FL2-H CMT Log

Ici

FSC-Height CALCEIN

Quad Events Gated Total Mean Gea Mean Mean Geo Mean

UL 0.00 0.00

UR 4337 43.37 43.37 6044.90 4968.79 478.68 247.38

LL 42 0.42 0.42 37.01 35.74 3.03 2.00

LR 5621 56.21 56.21 541.18 376.62 5.04 3.06

Page
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CM

Quadrant Statistics

File HOWELL 6/8/01.005

Sample ID 50% RG 2DAY

Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FL1 -H CALCEIN Log

Quad Location 45 33

Quad Events Gated

UL 0.00

UR 4240 42.40

LL 11 0.11

LR 5749 57.49

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

ParSmeter FL2-H CMI Log

FSC-Height

Total Mean Geo Mean Mean Geo Mean

0.00

42.40 6377.48 5320.47 552.29 236.72

0.11 32.09 30.48 1.36 1.19

57.49 781.47 500.09 4.57 2.52

Page
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HOWELL 6/8/01.006

D0

cj

400 600 800 1000

FSC-Height

File HOWELL 618/01.006

Sample ID 50% RG DAY

Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FL1 -H CALCEIN Log

Quad Location 45 33

Quadrant Statistics

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

Parameter FL2-i4CMT Log

Quad Events Gated Total Mean Geo Mean Mean Geo Mean

UL 0.00 0.00

UR 4628 46.28 46.28 4994.57 3307.48 516.95 203.05

LL 129 1.29 1.29 19.34 10.36 1.75 1.47

LA 5243 52.43 52.43 550.08 368.69 13.04 9.24

Page
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CD

CM

0-

200 400 600 800 1000

FSC-Height

Quadrant Statistics

File HOWELL 6/8/01.007 Log Data Units Linear Values

Sample ID ADD BACK Patient ID

Tube Panel

Acquisition Date 8-Jun-i Gate No Gate

Gated Events 10000 Total Events 10000

Parameter FL1 -H CALCEIN Log Parameter FL2-H CMT Log

Quad Location 57 26

Quad Events Gated Total Mean Geo Mean Mean Gao Mean

UL 28 0.28 0.28 36.31 29.71 45.67 40.07

UR 4375 43.75 43.75 4925.61 3958.20 511.72 248.47

LL 5159 51.59 51.59 17.83 15.20 4.72 3.77

LR 438 4.38 4.38 1403.71 905.95 11.54 7.51

Page
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HOWELL 6/8/01.003

0-

Co

...-.

..-
200 400 600 800 1000

FSC-Height

File HOWELL 6/8/01.003

Sample ID 50% RG HOUR

Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FL1 -H CALCEIN Log

Quad Location 45 33

Quadrant Statistics

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

Parameter FL 2-H CMI Log

Quad Events Gated Total Mean Geo Mean Mean Oco Mean

UL 0.00 0.00

UR 4301 43.01 43.01 5937.13 4876.39 602.70 380.23

LL 92 0.92 0.92 30.42 28.64 1.40 1.21

LR 5607 56.07 56.07 488.26 405.97 5.41 3.53

Page
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I-lOWELL 6/8/01.008

CD

00

Histogram Statistics

File HOWELL 6/8/01.008

Sample ID CELLS ALONE NEW SEIT

Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FL1-H CALCEIN Log

Histogram Statistics

File HOWELL 6/8/01.008

Sample ID CELLS ALONE NEW SETT

Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FL2-H CMT Log

Marker Left Right Events Gated Total

All 9910 10000 100.00 100.00

Mi 38 9910 51 0.51 0.51

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

4.50 4.29

141.40 57.25

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

200 400

FSC-Height

All 9910

Ml 36 9910

HOWELL 6/8/01.008

Co

Ml

rrir- J1JI.

100 101 io2 w4
CALCEIN

HOWELL 6/8/01.008

Ml

JIf I- ..L.1

100 101 to2

MT

Marker Left Right Events Gated Total Mean Geo Mean Median

10000 100.00 100.00 10.13

41 0.41 0.41 1184.79

Mean Geo Mean Median

7.57

195.73

5.61 5.57

79.46 56.74

Page
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HOWELL 6/8/01.002

Histogram Statistics

Ml

rt.a. -r it.ii.i

o2

CALCEIN

File HOWELL 6/8/01.002

Sample ID 100% RG
Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FLI -H CALCEIN Log

All 9910

Ml 36 9910

File HOWELL 618/01.002

Sample ID 100% RG
Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FL2-H CMT Log

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

452.64 441.09

493.06 453.16

FSC-Helght

HOWELL 6/8/01.002

100

HOWELL 6/8/01.002

Ml

ii TLEi

io2

CMT

CD

Marker Left Right Events Gated Total Mean Geo Mean Median

10000 100.00 100.00 6250.55 5176.38 6378.04

9989 99.89 99.89 6257.42 5211.61 6378.04

Histogram Statistics

Pagel

Marker Left Right Events Gated Total Mean Geo Mean Median

All 9910 10000 100.00 100.00 936.69

Ml 38 9910 9760 97.60 97.60 959.24
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CD

CD

Cl

GMT

File HOWELL 6/8101.003

Sample ID 50% RG HOUR

Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FL1 -H CALCEIN Log

File HOWELL 6/8/01.003

Sample ID 50% RG HOUR

Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FL2-H CMT Log

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

HOWELL 6/8/01.003

Histogram Statistics

200 400 600 800 1000

FSC-Height

HOWELL 6/8/01.003

Ml

..FrJI.J1L.2IIf1

CALCEIN

HOWELL6/8/01.003

Marker Left Right Events Gated Total Mean Geo Mean Median

All 9910 10000 100.00 100.00 2827.61 1154.09 664.15

Ml 36 9910 9942 99.42 99.42 2843.96 1180.62 667.14

Ml

Histogram Statistics

Marker Left Right Events Gated Total Mean Geo Mean Median

All 9910 10000 100.00 100.00 262.27 26.14 10.94

Ml 38 9910 4266 42.66 42.66 607.35 387.74 366.82

Page
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HOWELL 6/8/01.004

co

CD

File HOWELL 6/8/01.004

Sample ID 50% RG 1DAY

Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FL1 -H CALCEIN Log

File HOWELL 6/8/01.004

Sample ID 50% RG 1DAY

Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FL2-H CMT Log

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

200 400 600 800 1000

FSC-Height

HOWELL 6/8/01.004

04

Histogram Statistics

Co

All 9910

Ml 36 9910

Mi

100

CALCEIN

HOWELL 6/8/01.004

Marker Left Right Events %Gated Total Mean Geo Mean Median

1141.57 609.76

1147.22 615.27

io00C 100.00 100.00 2926.02

9987 99.87 99.87 2929.80

Histogram Statistics

Marker Left Right Events Gated Total Mean Ceo Mean Median

All 9910 10000 100.00 100.00 210.45 20.51 11.14

Ml 38 9910 4294 42.94 42.94 48312 252.25 224.68

Page
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Histogram Statistics

File HOWELL 6/8/01.005

Sample ID 50% RG 2DAY

Tube

Acquisition Date 8-Jun-i

Gateci Events 10000

Parameter FL1 -H CALCEIN Log

Panel

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

Gate No Gate

Total Events 10000

1358.69 791.48

1362.96 791.48

400 600 800

FSC-Height

HOWELL 618/01.005

Ml

I.-100 10 10 io3 1o
CALCEIN

HOWELL 6/8/01.005

Ml

ri.rrnuc .i.

100 101 io2 .rj3

cMT

Marker Left Right Events Gated Total Mean Geo Mean Median

All 9910 10000 100.00 100.00 3153.35

Ml 36 9910 9992 99.92 99.92 3155.86

Histogram Statistics

File HOWELL 618/01.005

Sample ID 50% RG 2DAY

Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FL2-H CMI Log

Log Data Units Linear Values

Patient ID

Marker Left Right Events Gated Total Mean Geo Mean Median

All 9910 10000 100.00 100.00 236.80

Ml 38 9910 4175 41.75 41.75 560.34

17.27 9.39

243.82 203.51
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Histogram Statistics

File HOWELL 618/01.006

Sample ID 50% RG DAY

Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parametec FL1 -H CALCEIN Log

File HOWELL 6/8/01.006

Sample ID 50% RG DAY

Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parametec FL2-H CMT Log

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

971.91 562.34

1020.60 572.55

Log Data Units Linear Values

Patient 1D

Panel

Gate No Gate

Total Events 10000

3770 28.13

220.15 189.38

400 600 800 1000

FSC-Height

C-

HOWELL 6/8/01.006

Ml

0100Tt1 .IJfT

CALCEIN

HOWELL 6/8/01.006

Ml

jIflhltIIflTI.._i1

100 101 io2

cMT

Marker Left Right Events %Gated Total Mean Geo Mean Median

All 9910 10000 100.00 100.00 2600.14

Ml 36 9910 9903 99.03 99.03 2625.49

Histogram Statistics

Marker Left Right Events Gated Total Mean Geo Mean Median

All 9910 10000 100.00 100.00 246.11

Ml 38 9910 4424 4424 44.24 539.17
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HOWELL 6/8/01.007

200400600 800 idoo

FSC-Height

Histogram Statistics

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

HOWELL 6/8/01.007

cJ

File HOWELL 6/8/01.007

Sample ID ADD BACK

Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FL1 -H CALCEIN Log

Ml

CALCEIN

HOWELL 6/B/O1 .007

Ml

IIIIL.r.rrri

Marker Left Right Events Gated Total Mean Geo Mean Median

207.61 39.95

2668.62 3751.62

10000 100.0ii 100.00 2225.74

5116 51.16 51.16 4334.93

Histogram Statistics

All 9910

Ml 36 9910

File HOWELL 6/8/01.007

Sample ID ADD BACK

Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FL2-H CMI Log
io

cMr
Marker Left Right Events Gated Total Mean Geo Mean Median

All 9910 10000 100.00 100.00 226.95

Ml 38 9910 4260 42.60 42.60 524.77

24.43 10.09

263.06 249.16
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Histogram Statistics

File HOWELL 6/8/01.007

Sample ID ADD BACK

Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FL1-H CALCEIN Log

File HOWELL 6/8/01 .007

Sample ID ADD BACK

Tube

Acquisition Date 8-Jun-i

Gated Events 10000

Parameter FL2-H CMT Log

All 9910

Mi 17 9910

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

207.61 39.95

3606.45 4067.94

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

600 800 1000

FSC-Height

HOWELL 6/8/01.007

Cl

Ml

AL
Marker Left Right Events Gated Total Mean Geo Mean Median

100

CALCEIN

HOWELL 6/8/01.007

Ci _________________
Ml

All 9910 10000 100.00 100.00 2225.74

Ml 87 9910 4763 47.63 47.63 4652.72

Histogram Statistics

Marker Left Right Events Gated Total Mean Geo Mean Median

10000 100.00 100.00 226.95

4617 46.17 46.17 486.15

24.43 10.09

219.04 224.68
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pAeE

ID H3 HOWELL PRESET TIME 00 WET 02 MAY 2001 11 32

PLE REPEAT cycLE REPEr SCR
AQC 0CF FCM

CiNNEL LL UL. 251 00 519 SUB 00 BK 2519 00 LSR

SArA CALC cF11 UNINOWN REPLICATES NORM FACTOR 00000

HALF L1FEDAYSN

SAM P05 CH CPN 25197 NE EL ME AVG Hi ERR

107506 64 57 15 0. 54 77O
1146W 1q52 u1b 12/ /fJO

13329000 i73 oi0 is 82C
-- .4 i41500 532 1OC 5.61 76.01 joot.e-

edJ4 W14$/ .CZu4v

963.00 6.44 1.00 5.13 77.0

1371.00 s.i.o 1.OC e.so 7a.o

185.00 1470 1.00 8. 36 76..CQ oo 1..J
MaIw- /4T

32400 1111 100 9.93 800
413.00 9.4 1.00 1L..60 800

10 30077.14 19s o3s 12.56 Lo
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tiGER H3 HtJWEL.L PREsEr 00 WED 02 MAY 2o
niM LE FEr L- .1 F- Er Er 81F

Ac 0C REM

EL 1-LL UL c0 sIc BKR SUF Ou ia SiG 0.00 L8R
.- CALC CFM UNKNOWN REPL cTES NORM FACTCR 00000

t-u LIFEDAYG

Gcti fç3c f..j EPH 281 TIME EL NE AVG H4t ERF

29 35700 IO.59 too 14% t-30c 41.ct.i.-

153.00 i.. .t .00 oo 790
39GO0 10C 43 7i0

29 171 23 78 01 eMfA5/
29 1443 00 5.26 00 76

of
29 129600 556 L00 938 77.00L o9

29 1129986.66 1.43 15 1155 810
10 $91o 2973i4 196 os 12.52
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UsFR H3 HOWELL PRESET Ti ME WED M1V

SAMPLE REPEAT cyE RE --

AQC OCF RLM
cHANNEL -L..L IJL 400 B.E3 505 00 8KG 251 00 L_SR

DATA CALO CPM UNKNOWN REPL cATES NORM FALTOR 00000

HALF LIFE DAYS

PUS OH CPN 2SIG TIME EL TIME AVG

.i

..
--
3C

--

-10

6b
141a46..66

4B96.i

2O26 00

636 00
i967 00
44900
274 O0

.1 214 00
86

40

37
34

.4 44
93

44
12 08
i3 67

96

0. 15

0. 15

15

00

00
.1 00

00
00
00

0. 35

0.

28

3. 57

5. 13

/2

.4
991

11 54
12.50

ERR

ca.4 u4S.1 4t.tu/

82C

tôJ uiw/A$ 4.44

cL
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AG1522 COLONY FORMING ASSAY

Experiment Name Effect of temperature on survival Exp

Experiment performed by Bishayee Date 2/2.1 Of

Set the rocker-roller at 37C incubator with 5% CO2 set the Coulter Counter wash confluent monolayer

of cells from 175 cm2 flask subcultured days prior to the experiment two times with PBS trypSifliZe

cells with ml of trypsin-EDTA resuspend in ml MEMB 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 2000000 cells/mI in MEMB count cells/mi

Transfer ml of cell suspension into 14 ml tubes Falcon plastic test tube 17x 100 mm
Keep the tubes in the roller for 3-4 hat 37C 5% CO2 Date/Time 02../02-/I ICo/t

After 3-4 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm precooled

CefltTifzfgf Date/Time fo2-o1 4-Oo

Decant supematant click tubes vortex resuspend in 10 ml wash MEMA

Centrifuge tubes for 10 mm at 2000 rpm 4C

Decant supematant click tubes vortex resuspend cells from one tube in in ml wash MEMA perform

cell count dilute and seed 800 cells in triplicate in 00x20 mm Falcon tissue culture dish with 10 ml

MEMAwith 15%FBS

For other tubes transfer the cell suspension in polypropylene microcentrifuge tubes with attached caps

Helena Plastics 400 ul using 200 ul pipet tips

10 Again add 200 ul MEMA resuspend and transfer the cell suspensions in the same polypropylene

microcentrifuge tubes Total volume 400 ul

11 Centrifuge tubes for mm at 1000 rpm 4C

12 Transfer tubes at 8.5 10.5 12 or 15C for 72 Date/Time O27 oif of o/
13 After 72 carefully remove the supernatant from the top resuspend pellet in 200 ul wash MEMA and

transfer the content to 14 ml tubes Falcon plastic test tube 17x100 mmcontaining 10 ml wash

MEMA by using pasteur pipet Date/Time çfo5fo/ 3co ftii

14 Again add 200 ul wash MEMA in microcentrifuge tubes resuspend and transfer the cell suspensions in

14 ml tubes

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

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

17 Centrifuge tubes for 10 mm at 2000 rpm 4C

18 Decant supernatant click tubes vortex resuspend in ml wash MEMA pass five times through cc

syringe with 21 gauge needle
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19 Determine cell concentration by transfering 100 LII to Coulter cup

20 Dilute and seed 800 cells in triplicate in 100x20 mm Falcon tissue culture dish with 10 ml MEMA with

15%FBS

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

with 0.05% crystal violet

22 Count colonies
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TABLE-2

ExpiDate/Time
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Effect of temperatureon the

survival of AG1522 cells from

multicellular clusters
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