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1 Introduction

This protocol describes how to maintain the cells, how to prepare the test chemicals,
and how to measure the luciferase activity of #2H4 cells transfected with 3 luciferase
genes, stable luciferase green (SLG), stable luciferase orange (SLO) and stable
luciferase red (SLR), under the control of IL-2, IFNy and G3PDH promoters,
respectively, for the Multi-Immuno Tox Assay.
(Kimura. et a. Evaluation of the Multi-Immuno Tox Assay composed of 3 human
cytokine reporter cells by examining immunological effects of drugs Toxicol in Vitro,
28, 759-768, 2014)
Figure 1
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flat-
bottom 1 2 8 4 5 6 7 8 9 10 11 12
black

cont |PMA/I
B |(distilled| o A/2° | AJ28 | AJ27 | AJ2° | A/2° | AJ2° | AJ2° | AJ2% | A/2! A
c |wateror| only [mg/ml|ng/ml|mg/ml|my/ml|ng/ml|mg/ml|ng/ml | mg/ml | mg/ml | ng/ml

5 DMSO) Chemical A common ratio of 2 10 concentrations n=4)

cont |PMA/I
P |(distilled| o B/2° | B/2® | B/2" | B/2° | B/2° | B/2* | B/2® | B/2* | B/2! B
¢ |wateror| only |mg/ml|ng/ml|nmg/ml|ng/ml|mg/ml | ng/ml | ng/ml | mg/ml | ng/ml | ng/ml

» DMSO) Chemical B common ratio of 2 10 concentrations n=4)

PMA/lo or LPS

Cell preparation
(2 x10° cells/well of 2H4)

Add various concentrations of Chemicals
JIncubate for 1 h

@0

Stimulate with PMA/lo

[Incubate for6 h

=
— Add TripLuc® luciferase assay reagent (TOYOBO)
o» | Shake for 10 min.
> 1
-
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2.
2-1

2-2

Materials
Cells
#2H4 (IL2-SLG  IFNy-SLO G3PDH-SLR)
The human acute T lymphoblastic leukemia cell line Jurkat was obtained from the
American Type Culture Collection (Manassas, VA, USA). A Jurkat-derived IL-2
and IFNy reporter cell line, #2H4, that harbors the SLG, SLO and SLR luciferase
genes under the control of the IL-2, IFNy and GAPDH promoters, respectively,
was established by Tsuruga Institute of Biotechnology, TOY OBO Co. Ltd.
(Saito R. et a. Nicke differentially regulates NFAT and NF-kB activation in T

cell signaling Toxicology and Applied Phar macology, 254, 245-255, 2011)

Reagents and equipment

2-2-1 For maintenance of the #2H4 cells

RPMI-1640 (GIBCO Cat#11875-093, 500 mL)

FBS (Biological Industries Cat#04-001-1E Lot: 715004)
Antibiotic-Antimycotic (GIBCO Cat#15240-062)
HygromycinB (CAS:31282-04-9, Invitrogen Cat#10687-010)
G418 (CAS:108321-42-2, Nacalai Tesgue Cat#16513-84)
Puromycin (CAS:58-58-2, InvivoGen Cat#ant-pr-1)

2-2-2  For chemical exposure, stimulation and solvents

lonomycin (CAS:56092-82-1, Sigma Cat#10634)

Phorbol 12-myristate 13-acetate (PMA) (CAS:16561-29-8, Sigma Cat#P8139)
Ethanol (e.g., Wako Cat#057-00456)

Dimethyl sulfoxide (DM SO) (CAS:67-68-5, Sigma Cat#D5879)

Distilled water (GIBCO Cat#10977-015)

2-2-3  For measurement of the luciferase activity

Tripluc® Luciferase assay reagent (TOY OBO Cat#MRA-301)

2-2-4  Expendable supplies

T-75 flask tissue culture treated (e.g., Corning Cat#353136)

96 well p clear black plate (flat-bottom, for measurement of the luciferase activity,
e.g. Greiner Bio-one Cat#655090)

96 well clear plate (round-bottom, for preparation of chemicals and stimulants)

98



96 well assay block, 2 mL (e.g., Costar Cat#3960)

Seal for 96 well plate (e.g., Perkin Elmer TopSeal-A PLUS Cat#6050185, EXCEL
Scientific SealMate Cat#SM-KIT-SP)

Reservoir

Pipette

2-2-5 Equipment for measurement of luciferase activity
Measuring device: a microplate-type luminometer with a multi-color detection
system that can accept two optical filter
e.g. PheliosAB-2350 (ATTO), ARVO (PerkinElmer), Tristar LB941 (Berthold)
Optical filter: 560 nm long-pass filter and 600 nm long-pass filter
Measuringtime: setat 1 5 sec/well measuring time

2-2-6 Others
Pipetman
8 channel or 12 channel pipetman (optimized for 10~100 pL)
Plate shaker (for 96 well plate)
COgz incubator (37°C, 5% COy)
Water bath
Cell counter: hemocytometer, trypan blue
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2-3 Culture medium
2-3-1A medium: for maintenance of #2H4 cells (500 mL, stored at 2-8°C)
Final .
] ] Required
Reagent Company Concentration | concentration
amount
in medium
RPMI-1640 GIBCO #11875-093 - - 440 mL
FBS Biological Industries
Cat#04-001-1E - 10 % 50 mL
Lot: 715004
Antibiotic-Antimycotic | GIBCO #15240-062 100% 1% 5mL
Puromycin InvivoGen # ant-pr-1 10 mg/mL 0.15 p g/mL 7.5uL
G418 Nacala Tesque #16513-84 | 50 mg/mL 300 p g/mL 3mL
HygromycinB Invitrogen #10687-010 50 mg/mL 200 p g/mL 2mL
2-3-2 B medium: for luciferase assay (30 mL, stored at 2-8°C)
Final )
] ] Required
Reagent Company Concentration | concentration
amount
in medium
RPMI-1640 GIBCO #11875-093 - - 27 mL
FBS Biological Industries
Cat#04-001-1E - 10 % 3mL
Lot: 715004
2-3-3  C medium: for thawing #2H4 cells (30 mL, stored at 2-8°C)
Final )
] ] Required
Reagent Company Concentration | concentration
amount
in medium
RPMI-1640 GIBCO #11875-093 - - 26.7 mL
FBS Biological Industries
Cat#04-001-1E - 10 % 3mL
Lot: 715004
Antibiotic-Antimycotic | GIBCO #15240-062 100x 1x 0.3 mL
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2-4
2-4-1

2-4-2

Preparation of the stimulant of #2H4
Phorbol 12-myristate 13-acetate (PMA)

Concentration of the
Reagent Company Final concentration
stock solution
Phorbol Sigma #P8139
12-myristate
13-acetate 2 mM 25nM
(PMA)
DMSO Sigma#D5789

Dissolve 1 mg PMA using DMSO 811 ulL, dispend at 5 ulL/tube and store at

freezer at -30°C. Use these stocks within 6 month after dissolution.

lonomycin
Concentration of
Reagent Company Final concentration
the stock solution
lonomycin Sigma# 10634
Ethanol Wako 2 mM 1uM
#057-00456

Dissolve 1mg lonomycin using ethanol 669.3 uL, dispend at 30 ulL/tube and
store at freezer at -30°C. Use these stocks within 6 month after dissolution.
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3.
31

3-2

Cdl culture
Thawing of #2H4 cells

Preewarm 9 mL of C medium in a 15 mL polypropylene conical tube in a 37°C
water bath (for centrifugation) and 15 mL of C medium in a T-75 Flask at 37°C in a
5% COzincubator (for culture).

Thaw frozen cells (2x10° cells/ 0.5 mL of freezing medium) in a 37°C water bath,
then add to a 15 mL polypropylene conical tube containing 9 mL of pre-warmed C
medium. Centrifuge the tube at 120-350 x g at room temperature for 5 min, discard
the supernatant, and resuspend in 15 mL of pre-warmed C medium in a T-75 Flask.
Cells are incubated at 37°C, 5% COa.

Maintenance of #2H4 cells

Pre-warm the A medium in aT-75 Flask at 37°C in a 5% COzincubator. The
culture medium should be changed to the A medium 3 or 4 days after thawing. At
that time, count the number of cells, centrifuge the tube at 120-350 x g at room
temperature for 5 min, discard the supernatant, and resuspend in pre-warmed the A
medium in aT-75 Flask. Cells are passaged at 3x10%mL and incubated at 37°C,
5% CO..

The interval between subcultures should be 3~4 days. Cells can be used between
one and six weeks after thawing.

102



4.

Use cells between 1 and 6 weeks after thawing.

Preparation of cdlsfor assay
A cell passage should be done 2-4 days before the assay.

Pre-warm the B medium in a 37°C water bath. Count the number of cells and collect
the number of cells needed (2.0 x 107 cells for two chemicals are required, but to have
some leeway, 3.0 x 107 cells for two chemicals should be prepared), centrifuge the tube
at 120-350 x g, 5 min. Resuspend in pre-warmed the B medium at a cell density of
4x108/mL. Transfer the cell suspension to a reservoir, and add 50 pL of cell suspension
to each well of a 96 well uclear black plate (flat bottom) using an 8 channel or 12
channel pipetman. (cf. Figure 2)

Figure 2

"a‘l')ll’:;‘lfm 1 2 3 4 5 6 7 8 9 10 1 12
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
A 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium | B medium | B medium | B medium | B medium | B medium [ B medium | B medium | B medium [ B medium | B medium [ B medium
50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
B 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium | B medium | B medium | B medium | B medium | B medium [ B medium | B medium | B medium [ B medium | B medium [ B medium
50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
c 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium | B medium | B medium | B medium | B medium | B medium [ B medium | B medium | B medium [ B medium | B medium [ B medium
50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
D 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium | B medium | B medium | B medium | B medium | B medium [ B medium | B medium | B medium [ B medium | B medium | B medium
50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
E 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium | B medium | B medium | B medium | B medium | B medium [ B medium | B medium | B medium [ B medium | B medium | B medium
50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
E 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium | B medium | B medium | B medium | B medium | B medium [ B medium | B medium | B medium [ B medium | B medium | B medium
50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
G 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium | B medium | B medium | B medium | B medium | B medium [ B medium | B medium | B medium [ B medium | B medium | B medium
50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
H 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium | B medium | B medium | B medium | B medium | B medium [ B medium | B medium | B medium [ B medium | B medium | B medium
50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL
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5. Preparation of chemicalsand cdll treatment with chemicals
5-1 Dissolution by vehicle (cf. Figure 3)

Dissolve the chemica first in distilled water. Namely, weigh 0.025 g of the test
chemical in a volumetric flask and add distilled water up to 1 mL. If the chemical is
soluble at 25 mg/mL, weigh 0.050 g of the test chemical in a volumetric flask and add
distilled water up to 1 mL. If the chemical is not soluble at 50 mg/mL, 25 mg/mL is the
highest soluble concentration. If the chemical is soluble at 50 mg/mL, weigh 0.100 g of
the test chemica in a volumetric flask and add distilled water up to 1 mL. If the
chemical is not soluble at 100 mg/mL, 50 mg/mL is the highest soluble concentration. If
the chemical is soluble a 100 mg/mL, 100 mg/mL is the highest soluble concentration.

If the chemical is not soluble in water, the chemica should be dissolved in DMSO at
500 mg/mL. Namely, weigh 0.5 g of the test chemical in volumetric flask and add
DMSO upto1lmL.

If the chemical is not soluble at 500 mg/mL, the highest soluble concentration should be
determined by diluting the solution from 500 mg/mL at a common ratio of two (250
mg/mL > 125 mg/mL - continued if needed) with DM SO.

Sonication and vortex may be used if needed and attempt to dissolve the chemical for
at least 5 minutes. Being soluble should be confirmed by centrifugation at 15,000 rpm
(=20,000 x g) for 5 min and absence of precipitation. The chemica should be used
within 4 hours after being dissolved in distilled water or DM SO.
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Figure 3

‘ 05e ‘
test sample

- C
. ‘ I ‘ Continuous
& @

0.025 g
test sample
Add distilled
water Add DMSO Add 1 mL Add 2 mL
up to 1 mL up to 1 mL DMSO DMSO
soluble soluble soluble soluble
500 mg/mL in 250 mg/mL in 125 mg/mL in
DMSO DMSO DMSO
0.050 g
test sample 25 mg/mL
Add distilled in distilled water
water
up to 1 mL

soluble

0.100 g 50 mg/mL
test sample in distilled water
Add distilled
water
up to 1 mL
soluble
100 mg/mL in

distilled water

In the first experiment (1% experiment), when the chemical is prepared in distilled water, conduct
10 serial dilutions at a common ratio of 2 from the highest concentration using distilled water. When
the chemical is prepared as a DM SO solution, conduct 10 serial dilutions at a common ratio of 2
from the highest concentration using DM SO.

In the second or third experiment (2" or 3" experiment), determine the minimum concentration at
which [.I.-SLR-LA (mentioned later in 10) became lower than 0.05 in the 1% experiment, use the
concentration one step (2-times) higher than this determined concentration as the highest
concentration of the chemical to examine, and conduct 10 serial dilutions at a common ratio of 2
from the highest concentration. If 1.1.-SLR-LA did not become lower than 0.05 or became lower than
0.05 at the highest concentration in the 1% experiment, conduct 10 seria dilutions at a common ratio
of 2 from the highest concentration in the 1% experiment.

For example, in Figure 3 below, the minimum concentration at which 1.1.-SLR-LA became lower
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than 0.05 is 1.95 ug/ml. The highest concentration of the chemical to examine is the concentration
one step (2-times) higher than 1.95 pg/ml, which is 3.91 pug/ml.

In Figure 4 below, I.I.-SLR-LA did not become lower than 0.05. In such a case, the highest
concentration of the chemical to examine is the highest concentration in the 1% experiment, namely
125 pg/ml.

Inhibition index of SLR-LA (I.1.-SLR-LA)

12
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08 in — -
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0.4 \ —005
0.2 \

0.0 T T T T T T A e il —— —— i —— 1

&$00%v@q%@qx%»©bgm/ml
Q

VU

Final concentration in 2nd and 3rd experiment

I.I.-SLR-LA

Figure 3.

Inhibition index of SLR-LA (I.I.-SLR-LA)
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Figure 4
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5-2 When the chemical is prepared in distilled water
If the chemical is prepared at a lower concentration, use the prepared concentration
instead of the 100 ma/mL distilled water solution.

5-2-1 Arrangement of chemicals and vehicle

Add 100 uL of the 100 mg/mL distilled water solution of the chemical to well #A12,
and 50 pL of the distilled water to wells #A1-#A11 of the 96 well clear plate (round
bottom).

5-2-2  Serid dilution

Conduct 9 serid dilutions at a common ratio of 2 as indicated in Figure 4 from well
#A 11 to well #A3. Transfer 50 pL to the next (left) well. (cf. Figure 4)

Figure 4
foundjectton 1 2 3 4 5 6 7 8 9 10 1 12
clear
Chemical
Distilled Distilled Distilled Distilled Distilled Distilled Distilled Distilled Distilled Distilled Distilled 100 mg/mL
A water water water water water water water water water water water in distiled
50uL 50uL 50ul 50ul 50uL 50ul 50ul 50ul 50ul 50uL 50uL water
100 uL
B \ \ \ \ AN \ \ \ \
C
D
E 2-fold dilution : transfer 50 uL (pipetman, yellow tip)
F
G
H
jcindlecten 1 2 3 4 5 6 7 8 9 10 11 12
clear
Chemical Chemical Chemical Chemical Chemical Chemical Chemical Chemical Chemical Chemical
Distilled Distilled 02mg/mL | 0.4mg/mL [ 08 mg/mL | 1.6 mg/mL | 3.1 mg/mL | 6.3 mg/mL 13 mg/mL 25 mg/mL 50 mg/mL | 100 mg/mL
A water water in distilled in distilled in distilled in distilled in distilled in distilled in distilled in distilled in distilled in distilled
50uL 50uL water water water water water water water water water water
100uL 50ul 50ul 50uL 50uL 50uL 50ul 50ulL 50uL 50ul
B
C
D
E
F
G
H
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5-2-3 2 stepdilution

Add 20 uL of the diluted chemical to 480 uL of the B medium prepared in the assay
block. And add 50 uL to #2H4 in a 96 well plate using an 8 channel or 12 channel
pipetman after pipetting 20 times. Seal the plate, shake the plate with a plateshaker and
incubate in a COz incubator for 1 hour (37°C, CO», 5%) (cf. Figure 5-7).

Figure 5
round bottorn 1 2 3 4 5 6 7 8 9 10 1 12
Chemical | Chemical | Chemical | Chemical [ Chemical | Chemical [ Chemical | Chemical | Chemical | Chemical
Distilled Distilled 0.2mg/mL | 0.4 mg/mL | 0.8 mg/mL | 1.6 mg/mL | 3.1 mg/mL | 6.3 mg/mL [ 13 mg/mL | 25 mg/mL | 50 mg/mL | 100 mg/mL
A water water indistilled | indistiled | indistiled | indistiled | indistilled | indistiled | indistilled | indistilled | in distilled | in distilled
50uL 50uL water water water water water water water water water water
100uL 50uL 50uL 50uL 50uL 50ul 50uL 50uL 50uL 50uL
B
C
D
=
: 20uL
G |
H I
s 1 2 3 4 5 6 7 8 9 10 1 12
Block
S
A B medium | B medium | B medium | B medium | B medium | Bmedium | B medium | B medium | B medium | B medium [ B medium | B medium
480uL 480uL 480uL 480uL 480uL 480uL 480uL 480uL 480uL 480uL 480uL 480uL
B
C
D
=
F
G
H
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Figure 6

=2y 1 2 3 4 5 6 7 8 9 10 1 12
Block
Chemical Chemical Chemical Chemical Chemical Chemical Chemical Chemical Chemical Chemical )
A B medium | B medium | 0.008 mg/uL | 0.02 mg/mL | 0.03 mg/mL | 0.06 mg/mL (0.1 mg/mL in|0.3 mg/mL in [0.5 mg/mL in | 1 mg/mL in | 2 mg/mL in | 4 mg/mL in
500uL 500uL in B medium | in B medium | in B medium | in B medium | B medium B medium B medium B medium B medium B medium
500uL 500uL 500ul 500ul 500uL 500uL 500uL 500uL 500uL 500uL
B
c 7/ N\
D / \WAN 5 0 |_
E 17— ~\JoUuu
F U/ NN
G A, AN
:  — X
flat-bottom v N
el 1 2 3 / 4 /5 6 7 \ 8 \ 9 10 1 12
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 JH2H4 #2H4 #2H4 #2H4
A 2x10"5 210°5 21075 2x10°5 2x10°5 2x10°5 2x10'5 2x10"5 5 2x10°5 2x10°5 2x10°5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 504 B medium 50uL | B medium 50uL | B medium 50uL\| B medium 50uL | B m 50uL | B medium 50uL | B medium 50uL | B medium 50ul.
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 \ #2H4 #2H4 #2H4
B 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"s 2x10"s 2x10"5 2x10"5 2x10"5 2x10"5 2x10"s
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL edium 50uL | B medium 50uL. \nedium 50uL | B medium 50uL | B medium 50ul.
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 H4 #2H4 #2H4
© 2x10"5 2x10"5 2x10"5 2x105 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 25 2x10"5 2x10"5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B mediu uL | B medium 50uL | B medium 50uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
D 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
E 2x10%5 2x10'5 2x10'5 2x10'5 2x10'5 2x10'5 2x10'5 2x10%5 23105 23105 23105 2x10"5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
F 2x10%5 2x10'5 2x10'5 2x10'5 2x10'5 2x10'5 2x10'5 2x10%5 23105 23105 23105 2x10"5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
G 2x10%5 2x10'5 2x10'5 2x10'5 2x10'5 2x10'5 2x10'5 2x10%5 23105 23105 23105 2x10"5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
H 2x10%5 2x10'5 2x10'5 2x10'5 2x10'5 2x10°5 2x10'5 2x10%5 23105 23105 23105 2x10"5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL
Figure 7 Final constituents of each well of the plate
letooter 1 2 3 4 5 6 7 8 9 10 1 12
black
Chemical | Chemical Clae[%lial Clae[%lgal Chemical | Chemical | Chemical | Chemical [ Chemical | Chemical | Chemical | Chemical
0 mg/mL 0 mg/mL m' il m' firil 0.02 mg/mL | 0.03 mg/mL | 0.06 mg/mL | 0.1 mg/mL | 0.3 mg/mL | 0.5 mg/mL | 1 mg/mL 2 mg/mL
A #2H4 #2H4 #gH4 #gH4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
2x10"5 2x10"5 251015 21075 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium | B medium Biim | Brehin B medium [ B medium [ B medium | B medium | B medium | B medium | B medium | B medium
100uL 100uL 100uL 100uL 100uL 100uL 100uL 100uL 100uL 100uL
100uL 100uL.
Chemical | Chemical Clae[%lial Clae[%lgal Chemical | Chemical | Chemical | Chemical [ Chemical | Chemical | Chemical | Chemical
0 mg/mL 0 mg/mL m' il m' firil 0.02 mg/mL | 0.03 mg/mL | 0.06 mg/mL | 0.1 mg/mL | 0.3 mg/mL | 0.5 mg/mL | 1 mg/mL 2 mg/mL
B #2H4 #2H4 #gH4 #gH4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
2x10"5 2x10"5 251075 21075 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium | B medium Biim | Brehin B medium [ B medium [ B medium | B medium | B medium | B medium | B medium | B medium
100uL 100uL 100uL 100uL 100uL 100uL 100uL 100uL 100uL 100uL
100uL. 100uL
Chemical | Chemical Clae[%lial Clae[%lgal Chemical | Chemical | Chemical | Chemical [ Chemical | Chemical | Chemical | Chemical
0 mg/mL 0 mg/mL m' il m' firil 0.02 mg/mL | 0.03 mg/mL | 0.06 mg/mL | 0.1 mg/mL | 0.3 mg/mL | 0.5 mg/mL | 1 mg/mL 2 mg/mL
c #2H4 #2H4 #gH4 #gH4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
2x10"5 2x10"5 251015 21075 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium | B medium Biim | Brehin B medium [ B medium [ B medium | B medium | B medium | B medium | B medium | B medium
100uL 100uL 100uL 100uL 100uL 100uL 100uL 100uL 100uL 100uL
100ul 100ul
Chemical | Chemical Clae[%lial Clae[%lgal Chemical | Chemical | Chemical | Chemical [ Chemical | Chemical | Chemical | Chemical
0 mg/mL 0 mg/mL m' il m' firil 0.02 mg/mL | 0.03 mg/mL | 0.06 mg/mL | 0.1 mg/mL | 0.3 mg/mL | 0.5 mg/mL | 1 mg/mL 2 mg/mL
D #2H4 #2H4 #gH4 #gH4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
2x10"5 2x10"5 251015 21075 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium | B medium Biim | Brehin B medium [ B medium [ B medium | B medium | B medium | B medium | B medium | B medium
100uL 100uL 100uL 100uL 100uL 100uL 100uL 100uL 100uL 100uL
100uL 100uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
E 2x10"5 2x10"5 2x10"5 2x105 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
F 2x10"5 2x10"5 2x10"5 2x105 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
G 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5. 2x10"5 2x10"5 2x10"5 2x10"5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
H 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5. 2x10"5 2x10"5 2x10"5 2x10"5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL
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5-3 When the chemical is prepared as a DM SO solution

If the chemical is prepared at a lower concentration, use the prepared concentration
instead of 500 mg/mL DM SO solution.

5-3-1 Arrangement of chemicals and vehicle

Add 100 pL of the 500 mg/mL DM SO solution of the chemical to well #A12, 50 uL of
DMSO to wells #A1-#A11, and 90 uL of the B medium to wells #B1-#B12 of the 96
well clear plate (round bottom)

5-3-2  Serid dilution

Conduct 9 serid dilutions at a common ratio of 2 as indicated in Figure 8 from well
#A11 to well #A3. Transfer 50 pL to the next (left) well. (cf. Figure 8)

Figure 8

round bottom 1 2 3 4 5 6

7 8 9 10 1 12
clear
Chemical
DMSO DMSO DMSO DMSO DMSO DMSO DMSO DMSO DMSO DMSO DMSO 500 ma/mL
A 100% 100% 100% 100% 100% 100% 100% 100% 100% 100% 100% in DMgSO
50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 100uL
8 B medium | B medium | B medium\"{mediur‘n\"{mediur‘n\"dnedium\"Jmediur‘n\"Jnedium\'{nedium\'gmedium\"{medium\'gmedium
90uL 90uL 90uL 90uL 90uL 90uL 90uL 90uL 90uL 90uL 90uL 90uL
D 2-fold dilution : transfer 50 uL (pipetman. yellow tip)
E
F
G
H

|

1 2 3 4 5 6 7 8 9 10 " 12

round bottom
clear

Chemical Chemical Chemical Chemical | Chemical Chemical Chemical Chemical Chemical Chemical

1.0 mg/mL | 2.0 mg/mL | 3.9 mg/mL | 7.8 mg/mL [ 16 mg/mL | 31 mg/mL | 63 mg/mL | 125 mg/mL | 250 mg/mL | 500 mg/mL

inDMSO | inDMSO | inDMSO | inDMSO | inDMSO | inDMSO | inDMSO | inDMSO | inDMSO | in DMSO
100uL. 50uL 50ulL 50uL 50uL 50ulL 50uL 50uL 50uL 50uL

DMSO DMSO
A 100% 100%
50uL 50uL

B medium | B medium | B medium | B medium [ B medium | B medium | B medium | B medium | B medium | B medium | B medium | B medium
90uL 90uL. 90uL 90uL 90uL. 90uL 90uL 90uL. 90uL 90uL 90uL. 90uL

o

I|e|m|mo|o
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5-3-3  Dilution of DM SO solution with the B medium
Dilute 10 uL of the DM SO solution of the chemical in wells #A1-#A12 with 90 uL of
the B medium using an 8-12 channel pipetman. (cf. Figure 9)

Figure9

round bottom
clear

DMSO DMSO
A

I|@|mm(o|O

round bottom
clear

DMSO DMSO
A

I|@|mm(o|lo
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5-3-4 2stepdilution

Add 10 puL of the diluted chemical to 490 uL of the B medium prepared in the assay
block. And add 50 uL to #2H4 in a 96 well plate using an 8 channel or 12 channel
pipetman after pipetting 20 times. Manipulate the procedures from 5-3-3 to 5-3-4 as
quickly as you can, and do not leave a long time at step after 5-3-3 or Figure 10. Seal
the plate, shake the plate with a plateshaker and incubate in a CO. incubator for 1 hour
(37°C, COz, 5%) (cf. Figure 10-12).

Figure 10

round bottom
clear 1 2 3 4 5 6 7 8 9 10 11 12
DMSO DMSO Chemical | Chemical [ Chemical | Chemical | Chemical | Chemical | Chemical | Chemical | Chemical | Chemical
A 100% 100% 1.0mg/mL | 20 mg/mL | 3.9 mg/mL | 7.8 mg/mL | 16 mg/mL | 31 mg/mL | 63 mg/mL | 125 mg/mL | 250 mg/mL | 500 mg/mL
20uL 20 L" inDMSO | inDMSO | iNnDMSO | inDMSO | inDMSO | inDMSO | inDMSO | inDMSO | inDMSO | in DMSO
! ! 90uL 40uL 40uL 40uL 40uL 40uL 40uL 40uL 40uL 40uL
N
Chemical | Chemical | Chemical | Chemical | Chemical | Chemical | Chemical | Chemical | Chemical | Chemical [ Chemical | Chemical
0 mg/mL 0mg/mL | 0.10 mg/mL | 0.20 mg/mL | 0.39 mg/mL | 0.78 mg/mL | 1.6 mg/mL | 3.1 mg/mL | 6.3 mg/mL | 12.5 mg/mL| 25 mg/mL | 50 mg/mL
B DMSO 10% | DMSO 10% | DMSO 10% | DMSO 10% | DMSO 10% | DMSO 10% | DMSO 10% | DMSO 10% [ DMSO 10% | DMSO 10% | DMSO 10% | DMSO 10%j
n B medium|in B medium|in B medium|in B medium (in B medium |in B medium|in B medium|in B medium|in B medium|in B medium [in B medium|in B medium
100uL 100uL 100uL 100uL 100uL 100uL 100uL 100uL 100uL. 100uL 100uL 100uL.
Z
[}
D
E
F
s 10uL
H 1
Assay
Block 1 2 3 4 5} 6 A 7 8 9 10 11 12
A B medium | B medium | B medium [ B medium | B medium | B medium | B medium | B medium | B medium | B medium [ B medium | B medium
490uL 490uL 490uL 490uL 490uL 490uL 490uL 490uL 490uL 490uL 490uL 490uL
B
C
D
=
F
G
H
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Figure 11

o= 1 2 3 4 5 6 7 8 9 10 1 12
Block

rChemical Chemical | Chemical | Chemical | Chemical [ Chemical | Chemical | Chemical [ Chemical | Chemical | Chemical Chemicap

Oug/mL Oug/mL 2.0ug/mL 3.9ug/mL 7.8ug/mL | 15.6ug/mL | 31.3ug/mL | 62.5ug/mL | 125ug/mL | 250ug/mL | 500ug/mL | 1000ug/mL
A DMSO 0.2% [ DMSO 0.2%| DMSO 0.2%| DMSO 0.2% | DMSO 0.2% [DMSO 0.2%| DMSO 0.2%|DMSO 0.2%| DMSO 0.2%| DMSO 0.2%|DMSO 0.2% | DMSO 0.2%
in B medium|in B medium|in B medium|in B medium [in B medium |in B medium |in B medium|in B medium|in B medium|in B medium |in B medium|in B medium

\ 500uL 500uL 500uL 500uL 500uL 500uL 500uL 500uL 500uL 500uL 500uL 500uL y

7/ T\

Y/ T\ \

/ \ \

1/ N

I|Q(MmOo(O|®m

A—A 50uL Y

e / \ AN

flat-bottom r N
itelk 1 2 3 / 4 /g 6 7 8 \ 9 10 1 12

#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 H4 #2H4 #2H4 #2H4
A 2x10%5 2x10"5 2x10"5 2x10%5 2x10"5 2x10"5 2x10%5 2x10"5 2X3Q"5 2x10°5 2x10"5 2x10"5
me B mediums0uL.

B medium 50uL | B medium 50uL | B medium 50uL | B medium souL‘ B medium 50uL | B medium S0uL | B medium 50uL edium 50uL. B medium 50uL | B medium 50uL | B medium 50uL

#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 \ #2H4 #2H4 #2H4

B 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B meYium 50uL | B medium 50uL ledium 50uL | B medium 50uL | B medium 50uL

#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2244 #2H4 H4 #2H4 #2H4

C 2x10%5 2x10"5 2x10"5 2x10%5 2x10"5 2x10"5 2x10%5 2x1(5 2x10"5 2x1! 2x10"5 2x10"5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B mediuh§0uL | B medium S0uL | B medium BQuL | B medium 50uL | B medium 50uL

#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4

D 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5

B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium S50uL | B medium 50uL | B medium 50uL | B medium S50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL

#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
E 2x10%5 2x10"5 2x10"5 2x10%5 2x10"5 2x10"5 2x10%5 2x10"5 2x10"5 2x10°5 2x10"5 2x10"5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL

#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
F 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium S50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL

#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
G 2x10%5 2x10"5 2x10"5 2x10%5 2x10"5 2x10"5 2x10%5 2x10"5 2x10"5 2x10°5 2x10"5 2x10"5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium S0uL | B medium 50uL | B medium 50uL | B medium 50uL

#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
H 2x10°5 2x10"5 2x10"5 2x10°5 2x10"5 2x10"5 2x10°5 2x10"5 2x10"5 2x10°5 2x10"5 2x10"5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium S0uL | B medium 50uL | B medium 50uL | B medium S0uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL

Figure 12 Final constituents of each well of the plate

flat-bottom
black 1 2 B 4 5 6 7 8 e 10 1 12
Chemical | Chemical | Chemical [ Chemical | Chemical | Chemical | Chemical | Chemical | Chemical | Chemical [ Chemical | Chemical
Oug/mL Oug/mL 1.0ug/mL 2.0ug/mL 3.9ug/mL 7.8ug/mL 16ug/mL 31lug/mL 63ug/mL. 125ug/mL | 250ug/mL | 500ug/mL
0.1% DMSO|0.1% DMSO|(0.1% DMS0|0.1% DMS0O|0.1% DMSO|0.1% DMSO [0.1% DMSO [0.1% DMSO|0.1% DMSO|0.1% DMSO (0.1% DMSO|0.1% DMSO
A #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium [ B medium [ B medium | B medium | B medium | B medium | B medium [ B medium | B medium [ B medium | B medium [ B medium
100uL 100uL 100uL. 100uL. 100uL 100uL. 100uL. 100uL 100uL 100uL. 100uL 100uL.
Chemical | Chemical | Chemical [ Chemical [ Chemical | Chemical | Chemical | Chemical | Chemical | Chemical [ Chemical | Chemical
Oug/mL Oug/mL 1.0ug/mL | 2.0ug/mL | 3.9ug/mL | 7.8ug/mL 16ug/mL 31ug/mL 63ug/mL | 125ug/mL | 250ug/mL | 500ug/mL
0.1% DMSO|0.1% DMSO|(0.1% DMS0|0.1% DMS0O|0.1% DMSO|0.1% DMSO [0.1% DMSO [0.1% DMSO|0.1% DMSO|0.1% DMSO (0.1% DMSO|0.1% DMSO
B #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium [ B medium [ B medium | B medium | B medium | B medium | B medium [ B medium | B medium [ B medium | B medium [ B medium
100uL 100uL 100uL. 100uL. 100uL 100uL. 100uL. 100uL 100uL 100uL. 100uL 100uL.
Chemical | Chemical | Chemical [ Chemical [ Chemical | Chemical | Chemical | Chemical | Chemical | Chemical [ Chemical | Chemical
Oug/mL Oug/mL 1.0ug/mL | 2.0ug/mL | 3.9ug/mL | 7.8ug/mL 16ug/mL 31ug/mL 63ug/mL | 125ug/mL | 250ug/mL | 500ug/mL
0.1% DMSO|0.1% DMSO|(0.1% DMS0|0.1% DMS0O|0.1% DMSO|0.1% DMSO [0.1% DMSO [0.1% DMSO|0.1% DMSO|0.1% DMSO (0.1% DMSO|0.1% DMSO
C #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium [ B medium [ B medium | B medium | B medium | B medium | B medium [ B medium | B medium [ B medium | B medium [ B medium
100uL 100uL 100uL. 100uL. 100uL 100uL. 100uL. 100uL 100uL 100uL. 100uL 100uL.
Chemical | Chemical | Chemical [ Chemical | Chemical | Chemical | Chemical | Chemical | Chemical | Chemical [ Chemical | Chemical
Oug/mL Oug/mL 1.0ug/mL | 2.0ug/mL | 3.9ug/mL | 7.8ug/mL 16ug/mL 31ug/mL 63ug/mL | 125ug/mL | 250ug/mL | 500ug/mL
0.1% DMSO|0.1% DMSO|0.1% DMSO0|0.1% DMS0O|0.1% DMSO|0.1% DMSO [0.1% DMSO [0.1% DMSO|0.1% DMSO|0.1% DMSO (0.1% DMSO|0.1% DMSO
D #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium [ B medium [ B medium | B medium | B medium | B medium | B medium [ B medium | B medium [ B medium | B medium [ B medium
100uL 100uL 100uL. 100uL. 100uL 100uL. 100uL 100uL 100uL 100uL. 100uL 100uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
E 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
F 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium S0uL | B medium 50uL | B medium 50uL | B medium S0uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
G 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL
#2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4 #2H4
H 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5

B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium S50uL | B medium 50uL | B medium 50uL | B medium S50uL | B medium 50uL | B medium 50uL | B medium 50uL | B medium 50uL
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6. Preparation of the ssimulant (PMA/ionomycin) and addition to #2H4
6-1 Material
2 mM PMA stock
2 mM lonomycin stock
B medium
Ethanol
6-2 Preparation of 100 uM PMA
Dilute 2 mM PMA stock with the B medium as follows (20 times, final concentration is 100

uM).

fina
2mM PMA B medium Total concentrat
ion
5uL 95 uL 100 uL 100 uM

6-3 Preparation of control and x10 PMA/ionomycin solution

Dilute ethanol, 2 mM ionomycin and 100 uM PMA with the B medium to prepare
control or x10 PMA/ionomycin solution. Add the control to well #A1-#H1 of the 96
well clear plate (round bottom), and add x10 PMA/ionomycin solution to wells

#A2-#H2 of the 96 well clear plate (round bottom).

_ 2 mM 100 uM
B medium ) Ethanol Total
lonomycin PMA
Control 995 uL - 5uL 1000 pL
x10
PMA/ionomycin 2382 uL 12 ul 6 uL - 2400 pL
solution
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6-4 Addition of PMA/ionomycin to #2H4

One hour after the addition of chemicals, add 10 uL of control or PMA/ionomycin
solution to the cells (#A1-#H1 or #A2-#H12, respectively) using an 8 channel or 12
channel pipetman after pipetting 20 times. Make sure that the apex of the tip is dipped
into the medium. Change tips every line you add. Seal the plate, shake the plate with a
plateshaker and incubate in a CO; incubator for 6 hour (37°C, CO2, 5%). (cf. Figure 13)

Figure 13

round
bottom 1 2 3 4 5 6 7 8 9 10 11 12
clear

Control x10
A (1% PMA/lo
EtOH) W solution

Control x10
B (1% PMA/Io
EtOH) W solution

Control x10
C 1% PMA/lo
EtOH) W solution

Control x10
D 1% PMA/lo
EtOH) W solution

Control x10
E (1% PMA/Io
EtOH) W solution

Control x10
F (1% PMA/Io
EtOH) W solution

Control x10
G (1% PMA/Io
EtOH) W solution

Control x10
H (1% PMA/lo
EtOH) W solution

10uL 10uL

bcf)lt?;-m : 3 ) 4\ 5 NN \‘Qﬁu\ 1 12
N NI e
° Chemical A
: 1
. Cell:#2H4 I I
i Chemical B
S I I
" I [
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7. Control
7-1 Preparing control chemical (dexamethasone, cyclosporineA)
7-1-1  Preparing dexamethasone stock

Concentration of Preparing Final
Reagent Company ) . .
the stock solution concentration concentration
Dexametha | Sigma
sone-water | #D2915-100M G
soluble 2.5 mg/mL 2.5 mg/mL 50 ug/mL
Distilled GIBCO
water Cat#10977-015

Dissolve 100 mg of Dexamethasone-water soluble with distilled water 40 mL,
dispend at 50 uL/tube and store afreezer at -30°C.
7-1-2  Preparing cyclosporine A stock
Concentration of Preparing Fina

Reagent Company ) ) )
the stock solution concentration concentration

Cyclosporine | Sigma
A #C1832-5MG
DMSO Sigma#D5789

100 ug/mL 100 ug/mL 100 pg/mL

Dissolve 5 mg of cyclosporine A with DM SO 50 mL, dispend at 50 uL/tube and store
afreezer at -30°C.
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7-2 Preparation of cellsfor assay
A cell passage should be done 2-4 days before the assay.
Use cells between 1 and 6 weeks after thawing.

Pre-warm the B medium in a 37°C water bath. Count the number of cells and collect
the number of cells needed (5.0 x 10° cells are required, but to have some leeway, 7.5 x
10° cells should be prepared), centrifuge the tube at 120-350 x g, 5 min. Resuspend in
pre-warmed the B medium at a cell density of 4x10%/mL. Transfer the cell suspension to
areservoir, and add 50 uL of cell suspension to each well of a 96 well uclear black plate
(flat bottom) using an 8 channel or 12 channel pipetman. (cf. Figure 14)

Figure 14
G 1 2 3 4 5 6 7 8 9 10 u 12
black
#2H4 #2H4 #2H4 #2H4 #2H4
A 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium | B medium [ B medium [ B medium [ B medium
50uL 50uL 50uL 50uL 50uL
#2H4 #2H4 #2H4 #2H4 #2H4
B 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium | B medium [ B medium [ B medium [ B medium
50uL 50uL 50uL 50uL 50uL
#2H4 #2H4 #2H4 #2H4 #2H4
c 2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium | B medium [ B medium [ B medium [ B medium
50uL 50uL 50uL 50uL 50uL
#2H4 #2H4 #2H4 #2H4 #2H4
2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium | B medium [ B medium [ B medium | B medium
50uL 50uL 50uL 50uL 50uL
E
F
G
H
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7-3 Arrangement of chemicals and vehicle

Add DMSO 50 uL to #A4, 100 ug/mL cyclosporine A stock 50 ul to #A5, distilled
water 50 pl to #B1 and #B2, 2.5 mg/ml dexamethasone stock 50 ul to #B3 and the B
medium 180 ul to #B4 and #B5 of the 96 well clear plate (round bottom). (cf. Figure

15)

7-4 Dilution with the B medium

Dilute DM SO in #A4 and cyclosporine A DM SO solution in #A5 by adding 20 uL to
the B medium in #B4 and #B5, respectively. (cf. Figure 15)

Figure 15

round bottom 2 3 4 5 6 10 2
clear
CyA 100
A DMSO ug/mL stock
50uL 50uL
™ ™
silec | isled | 25y ) e = 20UL
Distilled Distilled 25 mg/mL B mediun*t’ B medium
B water water stock 180uL. 180uL
50uL 50uL 50uL
C
D
=
F
G
H
round bottom 2 3 4 5 6 10 12
clear
CyA 100
A DMSO ug/mL stock
30uL 30uL
DEX CyA 10
Distilled Distilled 25 mg/mL | DMSO 10% ug/mL
B water water stock in B medium | DMSO 10%
50uL 50uL 50uL 200uL  |in B medium
200 uL
C
D
=
F
G
H
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7-5 2 step dilution

Add 20 pL of the diluted chemical or vehicle to 480 uL (1-3 lanes) or 980 uL (4-5
lanes) of the B medium prepared in the assay block. And add 50 uL to #2H4 in a 96
well plate using an 8 channel or 12 channel pipetman after pipetting 20 times.
Manipulate the procedures from 7-4 to 7-5 as quickly as you can, and do not leave a
long time at step after 7-4 or Figure 16. Seal the plate, shake the plate with a plateshaker
and incubate in a CO: incubator for 1 hour (37°C, CO», 5%). (cf. Figure 16-18)

Figure 16
fomnelection) 1 2 3 4 5 6 7 8 9 10 1 12
clear
CyA 100
A DMSO ug/mL stock
30uL 30uL
( DEX CyA10
Distilled Distilled 25 mg/mL | DMSO 10% ug/mL
B water water stock in B medium| DMSO 10%
50uL 50uL 50uL 200uL  |in B medium
\. 200 uL
C
D
E
F
G
; 20uL
a2y 1 2 3 4 5 6 7 8 9 10 11 12
Block b
7
A B medium | B medium | B medium [ B medium | B medium
480uL 480uL 480uL 980uL 980uL.
B
C
D
E
F
G
H
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Figure 17

Assay
Block 1 2 3 4 5 6
e R
DEX 100 | DMSO C:Qiol_o
B medium | B medium ug/mL 0.2%
R 500uL 500uL B medium | B medium DQASOdQ.Z%
500uL 1000uL medium
1000uL )
B A\
c /// \
D Z/ \
: 7Z/— W[~ 50ul
F //
G /[ \
- //// \\
flat-bottom
5 e 1 / / 2 3 5 6 7
#2H4 y  #2HA 7130 #2H4
A 2x10"5 2x10"5 2x10"5 2x10"5
B mediu B medium | B medium B medium
B 2x10"5 2x10"5 2x10"5 2x10"5
B medium | B medium | B medium B medium
50uL 50uL 50uL 50uL
s HoHa4 HoHA
c 2x10"5 2x10"5 2x10"5 2x10"5 105
B medium | B medium [ B medium [ B medium | B rjedium
50uL 50ul 50uL 50uL L
#2H4 #2H4 #2H4 #2H4 #2H4
2x10"5 2x10"5 2x10"5 2x10"5 2x10"5
B medium | B medium [ B medium [ B medium [ B medium
S0ul 50ul S0ul S0ul 50ul
E
F
G
H

Figure 18 Final constituents of each well of the plate

flat-bottom
o 1 2 3 4 5 6 7
#2H4
#2H4
#2H4 #2H4 205 cell (7208 24075 cell
2x10%5 cell |2x1075 cell |DEX 50 XL cell |©Y.
A > > DMSO 0.1% | ng/mL
B medium B medium |ug/mL B medi DMSO 0.1%
100uL 100uL B medium |5 medium -
100uL 100uL B medium
100uL
#2H4
#2H4
#2H4 #2H4 205 cell (7208 24075 cell
2x10%5 cell |2x1075 cell |DEX 50 XL cell |©Y.
B > > DMSO 0.1% | ng/mL
B medium B medium |ug/mL B medi DMSO 0.1%
100uL 100uL B medium |5 medium -
100Ul 100uL B medium
100uL
#2HA
#2H4
#2H4 #2H4 2x10%5 cell |#2H4 2y )

2x105 cell |2x1075 cell [DEX50  |2X1075cell |CyA 100

€ B medium B medium |ug/mL gMSS. L B%’gg 01%
100uL 100uL B medium |2 medium O
100Ul 100uL B medium
100uL
#2H4
#2H4
#2H4 #2H4 205 cell [F2HA 24075 cell
2x1075 cell |2x1075 cell |DEX 50 X0 cel | &Y.
D " . DMSO 0.1% ng/mL
B medium (B medium |ug/mL B medium | DMSO 0.1%
100uL. 100uL B medium e
100Ul 100uL B medium
100uL
E
F
G
H
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7-6 Addition of PMA/ionomycin to #2H4

One hour after the addition of dexamethasone and cyclosporine A, add 10 uL of control
or PMA/ionomycin solution prepared in §6-3 to the cells (#A1-#D1 or #A2-#D5,
respectively) using an 8 channel or 12 channel pipetman after pipetting 20 times. Make
sure that the apex of the tip is dipped into the medium. Change tips every line you add.
Sedl the plate, shake the plate with a plateshaker and incubate in a CO. incubator for 6
hour (37°C, CO2, 5%). (cf. Figure 19)
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Figure 19
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8. Calculation of thetransmittance factors

Color discrimination in multi-color reporter assays is generally achieved using
detectors (luminometer and plate reader) equipped with optical filters, such as sharp-cut
(long-pass) filters and band-pass filters. The transmittance factors of these filters for
each bio-luminescence signal color must be calibrated prior to all experiments by
following the protocols below.

8-1 Reagents
¢ Single reference samples:

Lyophilized luciferase enzyme reagent for stable luciferase green (SLG)
Lyophilized luciferase enzyme reagent for stable luciferase orange (SLO)
Lyophilized luciferase enzyme reagent for stable luciferase red (SLR)

e Assay reagent:
Tripluc® Luciferase assay reagent TOY OBO Cat#MRA-301

¢ B medium: for luciferase assay (30 mL, stored at 2- 8°C)

Final conc. in | Required
Reagent Company Conc. i
medium amount
RPM1-1640 GIBCO #11875-093 - - 27 mL
FBS Biological Industries
Cat#04-001-1E - 10% 3mL
Lot: 715004
8-2 Preparation of luminescence reaction solution

Thaw Tripluc® Luciferase assay reagent (Tripluc) and keep it at room temperature
either in a water bath or at ambient air temperature. Power on the luminometer 30 min
before starting the measurement to allow the photomultiplier to stabilize.

Add 200 pL of 100 mM Tris-HCI (pH8.0) contains 10 % glycerol to each tube of
lyophilized reference sample to dissolve the enzymes, divide into 10 uL aliquotsin 1.5
mL disposable tubes and store in a freezer at -80°C. The stored frozen solution of the
reference samples can be used for up to 6 months.

Add 1 mL of the B medium to each tube of frozen reference sample (10 uL sample per
tube). Keep the reference samples on ice to prevent deactivation.
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8-3 Bioluminescence measurement

Transfer 100 uL of the diluted reference samples to a black 96 well plate (flat bottom)
as shown below.

Figure 20
ﬂatt;:);tliom L 2 3 10| 1|
A
B SLG100nL | SLG100mL | SLG 100nL
©
D SLO100nL | SLO100mL | SLO 100nL
E
F SLR100nL | SLR100nmL | SLR100 nL
G
H

Transfer 100 pL of pre-warmed Tripluc to each well of the plate containing the
reference sample using a pipetman. Shake the plate for 10 min at room temperature
(about 25°C) using a plate shaker. Remove bubbles in the solutions in wells if they
appear. Place the plate in the luminometer to measure the luciferase activity.
Bioluminescence is measured for 3 sec each in the absence (FO) and presence (F1, F2)
of the optical filters. An example of the raw output datais shown below.

124



Figure 22

Measurement without Filter
1 2 3 4 5 6 7 8 9 10 11

12

3757015 3716611 3810382

1202691 1210208 1122295

2465453 2207572 2077689

I G T mooO >

Measurement with Filter 1
1 2 3 4 5 6 7 8 9 10 11

12

1269950 1257268 1289562

808550 813160 754174

2193723 1968240 1853873

I O T Mmoo m@>

Measurement with Filter 2
1 2 3 4 5 6 7 8 9 10 11

12

236478 234079 240876

235121 235878 217432

1585258 1420099 1339265

I G T moOonw>

Six transmittance factors of the optical filters were calculated as follow:

#B1 of F1+ #B2 of F1+ #B3 of F1
#B1 of FO+ #B2 of FO+ #B3 of FO

Transmittance factor (cGgss)=

#D1 of F1+#D2 of F1+#D3 of F1
#D1 of FO+#D2 of FO+#D3 of FO

Transmittance factor (cOgss)=

#F1 of F1+#F2 of F1+#F3 of F1
#F1 of FO+#F2 of FO+#F3 of FO

Transmittance factor (kRrss)=

#B1 of F2+ #B2 of F2+ #B3 of F2
#B1 of FO+ #B2 of FO+ #B3 of FO

Transmittance factor (xGreo)=

#D1 of F2+#D2 of F2+#D3 of F2
#D1 of FO+#D2 of FO+#D3 of FO

Transmittance factor (Oreo)=

#F1 of F2+#F2 of F2+#F3 of F2
#F1 of FO+#F2 of FO+#F3 of FO

Transmittance factor (kRreo)=

In the case shown above,
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1269550+1257268+1289562

Transmittance factors (icGrsg)= =0.338
3757015+3716611+3810382

808550+813160+754174

Transmittance factors (kOrse)= =0.672
1202691+1210208+1122295

2193723+1968240+1853873 _

Transmittance factors (kRrse)= =0.891
2465453+2207572+2077689

. _  236478+234079+240876 _
Transmittance factors (kGreo)= 3757015437166 1153810382 0.06

. 235121+235878+217432
Transmittance factors (kOreo)= =0.195

1202691+1210208+1122295

1585258+1420099+1339265 _
2465453+2207572+2077689

Transmittance factors (kRreo)=

Calculated transmittance factors are used for all the measurements executed using
the same luminometer.
Input the transmittance factors to #C6-#E7 of the “Data Input” sheet of the Data sheet as
follow.

Figure 23
] A ’ B C D E F
1 | MultiReporter Assay System -Tripluc®- Calculation Sheet
2
3 Transmittance Data
4 SLG SLO SLR
5 FO 1 1 1
6 F1 KGRSG K0n55 KRnss
7 F2 KGR50 KORSO KRnso
8
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9. M easurement

Please refer Appendix 1 for the principle of measurement of luciferase activity.

Thaw Tripluc® Luciferase assay reagent (Tripluc) and keep it at room temperature
either in awater bath or at ambient air temperature. Power on the luminometer 30 min
before starting the measurement to allow the photomultiplier to stabilize.

Transfer 100 pL of pre-warmed Tripluc from the reservoir to each well of the plate
containing the reference sample using an 8 channel or 12 channel pipetman. Shake the
plate for 10 min at room temperature (about 25°C) on a plate shaker. Remove bubbles in
the solutionsin the wellsif they appear. Place the plate in the luminometer to measure
the luciferase activity. Bioluminescence is measured for 3 sec each in the absence of
(FO) and presence (F1, F2) of the optical filters.

1%. Add the information regarding the name of laboratory, the round of experimentsiif
multiple experimental sets are performed, the experiment number, date, the operator,
chemical codes, dissolved in distilled water or DM SO, the prepared concentration,
molecular weight of the chemicals and commentsif any to Face Sheet of the data sheet.

Figure 24 “Face Sheet” of the data sheet

| Multi-lmmunoTox Assay Datasheet for #2H4 cells |

Ver. 005.2

Laboratory | | | Round |
| |
Date: | | | Operator: |
(YYYY/MM/DD)

Molecular | Chemical 1
weight [ Chemical 2

[Chemical 1 [ | . : [Chemical 1 [ | :
Code [Chemical 2 | | Dissolution [Chemical 2| | mg/ml in li
[ |
[ |

Comment:
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2" Copy the results of the FO, F1 and F2 measurements (values are expressed as
counts) and paste them into the appropriate area in the “Data Input” sheet of the data
sheet shown below. In addition, input the transmittance factors calculated in "§5.
Calculation of the transmittance factors" to #C6-#E7 of the “Data Input” sheet.

Fi gure 25 “Data Input” sheet of the data sheet

J A B C D E F G H I J K L M N
MultiReporter Assay System -Tripluc®~ Calculation Sheet

1
2
3 Transmittance Data
4 SLG SLO SLR
5 T0 1 1 1 #VALUE!  #VALUE!  #VALUE!
6 T #VALUE!  #VALUE!  #VALUE!
7 T2 #VALUE!  #VALUE!  #VALUE!
8
9 |Filter 0 Data 1 2 3 4 5 6 Y 4 8 9 10 11 12
10 A
11 B
12 c
13 D
14 E
15 F
16 G
17 H
18
19 [Filter 1 Data 1 2 3 4 5 6 7 8 9 10 11 12
20 A
21 B
22 c
23 D
24 E
25 F
26 G
27 H
28
29 |Filter 2 Data 1 2 3 4 5 6 7§ 8 9 10 11 12
30 A
31 B
32 c
33 D
34 E
35 F
36 G
37 H

38

Next, the calculated results for the parameters of the Multi-Immuno Tox assay for each
concentration, e.g., SLG-LA, SLO-LA, SLR-LA, nSLG-LA, nSLO-LA, the mean + SD
of SLG-LA, the mean = SD of SLO-LA, the mean + SD of SLR-LA %suppression and
graphs will automatically appear on the “Result Format” sheet of the data sheet.
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Figure 26 “Result Format” sheet of the data sheet
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10. Data analyss
Definition of the parameters used in the Multi-Immuno Tox assay

»  SLG-luciferase activity (SLG-LA) Luciferase activity of stable luciferase green
(Under the control of I1L-2 promoter)
*  SLO-luciferase activity (SLO-LA) Luciferase activity of stable luciferase orange
(Under the control of IFN-y promoter)
*  SLR-luciferase activity (SLR-LA) Luciferase activity of stable luciferase red
(Under the control of G3PDH promoter)
* Normaized SLG-LA (nSLG-LA) =(SLG-LA)/(SLR-LA)
*  Normaized SLO-LA (nSLO-LA) =(SLO-LA)/(SLR-LA)
* Inhibitionindex of SLR-LA (I.I.-SLR-LA) The cytotoxic effect of chemicals
=(SLR-LA of #2H4 treated with chemicals)/(SLR-LA of untreated #2H4)
*  %suppression The effect of chemicalson IL-2 or IFN-y promoter
=(1-(nSLG-LA or nSLO-LA of #2H4 treated with chemicals)
/(nSLG-LA or nSLO-LA of non-treated #2H4)) x 100

1. Criteria

11-1 Acceptance criteria

The following acceptance criteria should be satisfied when using the Multi-Immuno Tox
Assay method.

 If Fold induction of nSLO-LA of PMA/lonomycin wells without chemicals
(=(nNSLO-LA of #2H4 cdls treated with PMA/lonomycin) / (nSLO-LA of
non-treated #2H4 cells)) demonstrate less than 3.0, the results obtained from the
plate containing the control wells should be rejected.

* If the number of concentration which satisfy 1.1.-SLR-LA>=0.05 is less than 4, the
results should be rejected, and the following experiments should be done using the
concentration described in 5-1.

11-2 Criterion
Conduct three independent experiments for each chemical.
Identification of immunotoxicant is evaluated by the 95% simultaneous confidence
interval of the difference of two adjusted means of %suppression between a
concentration group of atested chemical and the control group, which is based on the
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Dunnett’s test adjusted three independent experiments and can be calculated by the
framework of the general linear model.

For the concentration at which I.1.-SLR-LA is greater than or equal to 0.05 at al
three experiments, :

The result with two or more consecutive statistically significant positive (negative)
points or one or more statistically significant positive (negative) point aswell asatrend
in which 3 or more points above (below) the red line are increasing (decreasing) is
regarded as immunosuppression (immunoaugmentation). The result simultaneously
satisfies the two conditions is regarded as immunosuppression / immunoaugmentation.
Other result is regarded as no effect.

In the second experiment, If the number of concentration which satisfy
[.1.-SLR-LA>=0.05 is less than 6, determine the minimum concentration at which
I.1.-SLR-LA became lower than 0.05 in the second experiment, use the concentration
one step (2-times) higher than this determined concentration as the highest
concentration of the chemical to examine, and conduct 10 seria dilutions at a common
ratio of 2 from the highest concentration in the following experiments.

If the number of concentration which satisfy 1.1.-SLR-LA>=0.05 in common by 3
experimentsis less than 6, conduct 4™ or 5™ experiment.

If there are plural combinations of at least 6 concentrations which satisfy
[.1.-SLR-LA>=0.05, adopt the combination with higher concentration.
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12. Update record
Ver. 009.1E 2017.5.8 distribution
Changethe criteria

Ver. 009.0E 2017.4.7 distribution
Change the preparation of chemicals
Change the acceptance criteria
Changethe criteria

Ver. 008.5E 2016.9.14 distribution
Changethe criteria

Ver. 008.4E 2016.9.9 distribution
Changethe criteria

Ver. 008.3E 2016.8.1 distribution

Correction of the preparation of PMA and ionomycin
Change the preparation of PMA and ionomycin
Change the preparation of controls

Addition of Acceptance criteria

Ver. 008.1E 2016.2.2 distribution
Changes after the VMT meeting

Ver. 008.0E 2016.1.19
Translation to English
Addition of appendix

Ver. 006.0J 2015.8.17

Change the preparation of chemicals (same method to the IL-8 Luc assay)
Delete the ateration in Ver. 005.0J

Ver. 005.0J 2015.1.9 distribution

Change to use SLR-LA of THP-G8 at the calculation of nSLG-LA of TGCHAC-A4
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Ver. 004.1) 2014.12.10 distribution
Change the cellar concentration at cell passage
Modify figure 16, 17

Ver. 004.0J 2014.11.17 distribution

For the validation study at AIST, FDSC and Tohoku university (chemicals: Sodium
Bromate (NaBrOs), Nickel (11) sulfate (NiSOa), Dibutyl phthalate (DP),
2-Mercaptobenzothiazole (2-MBT))

Change THP-G1b cellsto TGCHAC-A4 cdlls

Change cell number of THP-G8 and TGCHAC-A4 5x10M4/well to 1x10"5/well
Change concentration of chemicals 11 steps to 10 steps

Change final concentration of LPS (THP-G8 : 25 ng/mL, TGCHAC-A4 : 1 ng/mL)
Change the way of addition of LPS (2 mL/well to 10 mL/well)

Changethe criteria

Ver. 002.0J 2013.08.19 distribution

For the validation study at AIST and FDSC (chemicals. CoCl,, NiSO4, |sophorone
diisocyanate, 2-M ercaptobenzothiazole

Change the common ratio 3 to 2

Change the concentration of LPS 100 ng/mL to 25 ng/mL

Add description about the control (dexamethasone)

Delete the appendix about THP-G8 cell

Ver. 001.1J 2012. Nov. 13 distribution
Add the appendix about THP-G8 cell

Ver. 001J 2012. Nov. 09 distribution
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Appendix 1 Principle of measurement of luciferase activity

MultiReporter Assay System -Tripluc- can be used with a microplate-type
luminometer with a multi-color detection system, which can equip two optical filters
(e.g. Phelios AB-2350 (ATTO), ARVO (PerkinElmer), Tristar LB941 (Berthold)). The
optical filters used in measurement are a 560 nm long-pass filter and a 600 nm
long-pass filter.

(1) Measurement of three-color luciferase with two optical filters.

Thisis an example using Phelios AB-2350 (ATTO). This luminometer equips a 560 nm
long-pass filter (560 nm LP, Filter 1) and a 600 nm long pass filter (600 nm LP, Filter 2)
for optical isolation.

First, using luciferase enzyme reagent of SLG (Amax = 550 nm), SLO (Amax = 580
nm) and SLR (Amax = 630 nm), measure i) the intensity of light without filter (all
optical), ii) the intensity of 560 nm LP (Filter 1) transmitted light iii) the intensity of 600
nm LP (Filter 2) transmitted light, and cal cul ate the coefficient factor listed below.

Coefficient factor Abbreviation | Definition

SLG Filter 1 transmittance factor KGRrss The intensity of 560 nm LP (Filter 1)
transmitted SLG / the intensity of SLG
without filter (all optical)

Filter 2 transmittance factor KGreo The intensity of 600 nm LP (Filter 2)
transmitted SLG / the intensity of SLG
without filter (all optical)

SLO Filter 1 transmittance factor KORrs6 The intensity of 560 nm LP (Filter 1)
transmitted SLO / the intensity of SLO
without filter (all optical)

Filter 2 transmittance factor KORre0 Theintensity of 600 nm LP (Filter 2)
transmitted SLO / the intensity of SLO
without filter (all optical)

SLR Filter 1 transmittance factor KRRrs6 The intensity of 560 nm LP (Filter 1)
transmitted SLR / the intensity of SLR
without filter (all optical)

Filter 2 transmittance factor KRRre0 Theintensity of 600 nm LP (Filter 2)
transmitted SLR / the intensity of SLR
without filter (all optical)

134




When the intensity of SLG, SLO and SLR in test sample are defined as G, O and R,
respectively, i) the intensity of light without filter (all optical): FO, ii) the intensity of
560 nm LP (Filter 1) transmitted light and iii) the intensity of 600 nm LP (Filter 2)
transmitted light are described as bel ow.

FO=G+O+R

F1=xGrss X G + kOrs6 X O + kRRrss X R

F2=kGreo X G + kOrso X O + kRreo X R
These formulas can be rephrased as follows

FO 1 1 1 G
<F1> = (KGR56 KOrss KRR56> <O>
F2 KGreo ¥Oreo KRreo/ \R

Then using calculated coefficient factors and measured FO, F1 and F2, you can calculate
G, O and R-value asfollows.

G 1 1 1 \'/FO
<O> = (KGR56 KOgs6 KRR56> (F1>
R KGreo KOgreo KRgeo F2

This calculation can be performed using the functions "MININVERSE" and "MMULT"
in Microsoft Excel. These calculations are integrated in the Data Sheet.
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Appendix 2 Validation of reagents and equipment

5-1 Measurement of transmittance of optical filter for multicolor measurement

For color discriminations in the multi-color reporter assay, detectors (luminometer and
plate reader) are usualy equipped with optical filters, such as sharp-cut (long-pass)
filters and band-pass filters. The transmittance factors of these filters for each
bioluminescence signal color have to be calibrated prior to all experiments by following
the protocols below.

5-1-1 Reagents
Single reference samples:
Lyophilized luciferase enzyme reagent of SLG
Lyophilized luciferase enzyme reagent of SLO
Lyophilized luciferase enzyme reagent of SLR
Assay reagent:
Tripluc® Luciferase assay reagent TOY OBO Cat#MRA-301
B medium: for luciferase assay (30 mL, stored at 2 — 8°C)

Reagent Company Con | Final | conc. | Require
C. in medium d amount
RPMI-1640 GIBCO #11875-093 - - 27 mL
FBS Biological Industries
Cat#04-001-1E - 10 % 3mL
Lot: 715004

5-1-2 Calibration

5-1-2-1 Preparation of luminescence reaction solution

Thaw Tripluc® Luciferase assay reagent (Tripluc) and keep it at room temperature by
bathing in water or ambient air. Start the luminometer 30 min before starting the
measurement for stabilization of the photomultiplier.

Add 200 p L of 100 mM Tris-HCI (pH8.0) contains 10% glycerol to each tube of the
lyophilized reference samples to dissolve the enzymes, followed by separating them
into 1.5 mL disposable tubes at 10 p L each and storing in a freezer at -80°C. The
stored frozen solution of the reference samples can be used for one half year.

Add 1 mL of the B medium to each tube of the frozen reference sample (10 p Lina
tube) and label them as SLG1/1, SLOL1/1 and SLR1/1. Keep the reference samples on
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ice to prevent deactivation.

Prepare dilution series of the single reference samples of SLG, SLO and SLR as
follows. Dilute 0.3 mL of each 1/1 solution with 0.9 mL of the B medium to make
SLG1/4, SLO1/4 and SLR1/4. In the same manner, prepare 1/16 and 1/64 solution of
each. Keep diluted reference sampleson ice.

5-1-2-2 Bioluminescence measurement

Transfer 100 uL of the diluted reference samples to a black 96 well plate (flat bottom)
as shown below.

Figure 27
T'att;f’glt(°m 1 2 3 4 5 6 7 8 9 10 u |
A
5 SG | SG | SG | SG|SG|SG|SG|SG]|SG]|SG|sc | sc
vi | v1 | vi | va | va | va | vie| ve | v | ves | vea | ves
C
= SO | SO0 | SO0 | S0 | S0 |S0|S0|S0| 90| 90| 0| S0
1 | vi | v | va | wa | va | vie| ve | vie | vea | vea | vea
E
n SR | SR | SR | SR | SR | SR | SR | SR | SR | SR | SR | R
v | v | v | va| va| va | ve| v | vie | ves | ves | ves
S
H

Transfer 100 uL of pre-warmed Tripluc to each well containing the reference samples
of the plate using a pipetman. Shake the plate for 10 min at room temperature (about
25°C) with a plate shaker. Remove bubbles on the solutions in wells if they appear.
Place the plate into the luminometer to measure the luciferase activity. Bioluminescence
is measured for 3 sec each in the absence (FO) and presence (F1, F2) of the optica
filters.

Copy the results of the FO, F1 and F2 measurement (values are expressed as counts)
and paste it to the appropriate area in the “Data Input” sheet of the data sheet for data
analyses shown below.
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Figure 28
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Record al the results for quality control.

5-2 Quality control of equipment

In order to confirm the detector stability as the quality control, the reference luciferase
sample, optical property, the protocol described here should be performed at the
beginning of the experiments every day.

5-2-1 Light source
LED Plate: Reference LED light source plates equipped with stabilized red, green, and
blue LEDs are commercially available. For example,
TRIANT® (wSL-0001) by ATTO (Tokyo, Japan)
L 12367 by Hamamatsu Photonics (Shizuoka, Japan)

5-2-2 Data collection (an example using TRIANT® by ATTO)
1) Start luminometer 30 min before starting the measurement for stabilization of the
photomultiplier.
2) Start LED plate and select “ PMT” mode.
3) Select three-color (BRG) mode and adjust light intensity to 1/10 (10E-1).
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4) Place the LED plate into the luminometer. Light intensity is measured for 3 sec each
in the absence (FO) and presence (F2) of the optical filter.

5) Blue, green, and red LEDs are located at the position of #F6, #E6, and #D6,
respectively. Copy the collected data of each position to the appropriate area on
Sheet “LED” in the excel file of the data sheet.

6) Check the photo-detector performance by comparing with old data of the LED plate.
For quality control purpose, every collected data should be recorded.

7) LED plate data typically fluctuates up to 1.5% (o). Disagreement to the old data

should be less than 3xag (= 4.5%).
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Multi-ImmunoTox Assay Datasheet for #2H4 cells Ver. 008.2

Face Sheet
| Multi-lmmunoTox Assay Datasheet for #2H4 cells
Ver. 008.2
| Laboratory| | | Round |
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| Exp. 1st exp. | (Highest soluble conc. In the next exp.s mg/ml
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Comment:
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140

ug/mL



Multi-ImmunoTox Assay Datasheet for #2H4 cells Ver. 008.2

Data Imput Sheet
MultiReporter Assay System -Tripluc™- Calculation Sheet
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Multi-ImmunoTox Assay Datasheet for #2H4 cells Ver. 008.2
Result Format Sheet

MukReporerhss ey System —Trphc* - C akulithn §hest
t

HIETY

rSLO-4A

Aace

Aace

FAISLO4A

ChemiAAL

Chemizt2

YSLEIeS DY
LS

wer 7
7 we " e e smwe
7 rwe " e 7 e 7 smwe
7 amwe " e 7 smwe T smwe
7 pmien 7 amiuven T amiuer T amiues
7 nwe " e " e 7 smwe
7 amwe " e smwe T smwe
7 pmiven 7 amiuven T amiuen T amiues
7 rnwe " e " e 7 smwe

7 pmien 7 amier 7 amier T amiues

7 mwen " e 7 amiwes 7 amiwes 7 smwes " s " aawes " e
7 mwen 7 smwes 7 smiwes 7 amiwes 7 sswes 7 sewes 7 aawes 7 aawes
" amwen " smwen 7 amwer 7 amwes 7 smwes 7 snwes " w7 e
7 aLUEs 7 aluEs T amlues T amlues T amlues T amIues T aalues o alues
7 mwen " e 7 smies 7 amwes 7 sswes " sewes 7 w7 sawes
7 amwen 7 smwes 7 smwer 7 amwes " smwes " snwes " amwes 7 e
7 AaLUEs ” aluEn T amlues T amLues T anlues T amIues T avalues 7 arlues
7 mwen " e 7 mies 7 amwes 7 e " smwes 7 pawes 7 e

[ECINIVE RATVS RPNV S RPIVS RTVAIVS RPNV RNV S RtV |

IL-2GAPDH

_Cmﬂ.SZ

7 amwe T e T anwe T anwe
7 pmien 7 amien 7 e 7 e

7 pmiven ™ amien 7 e T amies
7 amwe " e " amwe T amwe

7 pmien 7 amien 7 amioes 7 amies
7 amwen " amwe 7 smwe T smwes

7 amwen 7 smwe
7 pmiwes 7 e

7 amwen ” smwes 7 amwen 7 amwen ” smwes ” snwes
LTIV R NTY = RNV = RN TY = RN Y = RPNV = ]

7 pmwen 7 aiues
7 amwen " smwe

7 pmwwen 7 aaies 7 amies 7 avaies T aaioes T amies
7 amwen ” smwe 7 smwes 7 amwes " smwes " snwes

TV BTV RNV = R VNTY = RV RNV R VNIV = RNV = |
" amwes " smwes 7 smwer ” smwes " smwes 7 smwes " amwes 7 smwes

7 pmien 7 amiver T amier T amiues
7 pmiven 7 pmiven 7 pmiues 7 smioes

" mwen 7 amiwer T amier T e T amies T anies T e T e
7YV 70— 7N TY = VY10 = g TY = N IY = NI = R NI = ]

7 amwe e
pmiuer 7 AmLUEY

od #nawe " anwe

od” amwer " Amwes

LTIV RZATUS RNV S RPNV S RrvAIVS RNV RNV S RgzvNv S |

(ETNIV= RGETU= RPNV S RgEVATY S RZVATUS RPNV RNV RNV = |

142

100




Multi-ImmunoTox Assay Datasheet for #2H4 cells Ver. 008.2
Control Sheet

MultiReporter Assay System ~Tripiuc® - Calculation Sheet
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D.

5. WVALUEL  HVALUEL  AVALUED  BVALUE!  HVALUE!
FInSLO-LA| #VALUEI  #VALUEI ddw HUALEL DMSO
HVALUE!  HVALUE!  #VALUE!  #VALUE!  #VALUE! HVALUE!  HVALUE!  HVALUE!  #VALUE!  #VALUE!
#VALUE!  HVALUE!  #VALUE!  #VALUE!  #VALUE! HVALUE!  SVALUE!  HVALUE!  #VALUE!  #VALUE!
oy 0 o #vaLLe o ALl
EE (K) N N
IL-16 0 0 " HVALUE! U' HVALUE!
) ! !
IFN-g v v
o ) o 0 HVALUE! 0 HVALUE!
I8 o o " HVALUE! ﬂ' HVALUE!
TR () : N
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6
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FaceSheet#F23

Ver.007.1
FInSLO-LA
%suppression
Ver.007
phase 1

Ver.006
phase 0

Ver.005.2

FaceSheet

EC30 Lowest-Observed-Effect Level (LOEL) Max %suppression, Min %suppression
Ver.005.1

Ver.005

Multi-Immuno Tox Assay 20141117 Ver.004J
Y%suppression

Ver.004

Result Format2 2

Ver.003.1

Ver.003

dexamethasone, cyclosporin A)

Ver.002.1
%Suppression

Ver.002

Ver.001
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)] () Exp. No.
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Multi-ImmunoTox Assay Ver. 003.1

3-1 #2HAME R 5k

3-1-1 A (P

O ®oHLH. #2HAFICH 1S mLE3T" CIERHTRO THL (EEM).

O R#xMEME3 CHEBHTRAL. 72HAACHEI mLE AN THUV15 mLOFLEITMZ S
(HBABIKO05 mL+CHEHh 9 mL=319.5 mL)

O #EOLTHRELED D (120-350 xg, SHIEE).
O EEERSIBREL. EISBHTHL=#2HAFACHE15 mUIZHEZEAL TT-75 Flask THEE
BT % (37°C, 5%CO,),
OEf@&y HREL. EFELHAT B
(&t5%)
AR
JEAARAE:
ESid=H 4£ A B FieE:
=12 SRHLA HITQHE A (P2)

O Hohleh, #2HIMARIYLEEE37 CIERHETEHTHS.

O 4ERFRELTIA~4B #ICSRIAFHIE AN f- i3 G2HAFIALE ) 251085 5.
TS5RhOMBRERBERYFTERYTAUTLTECL, MBHET AT 5.

( + )X = x16/mL—A

0 pEMBELIRY. EDLTHEZERD S (120-350 x g, 5512, EHERSIREL. £IZBHTHL
#2HAFARE#15mLIZ3 x 10/ mLCHIRAE EBL TT-75 Flask THET 5,

X RARELSE-THhE FSEOZEECLHBANEEEEDLL,

ARDETE -

EdiA=N £ A B OFE:

3-1-3 EHOREIEE (PILIK)

P

O BHohls. #2HARAK N EEL37 CIERMTEHTHS

0O 7522h0O#MBREREERYFTERY T4V FLTIECL. MBMETRT 5.

FECABIIEEE (L3 X 10°/mL, S HERIFEIZ3 4B RE TS,

( + )/ x = x10/mL—A

O E@RELRY.ROLTERELDS (120-350 x g 55TRE), LFERSIREL. £ISROTH:
ABEM15mLIZ3 X 10°/mLCHRI%AEEL TT-75 Flask CHE S .

X RAREAFA-THhE FROZELHBAMLEGEDLEL.

AEORWE:  ml
EiHA: £ B A EkE:
p-

O &HoALS. #2HIAASIEEES37" CIEBMTEHTH
O 75Z23hOMERERRERYFTERY T I LTECL. MRBERET 2.
HCABALIRRE (L3 x 10°/mL, BHLRIREIZ3 B R THTS,
+ Voox = x 10/mL—AiB
0 BHEMMELEMY.EDLCHBERD S (120-350 x g 55F2E). EFERFIREL. RITEHTHL
ABEH15mLIZ3 X 10°/mLCHIRIE RS EL TT-75 Flask CHE S .
X BARELSFA-THhE FEOZXEPLHBAIRLEGEDLEL.

ABDIRIE : mL
EfiE: £ B H.OEmE:
p-

O HoALSH. RHIRASIBEE#37" CIEBMTREDTH

O 7523hOMEREREERYFTERY T I LTIECL. MRBERET 5.

HAMBREE 2 x 10°/mL, SRS IR BE TS,

( + )/ x = x 10/mL— A&

0 REMMEERY, FEDLTHEERD S (120-350 x g, 55FE). LHFERSIREL, EISBEHTH LV
ABEN15mLIZ3 X 10°/mLCHIRIZAEEL TT-75 Flask CHEE Y 5.

X RAREAFA-THLE FEOZECLHBIRLEEFGEDLEL.

ABDRRE mL

A= £ A B OEWE:

p-

O Hohleh, #2HAAAEIREE#37° CIEBETRD THS

O 7523 OMEREREERYFTERY T I LTIECL. MRBEET 5.

MBI £2 x 107/mL. SAMAES IR BE TS,

( + ooox = x10/mL—Ai

O 2E@EREERY. BOLTHERELSDS (120-350 x g 5HTEE), LHFERIREL. £ISRHTH:
ABEN15mLIZ3 X 10°/mLCHIRIZAEEL TT-75 Flask CHE Y 5.

X RRREAFA-THLE. FEOZECLHFHAIMLEEGEDLL.

ABDRRE : mL

=N £ A B OEE:

147



Multi-ImmunoTox Assay Ver. 003.1

MITA

X 20x107 cells/  x15= cells
X
cells/mL mL
cells/mL
cells™
mL * ~+(4x10%)
50 oL /well

(dexamethasone, cyclosporine A)

#A1-#D5 50 o/ well
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Multi-ImmunoTox Assay Ver.

EBE  MTA N\)TF—LavBR

xREA

i

€]

BHRHEI—F

HHRBRHEEOWHD (FEA~DBR)

25mg/mLKBERT OFLITE#EET
50mg/mLIKERT
100mg/mLKEET
—_— Ox2cEg
500me/ml. DMSOTER T (DL TRLIMEELHLY
Ox2CERET
!
S Ox2B
250mg/ml. DMSOFET (DB TRLYFEELALY)
Ox2BmeT
!
O
28 3 o
125me/ml DMSOF T (OEDTRUIMEELHLY
Ox2(HRET
!
62.5mg/mL DMSOBHRT O2i-ER

(O@DTRLYREELALY)
Oxe(cEied

1
[mEGES

(ORDTRUYMEELHLY)
OFLCERET

31.25mg/mL DMSO&&R T

l

003.1

mE

Ox£IER
(OFEDTRLYAEELALY)

1
OF£ITERET

[mECE I
(OJRLTRLYMEELLLY)

—25mg/mLIK & AR

l

OF2ISEHET
OE2IEMRE
(OFDTRLYMEELALY)

—50me/mLIKIBHETL
—100mg/mLAKRRELTARERE

—500mg/mL DMSO;& &L TR 2k #k

—250mg/mL DMSO& k&L THMZEHEE

—125mg/mL DMSO;B &L TR E#k15k

—62.5mg/mL DMSOi& R &L TR F MR

—31.25mg/mL DMSOA K &L THRMEH KR
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Multi-ImmunoTox Assay

(oW

REBA MTA NYT—LaviiR

REA

R

WEBEEA—F

Ver. 003.1

123 456

Distilled wateri&i&RIZRHINI=IHE

1st experimentE7=[E2nd experiment kYR ESh - AR RE

(RIZREMN, 11-SLR-LAS0.05L LD JZLEVREDIRFEE L QED) REITHEDLIITHRE.

=8

ZD50fE DIREDDistilled water §REHET %, T—H L —bDface sheetlTHHEINFET)

EER R DR SRR~ D AL

WARERRE__ mg#Distilled water(TEMEL_____mLET D, - _meg/mL
&(Distilled water T EHFRTZ— mg/ml

96 well clear plate (FLIE) [ FE D &>(<Distilled water, #ERERREDistilled waterlBEE /TS 5.

HE-EH 1 2 3 4 5 6 7 8 9 10 11 12
Distilled Distilled Distilled Distilled Distilled Distilled Distilled Distilled Distilled Distilled Distilled | #EERENZE

A water water water water water water water water water water water Ki&H
50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 50uL 100uL.

B

(o]

D

E

F

G

H

well#A11 ) SH#A3E TDistilled water T4 H2 TERBE A IRE IR MEH T3,

TytA47 Oy BRE#480 uLE S iEL . EROFREE20 uLiFNL T25EFIRL . ShE50 ul/well$ DHIFRIZHNT 5,

TL—hES—LL, To—boz—h—%ERAL. B LTREET 5.

HMRREA S FaR—F—~ AN IBHRGSE 5,

B EHI(PMA/ionomycin) DS L ERE~ D 032

2 mM PMAX o9 %BIE b T20fE AL 100 pMiZ R ZE R T D, (2 mM PMA 5 L + B 95 L)

TROESIZavkO—)LiaEE x10 PMA/ionomycinia BE1ER Y5,

2 mM
. .| 100 um
B medium Iono‘:nyu PMA Ethanol Total
Control | 995 pL - S5 ul 1000 pL
x10 PMA/
ionomycin| 2382 puL | 12 pL 6 uL - 2400 pL
solution

AV RA—)LEEEHAT-#H1 x10 PMA/ionomycini& B ZE#A2-#H12(210 LT D95E T 5.

TL—hEY—ILL, Tt z—h—%ERAL. BHLTRET 2,

T A o Fan—F—~AN. 6HRRESE D,

HIE ERBRME)

Tripluc® Luciferase assay reagentZ a5,

ABEFEEEERESE SO, LI/ A—2ITAERIE0 N HITEREANS,

Y —/A—[TTriplucZFL . 8F v RILELLFI2F o RILERVMIUE AL T,
R THDOT vtEATL—MI100 ul/wellFD935EF 3,

TripluciFEMN#& . FL—b> —h—%E AL TER (23-27 °C) T104 /M (B0 METED #E#L.
HiaE BRI 5,

JVS/ A—BTLuciferaseEEZRIE T 5. CAIERREN26-31CTHH_EEHERT S.)
TAILREL. TALEBYTE 23 B/ welllfITET % (7 —tL &PheliosDIFE (XFO, F1. F2Z4EAA) .
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Multi-ImmunoTox Assay Ver. 003.1

(DVSO)
EERE MITA N\UT—3 R
=8EAH
k£
WREBAEI—F 123456 mE

DMSOAKICHAMEN1=15E
1st experimentZ7=[E2nd experimentk VR ESNI-FARRE

(RAREA, 1L-SLR-LAS 0,05, L DR BEVRED1ERFER L 2fE50) REICHEHESIZH

Z0)1000f% DR EDDMSOZ K ERET B, T4 —tDface sheetl “HIHENEY) mg/mlL
HERRO AL LM~ O NE
WEABRHE meFDMSOITHEML__ mleTd, — mg/mL HRBLEERR
E5[ZDMSOT fEF/FRTH— mg/ml C )
96 well clear plate (HLJE) IZ T B &5(ZDMSO. Bifith, #EAERAEDMSOFHKE S ET D,
FE-FEH 1 2 3 4 5 6 7 8 9 10 " _ 12_ [}
A DMSO DMSO DMSO DMSO DMSO DMSO DMSO DMSO DMSO DMSO DMSO %ggggff
50uL 50ul 50ul 50ul. 50uL 50uL 50ul 50ul. 50ul. 50ul 50ul 100":‘
B Bl Bif it Bif it Bl Bl Bifit Bl Bl Bl Bifit Bty Bl
90uL 90uL 90ul 90uL 90uL 90uL 90uL 90ul 90uL 90uL 90uL 90uL
C
D
E
E
G
H
welltAT1 AN SH#ASE TDMSO T/ L2 TR A IREIBRME S 725 =]
BRREA R BR R 3EDMSOIB IR 10 uLESF Yo RILELLZ12F Yo RILER YT U EHEAL T T OB #190 uLIZ3 DL 10fE%(
FRT .
FRMULBBETOLBOEERE. R
#B1 #B2 #B3 #84 | #B5 | #B6 | #B7 | #B8 #89 | #B10 | #BI1l | #B12
HORO | AORO | AORO | AORKO | AOWO | AOR0 | AORO | AORO | AORO
IEBEOMER (1 KL B B, SR )
T oA TOvYISBE#490 plLZE 5 EL . ERIOFREE10 nLFML THOEAIRL . ShES0 L/ well T DHIRRISHMT 5. O EmEE
k ]
C )
TL—rEY =L, TL—hor—h—%FHAL BLTRET 5,
HBEA v FaR—2—~ AN IBERESE 5,
B SEHI(PMA/ionomycin) D B 84 & M~ 0D AL ER
2 mM PMAR by 7% B T20f5 A FRL 100 pMiBREER TS, (2 mM PMA 5 L + BiE# 95 pl)
TRO&SZaVMA—ILERE x10 PMA/ionomycinid R EEH T 5, [m]
2mM
B medium! Iono:lyci lgmM Ethanol Total
Control | 995 ul - SuL 1000 uL
x10 PMA/
ionomycin| 2382 uL | 12 pL 6 uL - 2400 uL
solution
o]
IVRO—)LIEREH#AT-#H1, x10 PMA/ionomycini& & #A2-#H12(210 uLE 2535E T %, o « : )
TL—bEY =L, TL—bor—h—%fHAL HLTREET 5.
HBEA U FaR—2—~ AN, ERRIEESE D,
AE HRBRYE)
Tripluc® Luciferase assay reagent® &8s €5,
REFIBEEERTESE D0, LI/ A—RILBIERAI0 FFIZFEREAND,
e
Y —\—[TriplucZHL . 8F ¥R ELLF12F YU RILERYNIUEERL T, a ()
RIS THOT7 vEATL—HI100 pl/welld D5 ET 5, )
TriplucifEik. FL—h> z—H—%E AL TEIR (23-27 °C) T104 M (30 METED L. O et
Mz EREE S, =
( c)
2/ A—5Tluciferase;E & RE T %o (AIEFREMN26-31°CTHH_LEHRT S, ) O s
TALEEL. TAVEHYTE RS B/ wellBIFES % (7 h—1t BPheliosD 5 & (FFO0, F1, F22 M) . k T
C )
BEFE
( c)
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RERA MITA NYTF—La iR

ERA

€]

WA E—F

Ver.

JEIEE]

VAL OB EMEAN D NIE

dexamethasone, cyclosporine AQD

003.1

96 well clear plate (FLJE) [T T B MD &5/ZDMSO 50 pL (#A4), 100 ng/mL cyclosporine A stock 50 pL (#A5), Distilled water 50 uL a
(#B1. #B2), 2.5 mg/mL dexamethasone stock 50 uL (#B3), B 180 ul #B4, #B5)E5I ¥ 5,

AE - FEH 1 2 3 4 5 6 8 9 10 11 12
CyA
A DMSO 100 pg/mL
50 uL ZbvY
50 uL
- - DEX
g | Distlled | Distled | p5 mg/ml| mim | it
Zbwy | 180ul | 180uL
50 uL 50 uL
50 ul
C
D
E
E
G
H

#A4DDMSO E#A5D cyclosporine A DMSOA K 20uLZ T MBHE#1180 puLIZ53DL10fEIZHIRT B,

Tyt AT O D#AT-#A3IZBEEHEA80 L, #AT-#A3(ZBHE 1980 uLESMEL . ERIOFRAEE20 uLHEMLTREL. 50 ul/well 3™

OfREIZHENY B,

To—bEV—LL. To—boz—h—% AL BHLTEE T 5.

HMIEA D FIR—F—~ AN IBRREEE D,

HitEHI(PMA /ionomycin) () 58 84 & 4ABE~ 0D S0 38
2 mM PMAR by 9% BEE I T20E A ERL 100 pMIB B EAER T 5, (2 mM PMA 5 L + BEE#e 95 pl) ]

TRO&ESIZaVbA—ILERE x10 PMA/ionomycini&d B EER T2,

B medium

2mM
Tonomyci
n

100 uM
PMA

Ethanol

Total

Control

995 uL

5 puL

1000 uL

x10 PMA/
ionomycin|
solution

2382 uL.

12 uL

6 ul

2400 uL

2V O— LA BA#AT-#D1, x10 PMA/ionomycini& k& #A2-#D5(210 nLE* D975, u]

To—tEY—L. To—boz—h—% AL BELTEE T 5.

Mz A o Fan—F—~Ah. 6B RIEEE B,

RE @ rA—IL)

Tripluc® Luciferase assay reagent%afigs %,

KEFBEEERTEIE D10, LI/ A—2ILAERALE30 HHNCEEFEAND,

Y —N—[TriplucEBL . 8F v RILHLLIZ12F Yo RILERYRIUEHERALT,
RSB THOT vEATL—HMI100 ul/well$ 253F 9 %,

Triplucif i, FL—hx—h—%E AL TEIR (23-27 °C) T10f8 (3043 R FE TR f# L .
WREERSE 5,

JVE/ A—BTLuciferase/EMZRET %, (REHBEMN26-31°CTHLH_LEHDT D, )

TANVEEEL ., TAVEFYTERI B/ wel BIFE T % (7 b—1t WPheliosDIF & (FFO, F1. F2Z ).
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