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V79 COLONY FORMING ASSAY FOLLOWING FACS

.49

Experiment Name: Cell separation by FACS and SF (3HTdR cluster, 50% labeling, five SHTdR

conc.)
Exp. #2;

Investigator: A. Bishayee

Date: 03/19/01

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from
two 80-90% confluent 175 cm® flasks, subcultured 4-5 days before) with PBS, trypsinize
cells, each resuspend in 7 ml MEMB, pool, pass five times through 5 or 10 cc syringe with 21
gauge needle, perform cell count by transfering 100 ul in Coulter cup containing 20 ml isotone

(Coulter balanced electrolyte solution)

2. Dilute to ~2,000,000 cells/ml in MEMB [Actual count : 4, 5(0, 600cells/ml)

3. Transfer 1 ml of cell suspension into two sets of tubes (7 tubes per set; Falcon plastic test tube,

17x100 mm)

4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO;
5. Prepare MEMB containing radioactivity in hood

175 W 3HTdR (Stock : { pCi/ul on 2/15/9 | ) +35 ml MEMB

Date/Time: 03 fiq /of p

3-00 pm

6. After 3-4 h, remove first set of tubes from roller and add MEMB with or without radioactivity

according to Table below.

Date/Time: 03/14]00/-

_ Tube | 3HTdR Cells in MEMB | MEMB+ | CFDA in
# lucym | MEMB | uy | sgrar | FBS
- (ml) 5ouCi/mt | (! M)

(ml) (ml)
1 0 10 1.0 0 2
2 0 1.0 1.0 0 2
3 1.0 0.8 0.2 2
4 10 10 0.6 0.4 2
5 15 10 0.4 0.6 2
6 20 10 0.2 0.8 2
7 25 10 0 i 2

7. Add 1 ml of MEMB tube and return test tubes to roller for 14 h.
8. Next day, while test tubes are in roller label tubes (13 X 100 mm VWR glass test tube)

G645 P™

Date/Time: O}/ 19/04,

A

T~00 P

8000971



9. After ~14 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min

10.

11.
12.
13.
14.
15.
16.
17.
18.
19.
20.
21.

2.
23,
24,
25.
26.
27.
28.
29,
30.

31.
32,

30.
33.

34.

(precooled centrifuge).

Remove buckets from centrifuge and carefully remove 150 pl of supernatant and place in
prelabeled tubes.

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

Centrifuge tubes for 10 min at 2000 rpm, 4°C

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

Centrifuge tubes for 10 min at 2000 rpm, 4°C

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

Centrifuge tubes for 10 min at 2000 rpm, 4°C

Decant supernatant, click tubes, vortex

Add 8 ml of PBS in each tube, vortex and transfer the content to 15-ml plastic centrifuge tube

Centrifuge tubes for 10 min at 2000 rpm, 4°C

Decant supernatant, click tubes,vortex

Add 2 ml of 1 uM CFDA in prewarmed PBS as per the Table and PBS in the remaining
tubes. _
Incubate all tubes at 37°C for 15 min.
Centrifug tubes for 10 min at 2000 rpm, 4°C
Decant supernatant, click tubes, vortex, add 2 ml prewarmed MEMA
Incubate all tubes at 37°C for 30 min.
Centrifuge and decant the supernatant, suspend in 5 ml MEMA
Follow steps 11-24 for second set of tubes
Transfer the content of one tube from one set to the corresponding tube of another set
Centrifuge, decant the supernatant

Transfer the cell suspension in polypropylene microcentrifuge tubes with attached caps
(Helena Plastics, 400 ul) using 200 ul pipet tips

Again add 200 ul MEMA, resuspend and transfer the cell suspensions in the same
polypropylene microcentrifuge tubes (Total volume ~400 ul)
Centrifuge tubes for 5 min at 1000 rpm, 4°C
Transfer tubes at 10°C for 72 h. Date/Time: 0 3/20 /W’} f2-00
After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash
MEMA and transfer the content to eight 15 ml tubes containing 10 ml PBS by using pasteur
pipet Date/Time: 03/ 23/ Oi/' I-0o pm.
Again add 200 ul PBS in microcentrifuge tubes, resuspend and transfer the cell suspensions

in 15 ml tubes

50

Date/Time: 05/2o/of : q-l5 ah.
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35. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

36. Decant supernatant, click tubes, vortex, pooled cells from corresponding tubes, centrifuge,
decant the supernatant, resuspend in 2 ml PBS with, syringe and transfer aliquots for cell
count (100 ul) and radioactivity count (50 ul)

37. Centrifuge, decant, resuspend in 1 ml PBS for each tube and transfer ~1ml in Falcon 12x75
mm polystyrene 6 ml tube, wrap the tubes with aluminium foil, put in ice and transfer for
FACS study.

38. During sorting, collect iti dye-negative cells in VWR 12x75 mm glass
tube (pre-cooled in ice) containing 1 ml PBS with 100 U penicillin and 100 pg streptomycin
(add 20 pl Pen-Strep from the commercial stock in 1 ml PBS to get the desired
concentrations).

39. Transfer cells in PBS in 15-ml plastic centrifuge tube, add 7 ml of PBS, and centrifuge

40. Decant, vortex, resuspend in 1 ml of PBS, and transfer 100 pl for cell count

41. Transfer 300 pl in Falcon 12x75 mm polystyrene 6 ml tube for FACS analysis to check the
purity of the sorted cells.

42. Dilute remaining cells (three 10-fold dilution by transferring 0.5 ml cells to 4.5 ml MEMA)

43. Plate required number of cells (200, 2000 or 20,000) in Falcon 60 mm tissue culture dish (in
4 ml total volume of MEMA).

44. Count colonies following a week.

mw a9 ok /mm/;@ due G
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MediumActivity
Experiment: H-3/50%/FACS2
Date: 3/19/2001
Tube # Medium count CPM CPM DPM At Ao Ao
(CPM) Average corrected CPM/(ye) uCi/imion puCi/mlat  kBa/ml at
1st 2nd 3rd for control counting addition addition
[At/e-0.6931/T]
1 6 8 8 9 0 0 0 0 0
2 11 14 8 0 0 0 0 0
3 121370 124253 123490 123038 123029 189275 2.8420 2.8427 105.1809
4 223666 218670 199830 214055 214046 329302 4.9445 49458 182.9948
5 349420 336546 366633 350866 350857 539780 8.1048 8.1070 299.9587
6 456599 427866 453126 445864 445855 685930 10.2992 10.3020 381.1749
7 586746 591453 482326 553508 553499 851537 12.7858 12.7893 473.2037
8 #DIV/0! 0 0 0 0 0
9 0 0 0 0 0
10 #DIV/0!  #DIV/0! #Div/0! #DIV/Q! #DIV/0! .#DIV/0!
11 #DIV/0!  #DIV/o! #DIV/0! #DIV/0! #DIV/0! #DIV/0!
12 #DIV/0!  #DIV/0! #DIV/0! #DIV/0! #DIV/0! #DIV/0!
13 #DIV/O!  #DIV/O! #DIV/0! #DIv/o! #DIV/0! #DIV/0!
14 #DIV/Ol  #DIV/0! #DivV/o! #DIV/0! #DIV/o! #DIV/0!
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CellSuspension

Experiment: H-3/50%/FACS2
Date: 03/19/01
Tube # Suspension count CPM CPM DPM A A, A,
(CPM) Average corrected  CPM/(y e) uCifmlon  puCi/mi after kBg/ml after
1st 2nd 3rd for control counting uptake uptake
1 7 13 9 11 0 0 0.00000 0 0.0000
2 13 7 17 0 0.00000 0 0.0000
3 8214 8885 8694 8598 8587 13210 0.11901 0.11914 4.4083
4 13628 13921 13273 13608 13597 20918 0.18845 0.18866 6.9804
5 19696 18292 18570 18853 18842 28987 0.26115 0.26144 9.6732
6 27795 29280 26455 27843 27832 42819 0.38576 0.38619 14.2889
7 48160 43832 45676 45889 45878 70582 0.63587 0.63658 23.5536
8 #DIV/0! 0 0 0.00000 0 0.0000
9 0 0.00000 0 0.0000
10 #DIVv/o! #DIV/o! #DIV/0! #DIV/0! #DIV/0! #DIV/0!
11 #DIV/0! #DIV/0! #DIv/0! #DIV/0! #DiV/o! #DIV/0!
12 #Div/o! #DIV/0! #DIV/0! #Div/o! #DIV/O! #DIV/o!
13 #DIV/0! #DIV/0! #DIV/0! #DIV/0! #DIV/0! #DIV/0!
14 #DIv/o! #D1V/0! #DIV/0! #DIV/0! #DIv/0! #DIV/0!
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Experiment:
Date/Time:
Tube #
1st
1 512
2 555
3 516
4 577
5 555
6 511
7 583
8
[¢]
10
11
12
13
14
Tube # Predicted
# Cells
Seeded
1 200
2 200
3 200
4 200
5 200
6 200
7 2000
8
9
10
11
12
13
14

H-3/50%/FACS2

3/19/01

Coulter count

2nd

534
523
525
566
549
509
568

Actual
# Cells
Seeded

211
215
209
225
217
201
2273

#DIV/O!
#DIV/0!
#DIV/0!
#DIV/0!
#DIV/0!
#DIV/0!
#DIV/0!

3rd

1st

545
539
533
553
535
495
562

CoulterSurvival

Average

530
539
525
565
546
505
571

#DIV/0!
#DIV/0!
#DIV/0!
#DIV/0!
#DIV/O!
#DIV/0!
#DIV/Q!

Cells/ml

2110667
2145333
2088000
2250667
2174667
2009333
2273333

#DIV/0!
#DIV/0!
#DIV/O!
#DIV/0!
#DIV/0!
#DIV/0!
#DIV/0!

Colony count

2nd

3rd

1st

Average

#DIV/O!

#DIV/0!
#DIV/0!
#DIV/O!
#DIV/0!
#DIV/0!

#DIV/0!

#DIV/0!
#DIV/0!
#DIV/0!
#DIVv/0!
#DIV/0!

Hemocytometer Count in Grid

2nd

PE (%)

#DIV/O!

#DIV/0!
#DIV/0!
#DIV/O!
#DIV/0!
#DIV/O!

#DIV/0!

#DIV/0!
#DIV/0!
#DIV/0!
#DIV/0!
#DIV/O!

3rd

SF

#DIV/0!

#DIV/0!
#DIV/0!
#DIV/0!
#DIV/0!
#DIV/0!

#DIV/0!

#DIV/0!
#DIV/0!
#DIV/O!
#DIV/0!
#DIV/0!

4th

SF

Uncorrectec Corrected

#DIV/0!

#DIV/0!
#DIV/0!
#DIV/0!
#Dtv/o!
#D1v/o!

#DIV/0!

#DIV/0!
#DIV/0!
#DIV/0!
#DIV/o!
#DIV/0!

56
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Experiment:

Date/Time:

3/19/01

Tube # Activity Conc. Activity/Cell

NoOoOhwih=

10
11
12
13
14

(kBg/ml)

0.000

0.000
105.181
182.995
299.959
381.175
473.204

0.000

0.000
#DIv/o0!
#DIV/0!
#DIV/o!
#D1V/0!
#DIv/0!

(mBag/cell)

0.000
0.000
4223
6.203
8.896
14.223
20.722

#DIV/0!
#DIV/0!
#DIV/O!
#DIV/0!
#DIV/0!
#DIV/0!
#DIV/0!

Survival

Uncorrected Cotrected

#DIV/0!

#DIV/0!
#D1v/ol
#DIV/0!
#DIV/0!
#DIV/ol

#DIV/0!

#DIV/0!
#DIv/0!
#DIV/0!
#DIV/0!
#DIV/0!

Survival

#DIV/O!

#DIv/0!
#DIV/0!
#DIV/0!
#Div/o!
#DIV/o!

#DIV/0!

#DIV/Ot
#Div/o!
#DIV/0!
#DIV/0!
#Div/o!

Summary
0 Survival vs. Cell Uptake

i ¢ None
.m i & Control
.ﬂ L
g
e !
= !
2
W L
=
7]

A ki T T T m
0 5 10 15 20 25

Cellular Uptake (mBg/cell)

— ny N
44 (=] w

Cellular Uptake
(mBg/cell)
>

Uptake vs. Activity Concentration

e

v T T T 1

0 100 200 300 400 500
Activity Concentration (kBg/ml)
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SORT %
DATE: 3/23 /;ZOOI
CTIME: 2:23 - 345
‘_\IVESTIGATOR:
. LEFT SORT : RIGHT SORT ABORT FREQUENCY
neﬂ&sﬁ ve
501910 3 2.3
TUBE 1
2640 | O 2.0
TUBE 2 b R T
S0l 560 T 5.0
) TUBE 3 T P
1 -
7
q_ S0l 0O 30 S o
UBE 4
S00a472 5 . 30 3.0
TUBE 5 N C )
500 Q33 : .30 L0
TUBE 6 B
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Histogram Statistics

File: 03/23/01.001

Sample {D: control 1

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 10000

X Parameter: FL1-H FL1-Height (Log)

Marker Left, Right Events

% Gated % Total

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: No Gate

Total Events: 10000

Mean Geo Mean cv Median Peak Ch

100
46

10000
4678

100.00
46.78

All 1, 9910
M1 16, 9910

.00 50224
.78 1067.02

11.70 5
9910

37.05 240.27
355.84 148.59 509.37

03/23/01.001

[=]
~

10°

FL5-Hsight
10
| I

10

Loy sl 0 aauu

_10°
Q.

Quadrant Statistics

File: 03/23/01.001

Sample 1D: contral 1

Tube:

Acquisition Date: 23-Mar-01
Gated Events: 10000

X Parameter: FLL1-H FL1-Height (Log)

Quad Location: 19, 11

Quad Events % Gated % Tatal

Lag Data Units: Linear Values
Patient ID:

Panel:

Gate: No Gate

Total Events: 10000

Y Parameter: FL5-H FL5-Height (Log)

XMean X GeoMean Y Mean Y GeoMean

uL 3 0.03 0.03 9.23 8.11 12.12 12.12
UR 4 0.04 0.04 504.90 116.26  12.90 12.89
LL 5470 5470 54.70 6.12 5.25 2.87 253
LR 4523 4523 45.23 1102.56 394.08 2.89 2.55

Page 1
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SSC-Height
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Histogram Statistics

File: 03/23/01.002 Log Data Units: Linear Values
Sample 1D: control 2 Patient |D:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: No Gate
Gated Events: 10000 Total Events: 10000

X Parameter: FL1-H FL1-Height (Log)

Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch

At -1,9910 10000 100.00 100.00 1193.15 528.94 131.65  582.94 9910
Mt 16, 9910 9583 95.83 95.83 1244.76 64250 127.30 615.27 9910

< 03/23/01.002
o

103

2

staanaal g capnel o el o5l

FL5-Height
10

2
o
=
10
FL1-Height
Quadrant Statistics
File: 03/23/01.002 _ Log Data Units: Linear Values
Sample 1D: control 2 Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: No Gate
Gated Events: 10000 Total Events: 10000
X Parameter: FL1-H FL1-Height (Log} Y Parameter: FLL5-H FL5-Height (Log)

Quad Location: 19, 11

Quad Events % Gated %Total X Mean' X Geo Mean Y Mean Y Geo Mean

UL 0 000 0.00 e waw e P
UR 3 0.03 0.03 63258 513.97 1250 12.48
LL 449 449 449 7.89 6.53 2.93 2.56
LR 9548 95.48 95.48 1249.07 650.38 2.88 254

Page 1

B000983



g 03/23/01.003 3 03/23/01.003
=5 &
g g
L 3 3
o 4
391 °8
] =) |
é'_ ¥ | 1
O: l o, : o
B —
0 200 400 600 800 1000 10 10t 102 108 10t
FSC-Height FL1-Height

File: 03/23/01.003

Sample ID: 3

Tube:

Acquisition Date: 23-Mar-01
Gated Events: 10000

Histogram Statistics

Log Data Units: Linear Values
Patient 1D:

Panel:

Gate: No Gate

Total Events: 10000

X Parameter: FL1-H FL1-Height (Log)

Marker Left, Right Events % Gated %Total Mean GeoMean CV Median Peak Ch
All 1, 9910 10000 100.00 100.00 802.18 85.64 19599 A6.71 9910
Mt 21, 9910 6189 61.89 61.89 1291.40 418.93 142.07 461.38 9910

v,? , 03/23/01.003
o 1
24
£ ]
K=
N
T 25
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] r
w7
,-91
o 7
SZ_
10

File: 03/23/01.003
Sample ID: 3
Tube:

Acquisition Date: 23-Mar-01

Gated Events: 10000

X Parameter: FL1-H FL1-Height (Log)

Quad Location: 21, 13

Quad Events

FL1-Height

Quadrant Statistics

Log Data Units: Linear Values
Patient I1D:

Panel:

Gate: No Gate

Total Events: 10000

% Gated % Total X Mean X GeoMean Y Mean Y Geo Mean

Y Parameter: FL5-H FL5-Height (Log)

* ok " kk

UL 0 0.00 0.00 e

UR 0 0.00 0.00 * kk Kk k * kW ' xh
LL 3805 38.05 38.05 7.67 6.49 2.92 2.57
LR 6195 61.95 61.95 1290.17 417.72 2.95 2.59

Page 1
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File: 03/23/01.004

Sample ID: 4

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 10000

X Parameter: FL1-H FL1-Height (Log)

8 03/23/01.004
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< ]
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Histogram Statistics

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: No Gate

Total Events: 10000

Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch
All 1, 8910 10000 100.00 100.00 796.76 85.24 19561 71.69 9910
Mt 21, 9910 5908 59.08 59.08 1343.52 515.48 136.86 588.21 9910

< 03/23/01.004
= E
T3
3
o 1
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File: 03/23/01.004

Sample ID: 4

Tube:

Acquisition Date: 23-Mar-01
Gated Events: 10000

X Parameter: FL1-H FL1-Height (Log)

Quad Location: 21, 13

Quadrant Statistics

Log Data Units: Linear Values
Patient 1D:

Panel:

Gate: No Gate

Total Events: 10000

Y Parameter; FL5-H FL5-Height (Log)

Quad Events % Gated % Total XMean X GeoMean Y Mean Y Geo Mean

UL o 0.00
UR 0 0.00
LL 4087 40.87
LR 5913 59.13

*hw *hx

0.00 Py e

0.00 ”h - w e
40.87 7.38 6.33 2.88 2.53
59.13 1342.40 514.08 2.90 255

Page 1
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Histogram Statistics

File: 03/23/01.005

Sample ID: 5

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 10000

X Parameter: FL1-H FL1-Height (Log)

Panel:

Marker Left, Right Events % Gated % Total

Mean Geo Mean

Log Data Units: Linear Values
Patient ID:

Gate: No Gate
Total Events: 10000

Ccv Median Peak Ch

All 1, 9910
Mt 21, 9910

10000
6302

4

100.00 100.00 684.11
63.02 63.02 1081.10

76.94 -208.83 57.00 9910
332.22 155.12 385.42 9910
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Quadrant Statistics

File: 03/23/01.005

Sample ID: 5

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 10000

X Parameter: FL1-H FL1-Height (Log)
Quad Location: 21, 13

Quad Events % Gated % Total X Mean

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: No Gate

Total Events: 10000

Y Parameter; FL5-H FL5-Height {(Log)

X Geo Mean Y Mean Y GeoMean

UL 0 0.00 0.00 e
UR 0 0.00 0.00 e
LL 3690 36.90 36.90 7.55
LR 6310 63.10 63.10 1079.76

wxx wx "hx

kW

2.59
2.57

ekw

2.94
2.94

Wk R

6.34

331.06
Page 1

B000986



SSC-Height

g 03/23/01.006
24 i
o ]
o
w -
<]
(=2
(D “ 1
3] e ]
<+ 7] A
8] i
7 e
o -

T

600 800 1000

65

g 03/23/01.006
N
o ]
©
[=
o N
€ ]
g p
084
o ] |

0
=
=
'

0 200 400 10 10 1 10 10
FSC-Height FL1-Height
Histogram Statistics
File: 03/23/01.006 Log Data Units: Linear Values
Sample ID: 6 Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: No Gate
Gated Events: 10000 Total Events: 10000
X Parameter: FL1-H FL1-Height (Log)
Marker Left, Right Events % Gated %Total Mean GeoMean CV . Median Peak Ch
All 1, 9910 10000 100.00 100.00 558.97 73.10 418.03 59.35 9910
Mt 28, 9910 6073 60.73 60.73 914.58 32548 159.35 349.12 9910
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File: 03/23/01.006

Sample ID: 6

Tube:

Acquisition Date: 23-Mar-01
Gated Events: 10000

X Parameter; FL1-H FL1-Height (Log)

Quad Location: 27, 11

0
FL1-Height

Quadrant Statistics

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: No Gate

Total Events: 10000

Y Parameter: FL5-H FL5-Height (Log)

Quad Events % Gated %Total XMean X GeoMean Y Mean Y Geo Mean

UL 4 0.04 0.04 9.67 935 12.28 12.27
UR 5 0.05 0.05 145.52 84.90 12.18 12.14
LL 3911 39.11  39.11 6.98 7.23 2.96 2.59
LR 6080 60.80 60.80 913.46 324.25 2.90 2.55
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Histogram Statistics
. File: 03/23/01.007 Log Data Units: Linear Values
Sample ID: 7 Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: No Gate
Gated Events: 10000 Total Events: 10000

X Parameter: FL1-H FL1-Height (Log)

Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch
All 1, 9910 10000 100.00 100.00 753.14 86.57 198.43 74.99 6
Mt 32, 9910 5899 58.99 58.99 1270.23 482.44 139.38 474.00 9910
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FL1-Height
Quadrant Statistics
File: 03/23/01.007 Log Data Units: Linear Values
Sample ID: 7 Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: No Gate
Gated Events: 10000 Total Events: 10000
X Parameter: FL1-H FL1-Height (Log) Y Parameter: FL5-H FL5-Height (Log)
Quad Location: 32, 11
Quad Events % Gated %Total XMean X GeoMean Y Mean Y GeoMean
. UL 4 0.04 0.04 4.48 4.07 11.84 11.84
UR 8 0.08 0.08 873.22 319.44 12.00 11.93
LL 4092 40.92 40.92 9.33 7.31 2.91 2.57
LR 5896 58.96 58.96 1269.72 481.60 2.94 2.59
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Histogram Statistics
File: 03/23/01.008 Log Data Units: Linear Values
Sample ID: sort 1 Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: G1
Gated Events: 5310 Total Events: 5505

X Parameter: FL.1-H FL1-Height (Log)

Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch
All _ 1, 9910 5310 100.00 96.46 13.74 3.00 1377.04: 2.84 1
Mt 22, 9910 72 1.36 1.31 774.59 178.47 186.28 147.22 36

. < 03/23/01.008
‘ o

100 1
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FL5-Height
10

10"

S N . e
T1® 10! 102 10° 10
FL1-Height
Quadrant Statistics
File: 03/23/01.008 Log Data Units: Linear Values
Sample I1D: sort 1 : Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: G1
Gated Events: 5310 Total Events: 5505
X Parameter: FL.1-H FL1-Height (Log) Y Parameter: FL5-H FL5-Height (Log)
Quad Location: 22, 13
' Quad Events % Gated % Total XMean XGeoMean Y Mean Y GeoMean
. uL 0 000 000
UR 0 0.00 0.00 N wxk oxw .
LL 5238 98.64 95.15 3.28 2.83 2.97 2.60
LR 72 1.36 1.31 774.59 178.47 2.79 2.46
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File: 03/23/01.009

Sample ID: sort 7

Tube:

Acquisition Date: 23-Mar-01
Gated Events: 4829

X Parameter: FL1-H FL1-He

Marker Left, Right Events % Gated % Total Mean

Histogram Statistics

Log Data Units: Linear Values
Patient ID:
Panel:
Gate: G1
Total Events: 5100
ight (Log)

Geo Mean cv Median Peak Ch

All 1, 9910 4829
M1 22, 9910 57 t.18

File: 03/23/01.009

Sample ID: sort 7
Tube:
Acquisition Date:

Gated Events: 4829

X Parameter: FL1
Quad Lacation: 2

Quad Events

;2.67 1
95.60 26

2.80 1264.64
137.24 196.61

100.00 94.69 8.42
1.12  448.70
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FL1-Height

Quadrant Statistics

Log Data Units: Linear Values
Patient 1D:

Panel:

Gate: Gt

Total Events: 5100

Y Parameter: FL5-H FL5-Height (Log)

23-Mar-01

-H FL1-Height (Log)
2,13

% Gated % Total XMean X GeoMean Y Mean Y Geo Mean

uL 0 000 000
UR o 000 000
LL 4771 98.80 9355 3.6 267 298 2.61
LR 58 1.20 1.14 44135 133.00 2.76 243
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File: 03/23/01.001

Sample ID: contral 1

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 8739

X Parameter: FL1-H FL1-Height (Log)
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FL1-Height

Histogram Statistics

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: G1

Total Events: 10000

Marker Left, Right Events % Gated %Total Mean GeoMean CV Median Peak Ch
All 1, 9910 8739 100.00 87.39 409.52 31.70 233.77 9.47 5
M1 22, 9910 3656 4184 36.56 970.37 394.82 132.38 532.80 723
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FL5-Height
10°

10!

File: 03/23/01.001

Sample 1D: control 1

Tube:

Acquisition Date: 23-Mar-01
Gated Events: 8739

X Parameter: FL1-H FL1-Height (Log)

Quad Location: 22, 13

Quad Events

Quadrant Statistics

Log Data Units: Linear Values

Patient ID:

Panel:

Gate: G1

Total Events: 10000

Y Parameter:; FL5-H FL5-Height (Log)

% Gated % Total X Mean X GeoMean Y Mean Y Geo Mean

UL 0 0.00
UR 0 0.00
LL 5076 58.08
LR 3663 41.92

50.76

0.00 T Py e
0.00 - rex -
6.10 5.16 2.87

36.63 968.56 392.66 2.90
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Histogram Statistics

File: 03/23/01.002

Log Data Units: Linear Vaiues

Sample ID: control 2 Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: G1

Gated Events: 5044
X Parameter: FL1-H FL1-Height (Log)

Total Events: 10000

Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch
All 1, 9910 5044 100.00 50.44 1182.89 503.83 119.71 646.47 509
Mt 22, 9910 4685 92.88 46.85 127290 701.50 112.34 704.14 509
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Quadrant Statistics

File: 03/23/01.002

Sample 1D: control 2

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 5044

X Parameter: FL1-H FL1-Height (Log)
Quad Location: 22, 13

Quad Events % Gated % Total X Mean

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: G1

Total Events: 10000

Y Parameter: FL5-H FL5-Height (Log)

X Geo Mean Y Mean Y Geo Mean

UL 0 0.00 0.00 e
UR 1 0.02 0.01 245.82
LL 358 7.10 3.58 8.31
LR 4685 92.88 46.85 1272.85

ke wwx *hn

245.82 13.34 13.34
6.68 2.87 2.50
701.14 2.87 2.52
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File: 03/23/01.003

Sample ID: 3

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 6387

X Parameter: FL1-H FL1-Height (Log)

Histogram Statistics

Log Data Units: Linear Values
Patient |D:

Panel:

Gate: G1

Total Events: 10000

Marker Left, Right Events % Gated % Total Mean GeoMean OV i, Median Peak Ch

All 1, 9910 6387 100.
M1 22, 9910 3403 53.

<t

10! 27 103 40

10°

File: 03/23/01.003
Sample ID: 3

Tube:

Acquisition Date: 23-Mar-0
Gated Events: 6387

FL5-Height
10
) goasauadd oo agunl goaaannl o

00 63.87 736.71 62.36 199.99 34.60
28 34.03 1376.13  462.61 12998 542.47

03/23/01.003

0
FL1-Height

Quadrant Statistics

Log Data Units: Linear Values
Patient ID:
Panel:
1 Gate: G1
Total Events: 10000

X Parameter: FL1-H FL1-Height (Log) Y Parameter: FL5-H FL5-Height (Log)

Quad Location: 22, 13

Quad Events % Gated

o Total XMean X GeoMean Y Mean Y GeoMean

UL 0 0.00
UR 0 0.00
LL 2980 46.66
LR 3407 53.34

0.00 prs e Py o

0.00 - wew oew —_
29.80 7.49 6.33 2.90 2.54
34.07 1374.54 460.96 2.91 2.56

8
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71

Page 1

B000993



SS8C-Height
200 400 600 800 1000

03/23/01.004

|

RN EESSN PR e

0

Tt l ('l TS TEeLT Toy5x T FU1 ¥
0 200 400 600 800 1000
FSC-Height

8 03/23/01.004
N
O-J
g_‘
(o]
o N
€71
g ]
08
] |
g-_ I M1
oM
ht 4

FL1-Height

Histogram Statistics

File: 03/23/01.004

Log Data Units: Linear Values

Sample ID: 4 Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: Gt

Gated Events: 6381
X Paramezer: FL.1-H FL1-Height (Log)

Marker Left, Right Events % Gated % Total Mean GeoMean C¥

Total Events: 10000

Median Peak Ch

All 1, 9910 6381 100.00 63.81

Mt 21, 9910 3067 48.06

708.92
30.67 1467.33

5425 208.52 15.96 6
574.13 126.39 697.83 667
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Quadrant Statistics

File: 03/23/01.004

Sample ID: 4

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 6381

X Parameter: FL1-H FL1-Height (Log)
Quad Location: 21, 12

Quad Events % Gated %Total X Mean

Log Data Units: Linear Values
Patient 1D:

Panel:

Gate: G1

Total Events: 10000

Y Parameter: FL5-H FL5-Height (Log)

X GeoMean Y Mean Y Geo Mean

uL 2 0.03 Q.02 5.71
UR 1 0.02 0.01 577.72
LtL 3309 51.86 33.09 7.01
LR 3069 48.10 30.69 1466.21

570 1275 12.75
577.72 12.86 12.86
6.11 2.85 2.51
§72.27 2.88 2.54

12

Page 1

B000994



SSC-Height

03/23/01.005
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Histogram Statistics

File: 03/23/01.005

Log Data Units: Linear Values

Sample ID: 5 Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: G1

Gated Events: 6443
X Parameter: FL.1-H FL1-Height (Log)

Total Events: 10000

g 03/23/01.005
Nd
o ]
(3_
o
o N+
£
3
384
|
8-_ I M1
oim
10 4

Marker Left, Right Events % Gated % Total Mean Geo Mean C‘J' :Median Peak Ch
All 1, 9910 6443 100.00 64.43 622.06 57.38 215.06 40.68 7
M1 21, 9910 3606 55.97 36.06 1105.88 339.08 147.65 388.91 67
<t 03/23/01.005
=

10°

2

10!

FL5-Height
10
TR IR EEEE Rt SR W1

02

1
FL.1-Height

10

Quadrant Statistics

Fite: 03/23/01.005

Sample ID: 5

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 6443

X Parameter: FL1-H FL1-Height (Log)
Quad Location: 21, 12

Quad Events % Gated %Total X Mean

Log Data Units: Linear Values
Patient 1D:

Panel:

Gate: G1

Total Events: 10000

Y Parameter; FL5-H FL5-Height (Log)

X Geo Mean Y Mean Y Geo Mean

(VR 0 0.00 0.00 e
UR 1 0.02  0.01 1038.63
LL 2834 4399 28.34 7.06
LR 3608 56.00 36.08 1105.00

L3 8] KEN * ke

1036.63 12.52 12.52
5.99 2.89 2.55
338.19 2.92 2.55
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Histogram Statistics
File: 03/23/01.006 Log Data Units: Linear Values
Sample ID: 6 Patient 1D:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: G1
Gated Events: 6194 Total Events: 10000

X Parameter: FL1-H FL1-Height (Log)

Marker Lefl, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch

All 1, 9910 6194 100.00 61.94 482.14 5226 228.35 39.42 7
M1 28, 9910 3300 53.28 33.00 897.75 316.92 153.77 324.88 63
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FL5-Height
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10°

10
FL1-Height

Quadrant Statistics

File: 03/23/01.006 Log Data Units: Linear Values
Sample ID: 6 Patient ID:

Tube: Panel:

Acquisition Date: 23-Mar-01 Gate: G1

Gated Events: 6194 Total Events: 10000

X Parameter: FL1-H FL1-Height (Log) Y Parameter: FL5-H FL5-Height (Log)

Quad Location: 29, 12

Quad Events % Gated %Total XMean X GeoMean Y Mean Y GeoMean

uL 1 0.02 0.01 6.49 649 12.75 12.75
UR 1 0.02 0.0t 57.25 57.25 14.07 14.07
Lt 2922 4717 29.22 8.42 6.79 2.93 2.58
LR 3270 52.79 3270 905.72 323.91 2.85 253
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Histogram Statistics

File: 03/23/01.007

Log Data Units: Linear Values

Sample ID: 7 Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: G1

Gated Events: 5993
X Parameter: FL1-H FL1-Height (Log}

Total Events: 10000

2

Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch
All 1, 9910 5993 100.00 59.93 673.60 59.12 - 20392 35.23 6
Mt 26, 9910 3114 51.96 31.14 1289.25 464.34 130.83 486.97 562
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Quadrant Statistics

File: 03/23/01.007

Sample ID: 7

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 5993

X Parameter: FL1-H FL1-Height (Log)
Quad Location: 27, 11

Quad Events % Gated % Total X Mean

Log Data Units: Linear Values
Patient 1D:

Panel:

Gate: G1

Total Events: 10000

Y Parameter: FL5-H FL5-Height (Log)

X Geo Mean Y Mean Y Geo Mean

uL 2 0.03 0.02 3.77 3.7 1197 11.97
UR 1 0.02 0.01 208.08 209.08 14.86 14.86
LL 2906 48.49 29.06 7.89 6.46 2.89 2.54
LR 3084 51.46 30.84 1301.47 477.12 2.90 2.56
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Histogram Statistics
File: 03/23/01.008 Log Data Units: Linear Values
Sample ID: sort 1 Patient 1D:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: G1
Gated Events: 1678 Total Events: 5505

X Parameter: FL1-H FL1-Height (Log)

Marker Left, Right Events % Gated % Total Mean GeoMgan = CV Median Peak Ch

All 1, 9910 1678 100.00 3048 20.31 3.53 1303.73 3.34 3
M1 22, 9910 13 0.77 0.24 2135.95 1028.06 103.75 1286.40 126
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FL1-Height

Quadrant Statistics
Fite: 03/23/01.008 Log Data Units: Linear Values
Sample ID; sort 1 Patient 1D:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: Gt
Gated Events: 1678 Total Events: 5505
X Parameter: FL1-H FL1-Height (Log) Y Parameter: FL5-H FL5-Height (Log)

Quad Location: 22, 13

Quad Events % Gated %Total X Mean X GeoMean Y Mean Y GeoMean

UL 0 0.00  0.00 b e e e
UR 0 0.00 0.00 - e o e
LL 1665 99.23 30.25 3.79 3.38 2.94 2.56
LR 13 0.77 0.24 2135.95 1028.06 2.94 2.73
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Histogram Statistics
File: 03/23/01.009 Log Data Units: Linear Values
Sample ID: sort 7 Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: G1
Gated Events: 1355 Total Events: 5100

X Parameter: FLL1-H FL1-Height (Log)

Marker Left, Right Events % Gated % Total Mean Geo Mean ~}6V 3 Median Peak Ch

All 1, 9910 13556 100.00 26.57 5.53 3.48 609.55 3.52 2
M1 22, 9910 7 0.52 0.14 319.01 135.42 117.16 232.91 22
< 03/23/01.009
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100 100 10?2 10 10t
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Quadrant Statistics
File: 03/23/01.009 Log Data Units: Linear Values
Sample |D: sort 7 Patient 1D:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: G1
Gated Events: 1355 Total Events: 5100
X Parameter: FL1-H FL1-Height {Log) Y Parameter: FL5-H FL5-Height (Log)
Quad Locatian: 22, 13
Quad Events % Gated %Total XMean X GeoMean Y Mean Y Geo Mean
. UL 0 0.00 0.00 kW hx ek *w ok
L}R 0 0.00 0.00 whx k2 23 *hh ok
LL 1348 99.48 26.43 3.90 3.42 2.97 2.58

LR 7 052 0.14 319.01 13542  3.35 3.02
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N FAGE: 1
JSER: & ID:HI HOWELL EFREGET TIME: 1.400 ’ MON 26 MAR 2001 15:46
JAMPLE REPEAGT: 1 CYCLE REFEAT: t SCRiN RS2ZZ=N
H: 1 ARC:IN GCF:N REM:N .

SHOGNNEL 1~Lb: © Uiz 400 25IEMA: .00 BEG SUB: Q.00 BKE 2S516: 0,00 LBR: 0O
WeTA CALC: CFM, UNENDWN REPLICATES: 1 NORM FACTOR: & 1.00000

iALF LIFEI(DRYS) o i

- FOS OH CPm 2RIGEE TIME Et. TIME GYE H# ERK
1 %¥— 1 1 iZ.00 95.47 1,00 1.3 77.0
7 o%¥— 2 1 21.00 43%.648 1.00 .02 75,0
T o¥¥—~ 3 1 13.00 55.47 1,00 4.6 78.0
4 %%x—- 4 1 20.00 44,72 1.00 L.28 BO.O
5 #%¥— 3 1 16F.00 15,67 1.00 7.97 9292.4Q
& wE— 6 1 12.00 97.74 1.00 .59 77.¢
7 e 7 i 15.00 S1.64 1.00 11.23 T&.60
8 #®#x— & i 15,00 S1.464 1.00 12,86 TS0
Q #—- 9 20,00 44,732 1.00 14,49 2.8
10 #®—-1Q 1

14.00 SZ.45 1,00 16.12  69.0 — %N“‘},
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