V79 COLONY FORMING ASSAY

Experiment Name : Cell separation by FACS and SF (*HTdR cluster, 50% labeling, three
SHTdR conc.) Exp. #: 1; Investigator: A. Bishayee Date: 09/09/99

1.

Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from
two 150 cm? flusk, subcultured 1:2, 24h before) with PBS, trypsinize cells, each resuspend
in 9 ml MEMB, pool, pass five times through 3 cc syringe with 21 gauge needle, perform cell
count by transfering 100 ul in Coulter cup containing 20 m! isotone (Coulter balanced

electrolyte solution) OH 6 000,000
2. Dilute to ~; ooo,oooLceusgnu in MEMB [Actual count : cellymi)
3. Transfer 1T ml of cell suspension into 12 ml tubes (Falcon plastic test tube, 17x100 mm) labeled

1-8 both on cap and wall
4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO; DatelTimg:.,,g-'/[oy{ 99 1 3-o0pA-
5. Prepare MEMB containing radioactivity in hoeod R

Go MIPHTAR (Stock: [ pCilulon Gfpjqq )+ ml MEMB

6. After 34 h, remove tubes from roller and add MEMB with or without radioactivity according to

Table below. Date/Time: 09(o1(aqa;, I-15 P*.
Tube #| 3gTdR | Cellsin MEMB CFDA

A |ucm | MEMB | () | MEMB- | in Pes oo rk
See . (ml) = 3HTIR q&gf 5,

y ;l, - .
m - % . [20(:2@ (e dekoi's
p dods | 1

1 0 |@ 1.0,4] 1.0 0 0 None

2 0 1.0 1.0 0 2 A d;m?,

3 0 1.0 1.0 0 2 S0/, dyed]
4 0 1.0 1.0 0 2 o). dged
5 1 1.0 0.9 0.1 2 Sc /. dyed, bbptes
6 1 1.0 0.9 0.1 2 Sof. 4

7 3 1.0 0.7 0.3 2 sof. diged, «

8 3 1.0 0.7 0.3 2 s #yed,

9 6 1.0 0.4 0.6 2 50/ dnedl o,

10 6 1.0 0.4 0.6 2 5ol ”
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7. Return test tubes to roller for 12 h . Date/Time: @A
8. Next day, while test tubes are in roller label 10 gamma-tubes (13 X 100 m: glass test
tube)
9. After ~12 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min
(precooled centrifuge) . Date/Time: @ - o9/t 0( # T—ooda,
10. Remove buckets from centrifuge and carefully remove 150 pl of supernatant and place in
prelabeled gamma-tube.

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

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

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

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

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

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

17.Decant supernatant, click tubes, vortex, resuspend in%ﬁ—ef—BBS;-sﬁnge-aﬁéperfemeeH—

-1 cHOAE COURB tFah H aHGHOtS.

18. A@ ml of PBS in each tube, vortex and transfer the content to 15-ml plastic centrifuge tube

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

19. Decant supernatant, click tubes,vortex

20. Add 2 ml of 0.05 uM CFDA in prewarmed PBS as per the Table and PBS in the remaining
tubes.

21. Incubate all tubes at 37°C for 15 min.

21. Centrifug tubes for 10 min at 2000 rpm, 4°C

22. Decant supemnatant, click tubes, vortex, add 2 ml prewarmed MEMA

23. Incubate all tubes at 37°C for 30 min.

24. Centrifuge and decant the supernatant, suspend in 5 ml MEMA

25. Transfer the content of one tube to the corresponding tube

26. Centrifuge, decant the supemnatant /

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

28. Again add 200 ul ice cold MEMA, resuspend and transfer the cell suspensions in the same
polypropylene microcentrifuge tubes (Total volume ~400 ul)

29. Centrifuge tubes for 5 min at 1000 rpm, 4°C

30. Transfer tubes at 10°C for 72 h. Date/Time: (j— o0 A.m / 07/ [D/ 4?

31. After 72 h, carefully remove the sup%matant from the top, resuspend pellet in 200 ul wash
MEMA and transfer the content to eight 15 m] tubes containing 10 ml PBS by using pasteur

pipet Date/Time: O?//U /44', [~30 pu.

- 5 —
ount-a d Hvity count-by-transferring
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32. Again add 200 ul PBS in microcentrifuge tubes, resuspend and transfer the cell suspensions in
‘. 15 ml tubes

33. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

32. Decant supernatant, click tubes, vortex, pooled cells from corresponding tubes, centrifuge,
decant the suoematant, resuspend in 2 ml PBS with 0.005 mM EDTA, syringe and transfer
aliquots (100 ul) for cell count and radioactivity count

33. Centrifuge, decant, resuspend in 1 ml PBS with 0.005 mM EDTA to have ~10,000,000
cells/ml 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.
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TABLE-1

Expt. # : | Date/Time :  09/fof 99, J~43pm

Tube #] Medium count for 30 al | Avg. cpm ] dpm wCiml (A) | uCi/ml (A,)
(cpm) [cpm/0.65] | on counting | on addition

[dpm/66600] | [A/e"]

1

2

3

4

5 (6407 28 314 0'425 1

6 (5469 | 23797 0357 )

7 56551 | 87001 31 |

8 4924) | €5063| 04g )

9 89123 | 1371143 2:06 'l

10 87770 | 13S03i 203 )
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TABLE-2
Expt. # : | , DatelTime : 09/ /4/99, (/-30 @.=~.
'Tube #| Radioactivity for ulcell | Avg.cpm | dpm puCi/mi (A)
suspension
{W G [cpm/0.65] | on counting
(cpm) 222000
[dpm/444000]
1
2
1 o G5
+)
® > l 9056 (%92 | 070063
o 6 )
7 ‘( 26630 2663 : 0Dt 2-
8 )
’ 1 ss720 | &Go3 0039
10)
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TABLE-3
Expt. # : Date/Time :
[Tube #[ Coulter count for 100 ulcell | Avg. count Cells/ml pCi/cell 'y;az/
suspension
[Avg. count [uCi/ml x10°
x 4000] Cellg/ml] )/ @ mﬂ
L 712, 71, 70— 708 2833333 -
2 74, 753, 720 738 2,452, 0 00 -
31 I1S03, 1524, Is1i 151 GIOSO,QGC
3
4)
4 > 1 I547, 1519, 1539 1534 Cl3860s 0/0'010 4
.. 6) '
< 72 1509, 1556, Is19 s2¢ 6, 112, 000 0‘/0'0161 7k
s
c ? { (o, 426, /435 1420 S, 682,660 oé‘oeq 27.6
" |10
r
iyl e mufel [4“”‘7 “‘“(”‘oﬂ
( /M) na/CXO- oA
0-3 07
/ 1 0-14¢
. 07 4 098
b (Do
o 2 50
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TABLE-4
Expt # : § Date : 07/20/ 44,
Tube.dilution}| Colony 1 Colony 2 Colony 3 | Avg Colony SF
v R
22 85 72 g2 83

4.9 Is 2\ {2 14

51 7 S b b

6% 2 l 4 WA
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TABLE-2
Expt. #: | (00 Date/Time : 05/2570 0
Tube #} Radioactivity for 280 ul cell | Avg. cpm | dpm pCi/ml (Ay) | pCi/ml (Ao)
: suspension
[cpm/0.65] | on counting | after 12 h
(cpm) incubation
[dpm/444600
212000 |[A/e]
1
2 la2)
3 s 2, I4 g 27:7 | 0-000]2
4 6P 1) o lo-s 162 | 000007
S
6
7
8
9
10
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TABLE-3

Expt. #: ( Date/Time : 05/3,)-/ o0

Tube #| Coulter count for 100 ul cell Avg. count Cells/ml pCi/cell

suspension

[Avg. count [uCi/m! x10°
x 400(] Cells/ml]

1

2

3 g, 145 [3s 3¢ 54, 533 0: 0022

4 15, (05, 1u f036 41,466 | 00017

5

6

7

8

9

10

mBy [ cell

006

0006
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o 200 45 600 550 1000 1 10t 10?10 10t
FSC-H FLI-H
Quadrant Statistics
File: Data.001 Log Data Units: Linear Values
Sample {D: Patient 1D: M u_‘)
Tube: Panel: U M S
Acquisition Date: 13-Sep-99 Gate: G2 )
Gated Events: 9783 Total Events: 10000
X Parameter: FL1-H {Log) Y Parameter: FI.2-H (Log)
Quad Location: 18, 14
Quad Events % Gated % Total XMean X GeoMean Y Mean Y Geo Mean
UL 1 0.01 0.01 1433 14.33 18.27 18.27
UR 357 3.65 3.57 73463 621.18 43.41 34.63
. LL 5739 5866 57.39 5.19 417 195 167
. iR 3686 3768 3686 157.36 99.92 2.24 1.66
S Data.C01
N
2 l
C
3 r M1
(&)
o
10 10 102 108 104
FL1-H
Histogram Statistics
File: Data.001 Log Data Units: Linear Values
Sample ID: Patient ID:
Tube: Panel:
Acquisition Date: 13-Sep-99 Gate: G2
Gated Events: 9783 Total Events: 10000

X Parameter: FL1-H (Log)

Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch
All 1, 9910 9783 100.00 97.83 89.14 16.57 215.33 8.98 1
M1 17, 9910 4099 41.90 4099 205.73 114,43 123.48 103.66 52

Page 1
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g ——owell 9713.002 - howell 9/13.002
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FSC-H
Quadrant Statistics
File: howell 9/13.002 Lag Data Units: Linear Values
Sample ID: Patient 1D: ‘
Tube: Panel: WSCA
Acquisition Date: 13-Sep-99 Gate: G2
Gated Events: 9877 Total Events: 10000
X Parameter: FL1-H (Log) Y Parameter: FL2-H (Log)
Quad Location: 16, 14
Quad Events % Gated % Total XMean X GeoMean Y Mean Y Geo Mean
UL 4 0.04 0.04 13.28 13.19 2156 20.86
UR 72 0.73 0.72 488.95 352.53 43.17 30.77
LL 4997 50.59 49.97 5.15 4.38 2.16 1.86
LR 4804 48.64 48.04 125.95 92.24 2.41 1.83
=3 howell 9/13.002
N
2 l
[=
3 [ M1
(&]
(=]
10© 10 102 10° 10t
FL1-H
Histogram Statistics
File: howell 9/13.002 Log Data Units: Linear Values
Sampie [D: Patient |D:
Tube: Panel:
Acquisition Date: 13-Sep-99 Gate: G2
Gated Events: 9877 Total Events: 10000

X Parameter: FL1-H (Log)

Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch
All 1, 9910 9877 100.00 98.77 67.43 19.92 160.98 14.46 2
M1 17, 9910 4812 48.72 48.12 132.84 9628 9473 97.34 55

Page 1
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g —fowell 513,003 < howell 9/13.003
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FSC-H FLI-H
Quadrant Statistics
File: howell 9/13.003 Log Data Units: Linear Values
Sample 1D: Patient ID:
Tube: Panel:
Acquisition Date: 13-Sep-99 Gate: G2 w
Gated Events: 9886 Total Events: 10000
X Parameter: FL1-H (Log) Y Parameter: FL2-H (Log)
Quad Location: 16, 14
Quad Events % Gated % Total XMean X GeoMean Y Mean Y GeoMean
UL 2 0.02 0.02 12.72 12.58 16.70 16.70
UR 80 0.81 0.80 390.86 270.08 29.77 25.05
LL 4897 4953 48,97 5.48 4.73 2.04 1.75
LR 4307 49.64 49.07 131.27 95.07 2.40 1.80
howell 9/13.003
|
| M1
100 10 102 10® ot
FL1-H
Histogram Statistics
File: howell 9/13.003 Log Data Units: Linear Values
Sample ID: Patient ID:
Tube: - Panel:
Acquisition Date: 13-Sep-99 Gate: G2
Gated Events: 9886 Total Events: 10000

X Parameter: FL1-H (Log)

Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch
All 1, 8910 9886 100.00 98.86 71.03 2168 14895 16.85 3
M1 17, 9810 4914 49.71 49.14 137.20 9924 8564 99.10 70

Page 1
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g —fowell 913.004 < howell 9/13.004
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O 200 400 600 800 1000 10® 10" 102 10 10t
FSC-H FL1-H
Quadrant Statistics
File: howell 9/13.004 Log Data Units: Linear Values ,M)\
Sample |D: Patient ID: :
Tube: Panel: /v
Acquisition Date: 13-Sep-99 Gate: G2
Gated Events: 9894 Total Events: 10000
X Parameter: FL1-H (Log) Y Parameter: FL2-H (Log)
Quad Location; 16, 14
Quad Events % Gated % Total XMean X GeoMean Y Mean Y Geo Mean
UL 1 0.01 0.01 9.73 9.73 16.25 16.25
UR 88 0.89 0.88 409.27 295.75 32.02 26.82
LL 4755 48.06 47.55 5.55 4.78 2.12 1.80
LR 5050 51.04 50.50 111.88 82.55 2.28 1.75
=] howell 9/13.004
N
4 |
3 i
o3 M1
(&)
o |
10° 10" 10° 10° 10*
FL1-H
Histogram Statistics
File: howell 9/13.004 Log Data Units: Linear Values
Sample ID: Patient ID:
Tube: Panel:
Acquisition Date: 13-Sep-99 Gate: G2
Gated Events: 8694 Total Events: 10000

X Parameter: FL1-H {Log)

Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch
All 1, 9910 9894 100.00 98.94 63.41 2123 147.72 19.99 4
M1 17, 9910 5065 51.19 50.656 11842 86.38 88.29 82.05 57

Page 1
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§ gy howell 9/13.005 <« howell 9/13.005
27 e =
3 ©_ 3
] “r o4
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_E H2 (=) N : 4
S I oA —— =4 5 P PR P YL
0 200 400 600 800 1000 10 10 10 10 10
FSC-H FL1-H
Quadrant Statistics
File: howell 8/13.005 Log Data Units: Linear Values
Sample ID: #1 sont Patient 1D:
Tube: — Panel:
Acquisition Date: 13-Sep-99 Gate: G2
Gated Events: 689 Total Events: 765
X Parameter: FL.1-H (Log) Y Parameter: FL2-H (Log)
Quad Location: 16, 14
Quad Events % Gated % Total XMean X GeoMean Y Mean Y GeoMean
UL 4 0.58 0.52 12.06 11.86 21.07 20.44
UR 7 1.02 092 34.70 28.24 61.07 4434
LL 676 98.11 88.37 4.28 3.73 3.23 277
LR 2 0.29 0.26 19.06 18.85 2.78 2.78
g howell 9/13.005
[4Y]
2 [
3 r M1
(8]
o L vy LR R ALY LEER IR MR ALR:
10° 10 10 10 10*
FL1-H
Histogram Statistics
File: howell 9/13.005 Log Data Units: Linear Values
Sample ID: #1 sort Patient 1D:
Tube: Panel:
Acquisition Date: 13-Sep-99 Gate: G2
Gated Events: 689 Total Events: 765

X Parameter: FL1-H (Log)

Marker Left, Right Events % Gated % Total Mean Geo Mean cv Median Peak Ch

All 1, 9910 689 100.00 90.07 4.68 385 97.80 3.89 1
M1 17, 9910 8 1.16 1.05 33.10 2735 7474 2138 17

Page 1
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g howell 9/13.006 < howell 9/13.006
= T 2
- 3t o 3
3 [ =% 21
T 3
g e
0 o T R3,
3 . ,-9_ ] - >
E R2 o Tossie
0 200 400 600 800 1000 10 10 10 10 10
FSCH FL1H
Quadrant Statistics
File: howell 9/13.006 Log Data Units: Linear Values
Sample 1D: #2 gort Patient ID:
Tube: - Panel:
Acquisition Date: 13-Sep-99 Gate: G2
Gated Events: 1000 Total Events: 1155
X Parameter: FL1-H (Log) Y Parameter: FL.2-H (Log)
Quad Location: 18, 14
Quad Events % Gated % Total XMean X GeoMean Y Mean Y GeoMean
UL 14 1.40 1.21 12.71 12.27 22.33 21.52
UR 1 1.10 0.95 257.57 81.91 566.15 157.95
LL a71 97.10 84.07 5.93 4.69 4.01 3.28
LR 4 0.40 0.35 50.43 43.62 6.32 4.88
g howell 9/13.006
N
2 I
[=
3 o M1
(8]
o LA | T MRS | L3 LELAAlA]
10° 10" 102 10° 10*
FL1-H
Histogram Statistics
File: howell 9/13.006 Log Data Units: Linear Values
Sample ID: #2 sort Patient ID:
Tube: Panel:
Acquisition Date: 13-Sep-99 Gate: G2
Gated Events: 1000 Total Events: 11565

X Parameter: FL1-H (Log)
Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch

All 1, 9810 1000 100.00 86.58 8.98 495 561.56 5.78 1
M1 17, 9910 18 1.80 156 171.58 §520 20193 31.91 17
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