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Toxicity of AL-N cells for 100% cluster conformation at different temperature

COLONY FORMING ASSAY

Experiment Name 100% cluster no labeling Exp

Investigator Lenarczyk Date Jan 05

2001

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

from two 150 cm2 flask sub-cultured 12 24h before with HBSS trypsinize resuspend

in 20 ml FI2FCS8 pooi pass 5x through 10cc syringe with 21 gauge needle count the

cells by transfer 100 j.tl in Coulter cup containing 20 ml Isotone

Dilute to 2000000 cells/mI in F12FCS8 cunt cells/mi

Transfer ml of cell suspension into 12 ml tubes Falcon polypropylene test tube 7x 100

mm
Roller the tubes for overnight at 37C 5% CO2 DatelTimeJan 05

2001/1830

After overnight incubation period remove tubes from incubator/roller Date/Time

Jan 06 2000 1030

Pass 5x through 10 cc syringe with 21 gauge needle cell susupension from one tube only then

-f1-2rf/I
count the cells by transfer 100 tl in Coulter cup containing 20 ml Isotone

112c

Transfer ml cell suspension from each Falcon tubes into conical 15 polypopy1ene fl-

Stardsted tube

.- io70
Wash Falcon tube with ml wash F12NCS8 and transfer into Conical tube

A4ec- ro1Aj
Centrifuge at 2000 rpm at 4C for 10 mm precooled centrifuiie

Remove buckets from centrifuge

11 Decant supernatant click tubes vortex re-suspend in ml wash F12 wash Falcon tube with

ml Fl and tranfere into conical tube

12 Repeat step 11 three times

13 Centrifuge tubes for 10 mm at 2000 rpm 4C
14.Decant supernatant click tubes vortex re-suspend in ml of 2FCS8

15 Centrifuge tubes for 10 mm at 2000 rpm 4C

16 Decant supernatant click tubes vortex

l6a Resuspend cells in ml F12 simge them 5X and re-count cells using Coulter counter 100

ml cells suspension /20 ml Isotone II Do thet for one tube only Then centrifuge those tube

decant suspernatant click vortex

Lis .t cN- iLo /2
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Toxicity of AL-N cells for 100% cluster conformation at different temperature

COLONY FORMING ASSAY

Experiment Name 100% cluster no labeling Exp

Investigator Lenarczyk Date Jan 09 2001

Set the rocker-roller at 37C incubator with 5% C02 set the Coulter Counter wash cells

from two 150 cm2 flask sub-cultured 12 24h before with HESS trypsinize resuspend

in 20 ml RPMJ164O pool pass 5x through 10 cc syringe with 21 gauge needle count the

cells by transfer 100
p.1 in Coulter cup containing 20 ml Isotone II

Dilute to 2000000 cells/mi in RPMI164O count 889 867 cells/mi 2.1 imi

4000 000 cells

Transfer ml of cell suspension into 12 ml tubes Falcon polypropylene test tube 7x 100

mm
Roller the tubes for overnight at 37C 5% CO2 Date/TimeJan 09 2001

1800

After overnight incubation period remove tubes from incubator/roller

Date/Time Jan 10 2000

1130

Pass 5x through 10 cc syringe with 21 gauge needle cell susupension from one tube only then

count the cells by transfer 100
p.1

in Coulter cup containing 20 ml Isotone II

Take 100 cells for to count them 100 ml /20 ml Isotone II

Take 100
p11

cells suspension from only one tube and plate them for survival CONTROL
AFFER OLLlNG

iScw/ QO4 F2 _1l jP6c
P6Oçc

Add ml RPMI164OCS8 to each tuJe

10 Centrifuge at 2000 rpm at 4C for 10 mm precooled centrifuge

11 Remove buckets from centrifuge

12 Decant supematant click tubes vortex re-suspend in 10 ml wash RPMII 640CS8

13 Repeat step 12 two times

14 Re-suspend cells in ml RPMI164OCS8 syringe them 5X and re-count cells using Coulter

counter 100 ml cells suspension /20 ml Isotone II Do this for one tube only Then

centrifuge tube decant supernatant click vortex
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17 Using 200
p.1 tips transfer cells suspension into polypropylene Helena micro- tubes with

attached caps Helena Plastics 400 p1

18 Again add 200 111 ice cold RPMI164O re-suspend and transfer the cell suspensions in the

same polypropylene Helena micro-centrifuge tubes Total volume 400 ILl

19 Centrifuge tubes for mm at 1000 rpm 4C
20 Transfer tubes at 10C for 72 Date/Time Jan 10 2000/ 1300

21 After 72
carefully remove the supematant from the top re-suspend pellet in 200 p1 wash

F12 and transfer the content to ten 12 ml tubes Falcon polypropylene test tube 17x 100 mm
labeled 1-10 both on cap and wall containing LC wash F12 by using Pasteur pipet

Date/Time Jan 132000/lI 45
Again add04Ll waskMEMAinmiero-ecntrifuge tubes re-sispcnnd transfec-the-cell

suspensionsin 12..m1-tbes

26 Centrifuge the tubes for 10 mm at 2000 rpm 4C recooled centrifuge

27 Labeling and preparation of dilution tubes and colony dishes

load 60s with ml RPMI164O

load tubes with 4.5 ml RPMI164O and label them 1.2 1.3 1.4 1.5 2.2 2.3 2.4 2.5

X.2 X.3 X.4 X.5 etc

28 Decant supernatant click tubes vortex re-suspend in 10 ml wash RPM11640

29 Centrifuge tubes for 10 mm at 2000 rpm 4C
tJ 30 Repeat step 29

31 Decant supernatant click tubes vortex re-suspend in ml wash RPMI1 640CS8 pass five

times through cc syringe with 21 gauge needle

32 Count cells using Coulter counter 100 p1 cells/ 20 ml Isotone II

33 Vortex tube transfer 0.5 ml into 12m1 tube X.5 vortex tube X.5 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 Keep tubes on ice

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

should be seeded for control T-tubes

35 Incubate 60s for 7-9 days

36 After week wash colonies 3x with normal IX saline and times with methanol Stain

colonies with 0.05% crystal violet

37 Count colonies There must be between 25 and 250 colonies for the dish to be valid data

point
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Toxicity of AL-H CX 10 cells for 100% cluster conformation at different temperature

COLONY FORMING ASSAY

Experiment Name 100% cluster no labeling Exp

Investigator Lenarczyk Date Jan 10

2001

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

from two 150 cm2 flask sub-cultured 12 24h before with HBSS trypsinize resuspend

in 20 ml RPMT164OCS8 pool pass 5x through 10 cc syringe with 21 gauge needle count

the cells by transfer 100 p1 in Coulter cup containing 20 ml Isotone II

Cr0 eaSM.iI

Dilute to 2000000 cells/mi in FI2FCS8 count AL-H 19777867 CXIO

2037067 cells/mi

6.Plate AL-H CX1O cells for survival 200 cell/P 60s x3 CONTROLS 37oC

Transfer ml of cell suspension into 12 ml tubes Falcon polypropylene test tube 17x 100

c1Lmm
Roller the tubes for overnight at 37C 5% CO2 Date/Time Jan 10

2001 1500

After overnight incubation period remove tubes from incubator/roller Date/Time

Jan 1120001 lc.o
Pass 5x through 10cc syringe with 21 gauge needle cell susupension from one tube only then

count the cells by transfer 100 jil in Coulter cup containing 20 ml Isotone II

6.a Take 100 p1 of cell suspension from one tube only for each cell line and plate ALH
cells for survival 200 cell/P 60s x3 CONTROLS AFTER ROLLING

AOo
7.Centrifuge at 2000 rpm at 4C for 10 mm precooled centrifuRe

4r Remove buckets from centrifuge
ccL LC

11 Decant supernatant click tubes vortex re-suspend in 10 ml wash RPMI164OCS8

12 Repeat step 11 two times

16a Re-suspend cells in ml F12 syringe them 5X and re-count cells using Coulter counter

IVO
100 ml cells suspension /20 ml Isotone II Do that for one tube only Then centrifuge tube

decant supematant click vortex

17 Using 200 1.11 tips transfer cells suspension into polypropylene Helena micro- tubes with

attached caps Helena Plastics 400 p.tl

18 Again add 200 p1 ice cold F12FCS8 re-suspend and transfer the cell suspensions in the same

polypropylene Helena micro-centrifuge tubes Total volume 400 il
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19 Centrifuge tubes for mm at 1000 rpm 4C
20 Transfer tubes at 10C for 72 Date/Time Jan Ii

2000/

21 After 72 carefully remove the supematant from the top re-suspend pellet in 200 p1 wash

F12 and transfer the content to ten 12 ml tubes Falcon polypropylene test tube 7x 100 mm
labeled 1-10 both on cap and wall containing 10 ml wash F12 by using Pasteur pipet

Date/Time Jar 142000/

25 Again add 200 p1 wash MEMA 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 yrecooledcentrifuRe

27 Labeling and preparation of dilution tubes and colony dishes

load 60s with ml FI2NCS8

load tubes with 4.5 ml F12NCS8 and label them 1.2 1.3 1.4 1.5 2.2 2.3 2.4 2.5

X.2 X.3 X.4 X.5 etc

28 Decant supernatant click tubes vortex re-suspend in 10 ml wash RPMI164OCSS

29 Centrifuge tubes for 10 mm at 2000 rpm 4C
30 Repeat step 29

31 Decant supernatant click tubes vortex re-suspend in ml wash RPMI1 640CS8 pass five

times through cc syringe with 21 gauge needle

33 Count cells using Coulter counter 100 il cells/ 20 ml Isotone II

34 Vortex tube transfer 0.5 ml into 12m1 tube X.5 vortex tube X.5 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

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

should be seeded for control T-tubes

36 Incubate 60s for 7-9 days

37 After week wash colonies 3x with normal 1X saline and times with methanol Stain

colonies with 0.05% crystal violet

38 Count colonies There must be between 25 and 250 colonies for the dish to be valid data

point
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AL cell survival for cluster condition

Colony forming assay

Experiment Name cluster no labeling

Investigator M.Lenarczyk 4./ iC1.tvJ
Jan/03/2001

Set the rocker-roller at 37C incubator with 5% C02 set the Coulter Counter wash cells

from 150 cm2 flask sub-cultured 12 24h before with PBS with PBS-A no Ca no

Mg acutase trypsinize cells each re-suspend in F12FCS10 pool count the cells

by transfer 100 in Coulter cup cntaining 20 ml isotone Coulter balanced electrolyte

solution NOTE second 150 flask were used for CX1O cell line cells were

trypsinase 2m1/flask re-suspend in 15 ml FI2FCS 10 and spin down resuspend in 20

mlF12FCS 10 pooled with acutase sample and then passed 5x through cc syringe

with 21 gauge needle AL-H were also spin down resuspend in F12 FCS 10 and

then passed 5x through cc syringe with 21 gauge needle before they were counted

using Coulter counter 100 il/ 20 ml Isotone II

4430
Dilute to 4000000 cells/mi in F12FCS1O count 2%lls/m1
Transfer cell suspension into 12 ml tubes Falcon polypropylene test tube 7x 100 mm
labeled 1-10 both on cap and wall

Keep the tubes in the roller for overnight 3-4 hrs at 37C 5% CO2 Date/Time

Jan 03 2001/ 1845

After incubation period remove tubes

passed the cell suspension 5x through cc syringe with 21 gauge needle f.ach tube cJL

using Coulter counter re-count cells from one sample/test tube 100 tl/20m1 Isotene II

centrifuge cells/tubes at 2000 rpm at 4C for mm precooled centrifuge Date/Time

Jan 04 2001 I1ji4 ac C7 .OPJ 6it /3 -i4o ZJ
AL1 43r4/3_4./4o 2/

11 Decant supernatant click tubes vortex re-suspend in 10 ml wash F12CS1O

12 Centrifuge tubes for 10 mm at 2000 rpm 4C
13 Decant supernatant click tubes vortex re-suspend in 10 ml wash FI2CSIO

14 Centrifuge tubes for 10 mm at 2000 rpm 4C
15 Decant supematant click tubes vortex re-suspend in 10 ml wash FI2CS1O

\116 Centrifuge tubes for 10 mm at 2000 rpm 4C
17.Decant supernatant click tubes vortex re-suspend in ml of culture F12FCS 10

\Jl8
Centrifuge tubes for 10 mm at 2000 rpm 4C
Decant supernatant click tubes vortex transfer the cell suspension in polypropylene micro

tA
oJk1i ckC

PdH t1
if 9O 11.l ..io/l..1J

4s4i

bot1oMh4$ F12 th4E

Exp

Date

it
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centrifuge tubes with attached
csIelena

Plastics 400 pl using 200 tl pipet tips

20 Again add 200 il ice cold re-suspend transfer the cell suspensions in the same

polypropylene micro centrifuge tubes Total volume -400 jil

21 Centrifuge tubes for mm at 1000 rpm 4C

22 Transfer tubes at 10C for 72 Date/Time Jan 04 2001

23 After 72 carefully remove the supernatant from the top resuspend pellet in 200 p1 wash

12NCS and transfer the content to 12 ml tubes Falcon polypropylene test tube 17x 100

mmlabeled 1-10 both on cap and wl containing 10 ml wash F12NCSIO by using Pasteur

pipet Date/Time Jan 07 2001

25 Again add 200 p.1 wash F12NCS 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 centrifuge

27 Labeling and preparation of dilution tubes and colony dishes

load 60s dishes with ml F12FCS1O

load sterile tubes with 4.5 ml wash F12N CS1O and label them 1.2 1.3 1.4 1.5 2.2

2.3 2.4 2.5 X.2 X.3 X.4 X.5 etc

28 Decant supernatant click tubes vortex re-suspend in 10 ml wash F12NCS
\J 29 Centrifuge tubes for 10 mm at 2000 rpm 4C

30 Decant supematant click tubes vortex re suspend in 10 ml wash F12NCS
31 Centrifuge tubes for 10 mm at 2000 rpm 4C Fl2F

i32 Decant supernatant click tubes vortex re suspend in ml wash pass 5X

through cc syringe with 21 gauge needle

4.Q 33 Determine cell concentration by transfer 100pl to Coulter cup

34 Vortex tube transfer 0.5 ml into dilusion tube X.5 vortex tube X.5 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 Keep tubes on ice

Li 35 Transfer ml from dilution tubes into dishes labeled X.2 X.3 X.4 in triplicate Only X.2

should be seeded for control T-tubes

46- Transfer-200-phifcell suspenslowtwtriplieate-to 20 mi-sintillfltion via1-eefitamning-Ic ml

-cocktai4-1 eid-i .1

37 Incubate 60s dishes for app week

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

them with 0.05% crystal violet

40 Count colonies There must be between 25 and 250 colonies for the dish to be valid data

point
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17 Using 200
.tl tips transfer cells suspension into polypropylene Helena micro- tubes with

attached caps Helena Plastics 400
j.tl

18 Again add 200 tl ice cold F12FCS8 re-suspend and transfer the cell suspensions in the same

polypropylene Helena micro-centrifuge tubes Total volume 400 pJ

19 Centrifuge tubes for mm at 1000 rpm 4C

20 Transfer tubes at 10C for 72 Date/Time Jan 06

2000

21 After 72 carefully remove the supernatant from the top re-suspend pellet in 200
j.tl

wash

F12 and transfer the content to ten 12 ml tubes Falcon polypropylene test tube 17x 100 mm
labeled 1-10 both on cap and wallntaining 10 ml wa F12 by using Pasteur pipet

Date/Time Jan.j5 2000 coo
25 Again add 200

p.1
wash MEMA 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 centrifuxe

27 Labeling and preparation of dilution tubes and colony dishes

load 60s with ml F12NCS8

load tubes with 4.5 ml FI2NCS8 and label them 1.2 1.3 1.4 1.5 2.2 2.3 2.4 2.5

X.2 X.3 X.4 X.5 etc

28 Decant supematant click tubes vortex re-suspend in 10 ml wash F12NCS8

J29 Centrifuge tubes for 10 mm at 2000 rpm 4C

30 Repeat step 29

31 Decant supematant click tubes vortex re-suspend in ml wash FI2NCS8 pass five times

through cc syringe with 21 gauge needle

33 Count cells using Coulter counter 100 p1 cells/ 20 ml Isotone II

34 Vortex tube transfer 0.5 ml into 12m1 tube X.5 vortex tube X.5 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 Keep tubes on ice

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

should be seeded for control T-tubes

36 Transfer 200 p1 of cell suspension in triplicate to 20 ml scintillation vial containing ml

cocktail EcoLume

37 Count vials for radioactivity Date/Time

38 Incubate 60s for 7-9 days

39 After week wash colonies 3x with normal 1X saline and times with methanol Stain

colonies with 005% crystal violet

40 Count colonies There must be between 25 and 250 colonies for the dish to be valid data
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