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Appendix 10. The Multi-Immuno Tox Assay Data sheet

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

Ver. 008.2
| Laboratory | | | Round |
‘ Exp. | 1st exp. | (Highest soluble conc. In the next exp.s mg/ml
‘ Date: | | ‘ Operator: |
(YYYY/MM/DD)
‘ Code | ‘ | Dissolution | | mg/ml in |

the number of concentration

‘ FInSLO-LA |#VALUE!‘ A ‘ which satisfy I.L.-SLR-LA>=0.05 |#VALUE!‘
Comment:

| Exp. | 2nd exp. |

‘ (‘(Y?‘?V\ES/:DD) | | ‘ Operator: |

| Code | | | Dissolution | | mg/mlin |

| Fnstota  famee] wwe | hich satsfs L-SL R AS=0.05 [posse]
Comment:

‘ Exp. | 3rd exp. |

[ | | [ operaor: |

| Code | | | Dissolution | | mg/mlin |

[ Fnstota  [uwel  wuwe | which satife LS R Ao 05 =

Comment:
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1st
2nd
3rd
4th
5th
6th

| Exp. ‘ 4th exp. |

| Date: ‘ | | Operator: ‘

(YYYYMMIDD)

| Dissolution | ‘ mg/mlin ‘

the number of concentration

#VALUE
which satisfy LL-SLR-LA>=0.05

‘wmuez‘

Comment:

| Exp. ‘ 5th exp. |

| Date: ‘ | | Operator: ‘

(YYYYMMIDD)

| Code ‘ } | Dissolution | ‘ mg/mlin ‘

The number of concentration
hich satisfy LL-SLR-L A>=0.05

[#\/ALUE"

FINSLO-LA - HALUE
Comment:

| Exp. ‘ 6th exp. |

| Date: ‘ | | Operator: ‘

(YYYYMMIDD)

| Code ‘ } | Dissolution | ‘ mg/mlin ‘

The number of concentration ( ‘
#VALUE #VALUE!
FInSLO-LA - | which satisfv LL-SLR-LA>=0.05

Comment:

1st Exp.
2nd Exp.
3rd Exp.
4th Exp.
5th Exp.
6th Exp.

[
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MultiReporter Assay System -Tripluc®- Calculation Sheet

1st exp.
Transmittance Data
SLG SLO SLR
TO #VALUE! #VALUE! #VALUE!
T1 #VALUE! #VALUE! #VALUE!
T2 #VALUE! #VALUE! #VALUE!
Fllter 0 Data 1 2 3 5 6 7 8 10 11 12
A
B
c
D
E
F
G
H
Filter 1 Data 1 2 3 5 6 7 8 10 11 12
A
B
[
D
E
F
G
H
Filter 2 Data 1 2 3 5 6 7 8 10 11 12
A
B
c
D
E
F
G
H
2nd exp.
Transmittance Data
SLG SLO SLR
TO #VALUE! #VALUE! #VALUE!
T1 #VALUE! #VALUE! #VALUE!
T2 #VALUE! #VALUE! #VALUE!
Fllter O L 1 2 3 4 6 7 8 10 11 12
A
B
c
D
E
F
G
H
Filter 1 C 1 2 3 4 6 7 8 10 11 12
A
B
c
D
E
F
G
H
Filter 2 C 1 2 3 4 6 7 8 10 11 12
A
B
c
D
E
F
G
H
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3rd exp.
Transmittance Data

SLG SLO SLR
T0 #VALUE! #VALUE! #VALUE!
T1 #VALUE! #VALUE! #VALUE!
T2 #VALUE! #VALUE! #VALUE!
Fllter O C 1 2 6 7 8 10 11 12
A
B
c
D
E
F
G
H
Filter 1 C 1 2 6 7 8 10 11 12
A
B
c
D
E
F
G
H
Filter 2 L 1 2 6 7 8 10 11 12
A
B
c
D
E
F
G
H
4th exp.
Transmittance Data
SLG SLO SLR
T0 #VALUE! #VALUE! #VALUE!
T1 #VALUE! #VALUE! #VALUE!
T2 #VALUE! #VALUE! #VALUE!
Filter O L 1 2 6 7 8 10 11 12
A
B
c
D
E
F
G
H
Filter 1 C 1 2 6 7 8 10 11 12
A
B
c
D
E
F
G
H
Filter 2 L 1 2 6 7 8 10 11 12
A
B
c
D
E
F
G
H
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5th exp.
Transmittance Data

SLG SLO SLR
T0 #VALUE! #VALUE! #VALUE!
T1 #VALUE! #VALUE! #VALUE!
T2 #VALUE! #VALUE! #VALUE!
Fllter O C 1 2 6 7 8 10 11 12
A
B
c
D
E
F
G
H
Filter 1 C 1 2 6 7 8 10 11 12
A
B
c
D
E
F
G
H
Filter 2 L 1 2 6 7 8 10 11 12
A
B
c
D
E
F
G
H
6th exp.
Transmittance Data
SLG SLO SLR
T0 #VALUE! #VALUE! #VALUE!
T1 #VALUE! #VALUE! #VALUE!
T2 #VALUE! #VALUE! #VALUE!
Filter O L 1 2 6 7 8 10 11 12
A
B
c
D
E
F
G
H
Filter 1 C 1 2 6 7 8 10 11 12
A
B
c
D
E
F
G
H
Filter 2 L 1 2 6 7 8 10 11 12
A
B
c
D
E
F
G
H

332




MultiReporter Assay System ~Tripluc®-
13t oxb.

Calculation Sheet

1st oxp,

2 3 4 5 6 1 8 9 10 11
A FVALUEL 7 #VALUEI 7 AVALUET ’ VALUEl ” VALUE! " WVALUE! * WVALUE ” HVALUE ’ AVALUE! FVALUE! 7 HVALUE!
B[ #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUEl " #VALUEl " #VALUE! ” #VALUE! ” #VALUEl " #VALUE! " #VALUE!
Cf #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! ” #VALUE! ” #VALUE! ” #VALUE| ” #VALUE| ” #VALUE! [Chemicalt |, N
D[ #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! . R——
E[ #VALUEL ” #VALUE! ” #VALUE " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! ” #VALUE! ” #VALUE! " #VALUE! " #VALUE! o
F[ #VALUEL ” #VALUE! ” #VALUE ” #VALUE! ” #VALUE! " #VALUE! " #VALUE! " #VALUE! ” #VALUE! " #VALUE! " #VALUE! " #VALUE! : [
Q[ #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” VALUE! ” VALUE! ” #VALUE! ” " HVALUE! ” " WVALUE! " #VALUE! 0 o
HI_#VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! " SVALUEI " " HVALUEL " " HVALUE! " #VALUE! . e
-
SLO-LA ° °
Al WALUE WALUE! ” #VALUE! * #VALUEI * #VALUEI * #VALUEI WALUE!
B[ #VALUE! HVALUE! " #VALUE! HVALUE! (Chemical 2
cf #VALUE! #VALUE! 7 #VALUE! HVALUE!
D[ #VALUE! #VALUE! 7 #VALUE! HVALUE!
E[ #VALUE! HVALUE! #VALUE! 7 #VALUE! HVALUE!
F[[ #VALUE! HVALUE! #VALUE! 7 #VALUE! HVALUE!
G[ #VALUE! HVALUE! #VALUE! 7 #VALUE! HVALUE!
HI_#VALUE! " #VALUE! " SVALUE! " SVALUE! " #VALUEL " #VALUEL " #VALUE! H#VALUE! " #VALUE!
SLR-LA 2 3 4 ] 8 7 8 9 10 11 12 Chenical 1 L 2/6APOH
A[FVALUEL 7 WVALUE! 7 WVALUE! 7 WVALUE! 7 WVALUEl 7 WVALUEl 7 WVALUEI ” WVALUE! ’ WVALUEI ’ WWALUE! ’ WWALUE! ’ WVALUE! R
B[ #VALUEl " #VALUE! " #VALUE! " #VALUE! " #VALUEI " #VALUE! " #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE!
C[ #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUEI " #VALUE! " #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE!
D[ HVALUE! " HVALUE! " HVALUE! ” SVALUE! ” SVALUE! " #VALUE ” #VALUE! ” #VALUE! ” #VALUE! " #VALUE! ” #VALUE! " #VALUE! 1 f—
E[ #VALUE! ” #VALUE! ” #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! ” #VALUE! ” #VALUE! " #VALUE! " #VALUE!
F[ #VALUE! ” #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! " #VALUE!
Qf #VALUE! " #VALUEL " VALUEL " #VALUEL " #VALUEL " VALUEl " #VALUE " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! 0
HL_#VALUE! __ #VALUE! __ #VALUE! #VALUE! _ #VALUE! _ #VALUE! _ #VALUE! _ #VALUE! _ #VALUE! _ #VALUE!
Chemical 2
nSLG-LA AVALUEI  VALUEI  VALUEl  #VALUE!  AVALUE!  AVALUE!  #VALUE!  #VALUE! AVALUEI  #VALUE!  #VALUE!
HVALUEI  #VALUEI  AVALUEl  AVALUE!  AVALUE!  #VALUE! AVALUEI  #VALUE!  H#VALUE!
VALU VALUE!  #VALU VAL ALU VALU VALUE!  AVALUE!  #VALUE!
AVALUEI  #VALUEI  #VALUE!  AVALUE!  AVALUE!  #VALUE! #VALUEI  #VALUEI  #VALUE!
HVALUE!  HVALUE!  #VALUE!  #VALUE!  #VALUE  #VALUE! HVALUE  HVALUE!  #VALUE!
HVALUE!  AVALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE! HVALUE!  AVALUE!  #VALUE!
AVALUE!  AVALUE!  #VALUE!  #VALUE!  #VALUE  #VALUE! 1 HVALUE!  AVALUE!  #VALUE!
AVALUE!  AVALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUEL  #VALUE  #VALUE  HVALUE!
nSLO-LA AVALUE!  AVALUE!  #VALUE!  #VALUE!  AVALUE!  GVALUE!  #VALUEL  #VALUEL  #VALUEL  #VALUE  #VALUE!
AVALUE!  AVALUE!  #VALUE!  #VALUE!  AVALUE!  SVALUE!  #VALUE!  #VALUEL  #VALUE  #VALUEI  #VALUE!
AVALUE!  VALUE!  AVALUE!  #VALUE!  #VALUE!  SVALUE!  #VALUE!  #VALUEL  #VALUE  #VALUEL  #VALUE!
AVALUE!  VALUE!  AVALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUEL  #VALUE  #VALUEL  #VALUE!
AVALUE!  AVALUE!  AVALUE!  #VALUE!  AVALUE!  SVALUE!  #VALUE!  #VALUEL  #VALUEl  #VALUE  #VALUE!
AVALUEL  AVALUE!  #VALUE!  #VALUE!  AVALUE!  #VALUE!  #VALUE  #VALUEl  #VALUE  #VALUEL  #VAL i
HVALUEL  #VALUE!  AVALUE!  AVALUE!  VALUE!  VALUEL  #VALUEl  #VALUEl  #VALUEl  #VALUEl  #VALUE! Chemicall | 100
HVALUE!  AVALUE!  AVALUE!  VALUE!  #VALUE!  #VALUEL  #VALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE!
50
Average
sD. I
100
Chemical 2
Average VALUE!  #VALUE!  HVALUE!  HVALUE!  HVALUE!  HVALUEL  #VALUEL  #VALUEL  #VALUEL  #VALUEL  #VALUE!  #VALUE!
sD. VALUE!  #VALUEl  #VALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUEL  #VALUEL  #VALUEL #VALUEL  #VALUE  #VALUE!
AVALUE!  #VALUE!  #VALUE!  HVALUE!  HVALUE!  #VALUEL  #VALUEL  #VALUEL  #VALUEL  #VALUEL  #VALUEl  #VALUE!
HVALUE!  #VALUEl  AVALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUEL  #VALUEL  #VALUEL  #VALUEL  #VALUEL  #VALUE!
1
10
o \\
o J—
Average 0 —
1L-SLR-LA o2
a0
Average
SD.
inut '5*
Average HVALUEI  VALUEI  AVALUE!  HVALUE!  HVALUE!  HVALUE!  HVALUEL  HVALUEL  HVALUEL  #VALUEL  #VALUE  #VALUE!
SD. SVALUEL  #VALUE!  #VALUE!  #VALUE  #VALUE!  #VALUE!  #VALUEl  #VALUEl  #VALUE\  #VALUE|  #VALUE!  #VALUE!
input "x"
#VALUEI  #VALUEI  #VALUE!  #VALUE!  #VALUEl  #VALUEl  #VALUEl  #VALUEl  #VALUE!  HVALUE!  HVALUE!  #VALUE!
ALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUEI  #VALUEI  #VALUE!  #VALUE!  #VALUEL  #VALUEL  #VALUEL  #VALUE!
FInSLO-LA  #VALUEl  #VALUE!
VALUE! | #VALUE!
Chemical 1
ug/m
Cheical 2 005 005 005 005 005 005 005 005 005 005 005
cont o [} 0 0 0 0 ) [) [) [} 0 ug/m
*Suppression
-2)
«Suppression 00 HVALUEL  HVALUEL  VALUEL  #VALUEL  #VALUEL  #VALUEL  #VALUEl  #VALUEl  #VALUEl  #VALUE!
(FNg)
00 HVALUEL  #VALUEL  #VALUEL  VALUEL  #VALUE!  #VALUE!  #VALUEl  #VALUEl  #VALUEl  #VALUE!
BEOW () 0000 0000 0000 0000 0000 0000 0000 0000 0000 0000 0000
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MultiReorter Assay System ~Tripluc®- Calculation Sheet
2nd oxp.

SLG-LA 1 2
A|  #VALUE! #VALUE!
B| #VALUE! #VALUE!
C| #VALUE! #VALUE!
D| #VALUE! #VALUE!
E| #VALUE! #VALUE!
F| #VALUE! #VALUE!
Q| #VALUE! #VALUE!
H|_#VALUE! #VALUE!
SLO-LA
A #VALUE!
B HVALUE!
€| HVALUE!  HVALUE!
D| #VALUE!  HVALUE!
E| #VALUE!  #VALUE!
F| #VALUE!  #VALUE!
G| HVALUE!  #VALUE!
H|_#VALUE! __ #VALUE!
SLR-LA 1 2
Al #VALUE! #VALUE!
B| #VALUE! #VALUE!
C| #VALUE! #VALUE!
D| #VALUE! #VALUE!
E| #VALUE! #VALUE!
F| #VALUE! #VALUE!
Q| #VALUE! #VALUE!
H|__#VALUE! #VALUE!
nSLG-LA HVALUE!  #VALUE!
HVALUE!
#VALUE!
#VALUE!
HVALUE!
#VALUE!
HVALUE!
HVALUE!  #VALUE!
nSLO-LA H#VALUE!  #VALUE!

#VALUE! #VALUE!

Average
SD.

Average #VALUE! #VALUE!
SD. #VALUE! #VALUE!

#VALUE! #VALUE!
#VALUE! #VALUE!

3
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

HVALUE!

3
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
H#VALUE!

#VALUE!

HVALUE!
HVALUE!

#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

4
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#HVALUE!
HVALUE!
HVALUE!
HVALUE!

4
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!

H#VALUE!
#VALUE!

#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

t]
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

HVALUE!

]
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!

HVALUE!
HVALUE!

#HVALUE!
HVALUE!

#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

6
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
HVALUE!
HVALUE!
HVALUE!
#HVALUE!
HVALUE!
HVALUE!
HVALUE!

8
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!

HVALUE!
#VALUE!

HVALUE!
HVALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

7
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
H#VALUE!

HVALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
HVALUE!

7
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!

HVALUE!
HVALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

8
#VALUE!

#VALUE!

HVALUE!

8
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!

H#VALUE!

HVALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

9 10
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!

#HVALUE!

HVALUE!

| #VALUE!
HVALUE! ___ #VALUE!

9 10
#VALUE! #VALUE!
#VALUE! #VALUE!
#VALUE! #VALUE!
#VALUE! #VALUE!
#VALUE! #VALUE!
#VALUE! #VALUE!
#VALUE! #VALUE!
#VALUE! #VALUE!
#VALUI #VALUE!
#VALUI #VALUE!
#VALUI #VALUE!
/ALUE! VALUI

HVALUE!  #VALUE!
HVALUE!  #VALUE!
HVALUE!  #VALUE!
HVALUE!  #VALUE!
H#VALUE!  #VALUE!
H#VALUE!  HVALUE!
HVALUE!  HVALUE!
HVALUE!  HVALUE!
H#VALUE!  HVALUE!
H#VALUE!  #VALUE!
#VALUE! #VALUE!
#VALUE! #VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

11
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!

11
#VALUE!

H#VALUE!
#VALUE!

#VALUE!
#VALUE!

HVALUE!
HVALUE!

#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

12
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

12

#VALUE!
#VALUE!
#VALUE!
#VALUE!
HVALUE!
HVALUE!
#VALUE!
HVALUE!

#HVALUE!

#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

[Chemical 1

Chemical 2

Chemical 1

Average
1L-SLR-LA
Average
SD.
input '5"
Average HVALUEI  HVALUE!  HVALUE!  AVALUEL  #VALUEL  #VALUEL  #VALUEL  #VALUEL  #VALUEL  #VALUEL  #VALUE  #VALUE!
SD. #VALUEL ALUE!  #VALUE!  #VALUE!  #VALUEI  #VALUEI  #VALUEI  #VALUE!  #VALUE!  #VALUE!  #VALUEI  #VALUE!
input "x"

#VALUEI  HVALUE!  HVALUE!  #VALUE!  #VALUEL  HVALUEL  #VALUEL  HVALUEL  #VALUEL  #VALUE  #VALUEL  #VALUE!

/ALUE! ALUEl  #VALUE!  #VALUE!  #VALUEI  #VALUEI  #VALUE!  #VALUE!  #VALUE|  #VALUEL  #VALUEL  #VALUE!
FInSLO-LA  #VALUEL  #VALUE!

#VALUE!  #VALUE! o
Chemical 1
Chemical 2

cont o o o 0 0 0 0 ) ) o o
*Suppression
-2
Suppression 00 HVALUEL  #VALUEL " #VALUE! " #VALUEL " #VALUE " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE!
(FNg)

00 #VALUEL  #VALUE! " #VALUE! " #VALUEL " #VALUE! " #VALUE! ” #VALUE! " #VALUE! " #VALUE! " #VALUE!

BEOW () 0000 0000 0000 0000 0000 0000 0000 0000 0000 0000 0000
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MultiReporter Assay System -Tripluc®- Calculation Sheet

SLG-LA

> Iommoowx»

SLO-Li

SLR-Li

TOMMOUOWE® TOMmoOW»

nSLG-LA

nSLO-LA

Average
SD.

Average
SD.

Average
S

Average

SD.
input "x"

Average
SD.

input %"

1 2 3 4 5 [] 7 8 [] 10 1 12
H#VALUE!  #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
#VALUE!  #VALUE!  #VALUE!  #VALUE! ” #VALUE! 7 #VALUE! ” #VALUE ” #VALUE! ” #VALUE! " #VALUE! 7 #VALUE! " #VALUE!
#VALUE!  #VALUE!  #VALUE!  #VALUE! ” #VALUE! ” HVALUE! " #VALUE! " #VALUE! ” #VALUE! 7 #VALUE! 7 #VALUE! " #VALUE!
#VALUEL  #VALUE!  #VALUE!  #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE!
#VALUE!  #VALUE!  #VALUE!  #VALUE! ” #VALUE! ” HVALUE! ” #VALUE! " #VALUE! ” #VALUE! ” #VALUE! 7 #VALUE! " #VALUE!
#VALUEL  #VALUE!  #VALUE!  #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” HVALUE! ” #VALUE! ” #VALUE!
#VALUE!  #VALUE!  #VALUE!  #VALUE! ” #VALUE! ” #VALUE! " #VALUE! " #VALUE! ” #VALUE! ” #VALUE! 7 #VALUE! " #VALUE!
#VALUEL _#VALUE! _ HVALUE! _ #VALUE! " #VALUEL " #VALUE! " #VALUEI " #VALUE! " #VALUE! " #VALUE! " #VALUE! " HVALUE!
1 2 3 4 5 [] 7 8 9 10 1 12
#VALUEL  #VALUE  #VALUE!  #VALUE! ° #VALUEl ° #VALUEl ° #VALUE ' #VALUE! ' #VALUEl ' #VALUEl ° #VALUEl ~ #VALUE!
#VALUE!  #VALUE!  #VALUE!  #VALUE! ” #VALUE! 7 #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! " #VALUE! 7 #VALUE! " #VALUE!
#VALUEL  #VALUE!  #VALUE!  #VALUE! ” #VALUE! ” #VALUE! " #VALUE! ” HVALUE! " #VALUE! " #VALUE! " #VALUE! ” HVALUE!
#VALUE!  #VALUE!  #VALUE!  #VALUE! 7 #VALUE! 7 #VALUE! ” #VALUE ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE!
#VALUEL  #VALUE!  #VALUE!  #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! " HVALUE! ” #VALUE! " HVALUE! ” #VALUE! ” HVALUE!
#VALUEL  #VALUE!  #VALUE!  #VALUE! ” VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE!
#VALUEL  #VALUE!  #VALUE!  #VALUE! ” HVALUE! ” #VALUE! " HVALUE! ” #VALUE! ” #VALUE! " #VALUE! " #VALUE! ” #VALUE!
#VALUE! _#VALUE! _ #VALUE! _ #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE!
1 3 4 5 6 7 8 12
WVALUE! #VALUE  #VALUE!  #VALUE! ° #VALUE! ° #VALUE! ° #VALUE! ~ #VALUE ' #VALUE! ~ #VALUE! ' HVALUE! ® #VALUE!
HVALUEL  #VALUE!  #VALUE!  #VALUE! " HVALUE! " #VALUE! " HVALUE! " HVALUE! " #VALUE! " HVALUE! " #VALUE! " HVALUE!
#VALUE!  #VALUE!  #VALUE!  #VALUE! " #VALUE! ” #VALUE! " #VALUE! ” #VALUE! " #VALUE! ” #VALUE! " #VALUE! " #VALUE!
HVALUEL  #VALUE!  HVALUE!  #VALUE! " HVALUE! " #VALUE! " HVALUE! " HVALUE! " HVALUE! " HVALUE! " HVALUE! " HVALUE!
#VALUE!  HVALUE!  #VALUE  #VALUE! ” #VALUE! 7 #VALUE! ” HVALUE! 7 #VALUE! 7 #VALUE! ” #VALUE! ’ #VALUE! ” HVALUE!
#VALUE!  #VALUEL  #VALUE  #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE! ” #VALUE ” #VALUE! ” #VALUE! ” #VALUE!
#VALUE!  #VALUE!  #VALUE!  #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE! " #VALUE!
#VALUE!  #VALUEL  #VALUE  #VALUE!  #VALUE!  #VALUEI  #VALUE!  H#VALUE!  #VALUEI  #VALUEl  #VALUEI  #VALUE!

#VALUE!  #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
#VALUE!  #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
#VALUE!  #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
#VALUE!  #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
HVALUE!  #VALUE!  HVALUE!  #VALUE!  HVALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE!  HVALUE!
#VALUE!  #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
HVALUE!  #VALUE!  HVALUE!  #VALUE!  HVALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE!  HVALUE!
#VALUE!  #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!

#VALUE!  #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
HVALUE!  #VALUE!  HVALUE!  #VALUE! ~ HVALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE!  HVALUE!
#VALUE!  #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
HVALUE!  #VALUE!  HVALUE! ~ #VALUE! ~ HVALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE! ~ #VALUE!  HVALUE!
#VALUE!  #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
HVALUE!  #VALUE!  HVALUE! ~ #VALUE!  HVALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE! ~ #VALUE!  HVALUE!
#VALUE!  #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
HVALUE!  #VALUE!  HVALUE!  #VALUE!  HVALUE!  #VALUE!  HVALUE!  #VALUE!  #VALUE!  #VALUE!  #VALUE!  HVALUE!

#VALUE!  #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
#VALUE!  #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!

#VALUE!  #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
#VALUE!  #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!

#VALUE!  #VALUE! #VALUE! #VALUE!  #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!  #VALUE! #VALUE! #VALUE!
/ALUE! ALUE! {VALUE! /ALUE! /ALUE! #VALUE! /ALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!

#VALUE!  #VALUE  #VALUE!  #VALUE!  #VALUE!  #VALUE!  H#VALUE!  #VALUE!  #VALUEl  #VALUE!  #VALUE!  #VALUE!
#VALUEL  #VALUE  #VALUE!  #VALUE!  #VALUEL  #VALUE!  #VALUEL  #VALUEl  #VALUEl  #VALUEI  #VALUE! _ #VALUE!
e —

FINSLO-L. #VALUE!  #VALUE!

#VALUE!  #VALUE! 0

Chemical 1

Chemical 2
cont

%Suppres.
sion (IL-
2

0 0 0 0 0 0 0 0 0 0 0

%Suppres. 0.0  #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
sion
(IFNg)
0.0  #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
REOH (n) 0.000 0.000 0.000 0,000 0.000 0.000 0.000 0.000 0.000 0.000 0,000
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3rd exp.

Chemical 1

Chemical 2

Chemical 1

Chemical 2

—uroris
s
g

—rcron

1L2/GAPDH

w2z

Chemical 1

Chemical 2

ug/ml

ug/ml

12

08
06
04
02
00

L
—
T




MultiReporter Assay System ~Tripluc®- Calculation Shest

4th exp.
SLG-LA

TeTMmoow>

SLO-LA

TOmMmoow>

SLR-LA

EC R D

nSLG-LA

nSLO-LA

Average
SD.

Average
SD.

Average

11-SLR-LA

Average
SD.

input "x"

Average
SD.

input "

FInSLO-LA

Chemical 1

Chemical 2

%Suppression
(IL-2)

%Suppression
(IFNg)

REOW (n)

1
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

1
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

2
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

2
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

2
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
H#VALUE!

#VALUE!
#VALUE!

3
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALI

3
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

3
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

4
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

4
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

4
#VALUE!
HVALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
H#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

5
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

5
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

6
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

8
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

<
=

#VALUE!
H#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

7
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

8
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

8
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
H#VALUE!

#VALUE!
#VALUE!

10
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

10
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

10
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

11
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

11
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

11
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

12
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

12
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

12
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

4th exp.

Chemical 1

Chemical 2

Chemical 1

Chemical 2

hgsio
— L2516
gl

e 2fcR00H

1L:2/GAPDH

2GAroH

Chemical 1

Chemical 2

0.0 #VALUE! #VALUE! #VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!

0.0 #VALUE!

0.000

0.000

HVALUE! #VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!

0.000

0.000

0.000

0.000

0.000

0.000

0.000

0.000

336

0.000

#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
/ALUE! /ALUE! [ALUE! [ALUE! /ALUE! /ALUE! _#VALUI VAL ALUE! /ALUE! /ALUE! /ALUE!
#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
/ALUE! /ALUE! [ALUE! [ALUE! /ALUE! /ALUE! _#VALUI VAL /ALUE! /ALUE! _#VALUI VALU
#VALUE!  #VALUE!
#VALUE!  #VALUE! 0
ug/ml
cont 0 0 0 0 0 0 0 0 0 0 0 ug/ml

—sin

—0s

-
| —




MultiReporter Assay System ~Tripluc®- Calculation Shest

5th exp.
SLG-LA

SLO-LA

SLR-LA

nSLG-LA

nSLO-LA

Average
SD.

Average
SD.

Average

11-SLR-LA

Average
SD.

input "

Average
S.

input “¥"

FInSLO-LA

Chemical 1

Chemical 2

TomMmoow> TeTMmoow>

IOTmMOUOm>

1
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

1
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

1
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

2
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

2
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

2
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

3
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VAL
#VALUE!
#VALUE!

3
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

3
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
H#VALL

#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

4
#VALUE!

#VALUE!
#VALUE!

#VALUE!

4
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

4
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
H#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

5
#VALUE!

#VALUE!
#VALUE!
#VALUE!

! #VALUE!
| #VALUE!

#VALUE!
#VALUE!

5
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

5
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

6
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

6
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

7
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

7
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

7
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

8
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

8
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

8
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

9
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

9
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

10

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

11
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

12
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

12
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

12
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

5th exp.

Chemical 1

Chemical 2

Chemical 1

Chemical 2

hgsio
— 2506
vl

i 25100H

1L2/GAPDH

m2/ApoH

Chemical 1

Chemical 2

#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE! #VALUE! #VALUE! #VALUE! "HVALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!
#VALUE! #VALUE! #VALUE! #VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE!
#VALUE!

#VALUE! #VALUE! #VALUE! #VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! " #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!

#VALUE!
#VALUE!

cont

#VALUE!
H#VALUE!

0

337

ug/ml

0 ug/ml

—0s

L
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MultiReporter Assay System ~Tripluc®- Calculation Shest
6th exp.

SLG-LA 1 2 3 4 5 6 7 8

HVALUE! "#VALUE! "#VALUE! " #VALUE! "#VALUE! "#VALUE!
#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!
#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!
#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!
#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!
#VALUE! " #VALUE! HVALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!
7 #VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!
1 " #VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!

TeoTmoow>

7 #VALUE!

SLO-LA 1 2 3 4 5 [ 7 8
#VALUE! #VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!
#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!
#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!
#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!
#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!
#VALUE! "#VALUE! ”#VALUE! "#VALUE! "AVALUE! "#VALUE! "#VALUE! "#VALUE!
7HVALUE! "#VALUE! "#VALUE! "#VALUE "#VALUE! "#VALUE! "#VALUE!
1 "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!

TomMmoow>

SLR-LA 1 2 3 4 5 6 7 8
VALUE! " #VALUE! "#VALUE! #VALUE! #VALUE! "#VALUE! #VALUE!
HVALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!
#VALUE! "#VALUE! ”#VALUE! "#VALUE! H#VALUE! "#VALUE! "#VALUE! "#VALUE!
#VALUE! ”#VALUE! "#VALUE! "#VALUE! "#VALUE "#VALUE! #VALUE! "#VALUE!
#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!
#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "8VALUE!
#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE! "#VALUE!
#VALUE! _#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!

IOTMOUOm>

nSLG-LA #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! H#VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
nSLO-LA #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
#VALUE!  #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!

VAL
#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
HVALUE! #VALUE! #VALUE! #VALUE! HVALUE! #VALUE! #VALUE! #VALUE!

Average
SD.

#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!

Average
SD. #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!

#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!

Average

11-SLR-LA

Average
SD.

input "

#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE! #VALUE!

Average
S.

input “¥"

9 10 1 12
HVALUE! "#VALUE! " #VALUE! * #VALUE!
"HVALUE! "#VALUE! "#VALUE! "#VALUE!
THVALUE! "#VALUE! "#VALUE! " #VALUE!
THVALUE! "#VALUE! "#VALUE! " #VALUE!
"HVALUE! "#VALUE! "#VALUE! "#VALUE!
THVALUE! "#VALUE! "#VALUE! " #VALUE!
THVALUE! "#VALUE! "#VALUE! " #VALUE!
"HVALUE! "#VALUE! "#VALUE! "#VALUE!

9 10 11 12
#VALUE! "#VALUE! "#VALUE!  #VALUE!
THVALUE! "#VALUE! "#VALUE! "#VALUE!
7HVALUE! "#VALUE! "#VALUE! " #VALUE!
#VALUE! "#VALUE! "#VALUE! " #VALUE!
THVALUE! "#VALUE! "#VALUE! ” #VALUE!
PRALUEL ALV "RALUEL "RVALUE
"HVALUE! "#VALUE! "#VALUE!

] 10 1 12
#VALUE! " #VALUE! " #VALUE!
THVALUE! "#VALUE! "#VALUE! "#VALUE!
THVALUE! "#VALUE! "#VALUE! ” #VALUE!
THVALUE! "#VALUE! "#VALUE! " #VALUE!
THVALUE! "VALUE! "#VALUE! "#VALUE!
THVALUE! "#VALUE! "#VALUE! ”#VALUE!
#VALUE! "#VALUE! "HVALUE! "#VALUE!
#VALUE! _#VALUE! _#VALUE!

#VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE!

#VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE!
#VALUE! #VALUE! #VALUE! #VALUE!
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Appendix 11. The summary of the study by the independent biostatistician

1. Results
The concentration-response plot for each experiment is shown in appendix A. We

strongly suggest to see the graphs to understand the result of each judgement of

experiment.

1.1 Basic results
The judgment of each experiment by chemical is shown in Table 1 for the phase 1 study

and Table 2 for the phase 11 study. Symbols in column “exp.” means “S” for suppression,
“A” for augmentation and “N” for no effect. The column “Judge” lists the final jJudgment
of the assay in each laboratory. The column “Chem. Code” is chemical code.

Table 1. Judgment for 3 independet experiments in Phase | study

(a) (b) (c)

Lab A exp. Lab B exp. LabC exp.
Chem. Chem. Chem.
1 2 3 Judge 1 2 3 Judge 1 2 3 Judge

Code Code Code
P101_R1| S S S S P101_R1| S S S S P101_R1| S S S S
P101_R2| S S S S P101_R2| S S S S P101_R2| S S S S
P101_R3| S S S S P101_R3| S S S S P101_R3| S S S S
P102_R1| S A S S P102_R1| S S S S P102_R1| N S S S
P102_R2| N N N N P102_R2| S S S S P102_R2| S S N S
P102_R3| N N N N P102_R3| S S N S P102_R3| N N N N
P103_R1| S S S S P103 R1| S S S S P103 R1| S S S S
P103_R2| S S S S P103_R2| S S S S P103_R2| S S S S
P103_R3| S S S S P103_R3| S S S S P103_R3| S S S S
P104_R1| S S S S P104_R1| S S S S P104_R1| S S S S
P104_R2| S S S S P104_R2| S S S S P104_R2| S S S S
P104_R3| S S S S P104_R3| S S S S P104_R3| S S S S
P105_R1| A N N N P105_R1| N N N N P105_R1| N N A N
P105_R2| N N N N P105_R2| N S N N P105_R2| N N N N
P105_R3| N S N N P105_R3| N N N N P105_R3| N N N N

S : Suppression, A : Augmentation, N : No effect,
A/S : Augmentation/Suppression
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Table 2. Judgment for 3 independent experiments in Phase 11 study.

(a)

(b)

(c)

Lab A exp. LabB exp. LabC exp.
Chem. Chem. Chem.
Code 1 2 3 Judge Code 1 2 3 Judge Code 1 2 3 Judge
P201 N N N N P201 N N N N P201 N N N N
P202 S S S S P202 A S S S P202 N S S S
P203 N N P203 N S N N P203 N A N N
P204 A/S|A/S|A/S A/S P204 N A A A P204 N N A N
P205 S S S S P205 S S S S P205 S S S S
P206 N N N N P206 N N N N P206 N N N N
P207 N N N N pP207 N N N N P207 N N N N
P208 A A A A P208 S A A A P208 A N A A
P209 A A A A P209 A A A A P209 A A A A
P210 S S S S P210 A N N N P210 S S S S
pP211 N N N N P211 S S S S P211 N N N N
pP212 A A A A pP212 A A A A pP212 A A A A
P213 S N S S P213 S S S S P213 S S S S
pP214 A A A A P214 A A A A P214 A A A A
P215 A A N A P215 S S S S P215 S S N S
P216 N N N N P216 N N N N P216 N N N N
pP217 N N N N pP217 N N N N P217 A N N N
P218 S A N N P218 N N N N P218 N N N N
P219 N A N N P219 N N N N P219 A N N N
P220 S S S S P220 S S S S P220 S S S S

S Immunosuppression, A : Immunoaugmentation, N : No effect, A/S : Immunoaugmentation/suppression
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1.2 Within-laboratory reproducibility
Table 3 shows the final judgment of each assay by chemical and the concordance

based on the results in the phase I study. “R” means round.

Table 3. Judgment for independent 3 rounds and concordanc

(a)

(b)

(c)

Lab A Lab B Lab C
Chem. Chem. Chem.
R1 R2 R3 | Concordance R1 R2 R3 | Concordance R1 R2 R3 | Concordance
Code Code Code
P101 S S S 1 P101 S S S 1 P101 S S S 1
P102 S N N 0 P102 S S S 1 P102 S S N 0
P103 S S S 1 P103 S S S 1 P103 S S S 1
P104 S S S 1 P104 S S S 1 P104 S S S 1
P105 N N N 1 P105 N N N 1 P105 N N N 1

Table 4 shows the concordance rate of the within-laboratory reproducibility which is
estimated by data of Table 3.

Table 4. Withing laboratory concordance

Statistics

Lab A

Lab B LabC

Average

Within-laboratory concodance rate

80%(4/5)

100%(5/5) | 80%(4/5)

86.7%
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1.3 Between-laboratory reproducibility
Table 5 shows the final judgment of the assay for each laboratory and the

concordance in the phase 11 study.

Table 5. Final judgment of the assay for each laboratory and concordance

Chem.
Lab A LabB LabC Concordance
Code
P201 N N N 1
P202 S S S 1
P203 N N 1
P204 A/S A N 0
P205 S S S 1
P206 N N N 1
P207 N N N 1
P208 A A A 1
P209 A A A 1
P210 S N S 0
P211 N S N 0
P212 A A A 1
P213 S S S 1
P214 A A A 1
P215 A S S 0
P216 N N N 1
P217 N N N 1
P218 N N N 1
P219 N N N 1
P220 S S S 1
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Table 6 shows the concordance rate of the between-laboratory reproducibility which is
estimated by data of Table 5.

Table 6. Between laboratory reproducibility in Phase 1l study

Statistics

Between-laboratory concodance rate 80%(16/20)

Table 7 is the result from Table 3 and Table 6. The final judgment in Table 3 was

summarized with based on the majority.

Statistics
Between-laboratory concodance rate 80%(20/25)

346



Appendix 12. Study plan

Study plan
for the validation trial on multicolor reporter assay using IL-2 Luc (IL-2 Luc

assay) as a test evaluating the immunotoxic potential of chemicals

\ersion 1.4 February, 2017

Conducted by: IL-2 Luc assay Validation Management Team
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1. Background

The multicolor reporter assay using IL-2 Luc in Jurkat cells (IL-2 assay) is important
for evaluating the immunotoxic potential of chemicals. This assay forms part of the
Multi-ImmunoTox assay (MITA) and has the advantages of technical simplicity and a
short test period, and the accuracy of the test result is based on the mechanism
underlying immunotoxicity.

The aim of this trial is to (pre)validate the IL-2 Luc assay method to assess its
transferability and inter-laboratory variability so that this test can be used to screen for
immunotoxic chemicals. The IL-2 Luc assay for the validation trial was undertaken i) in
accordance with the principles and criteria documented in the OECD No. 34 Guidance
Document on the Validation and International Acceptance of New or Updated Test
Methods for Hazard Assessment [OECD, 2005], ii) according to the Modular Approach
to validation [Hartung et al., 2004], 1iii) according to the concept discussed in the
validation trials with the participation of GLP Test Facilities [Cooper-Hannan et al.,
1999] where the whole concept of validation trials is described in the context of GLP, and

iv) in line with the ISO procedure JRC.I.03.GP.01v.01 (http://ihcpnet.jrc.it/quality-
safety/quality-documents/unit-03-ivm/doc/JRC.1.03.GP.01v.01.pdf).

The studies comprising a validation trial should ideally be performed in accordance with
GLP [OECD, 1998-2007; FDA, 1999; EPA, 1998a&b; JSQA, 2010; SCC, 2010]. As a
minimum, use of standard operating procedures (SOP) and adequate data recording,
reporting and record keeping are essential.

A general conceptual framework [Hartung et al., 2004; OECD, 2005] will be used for
documenting the entire study to assess the validation status of the test method. This is
called a “modular approach” to validation. In this approach, the information needed to
support the validity of the method is organized into modules that provide the following
information:

Module 1: Test Definition

Module 2: Within-laboratory repeatability and reproducibility

Module 3: Between-laboratory transferability

Module 4: Between-laboratory reproducibility

Module 5: Predictive capacity

Module 6: Applicability domain

Module 7: Performance standards

The modular approach as introduced by Hartung et al. allows the use of datasets from
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various data sources and studies. This advantage is used in the following proposal to
assess the scientific validity of the IL-2 Luc assay. This IL-2 Luc assay for the validation
trial has been performed under GLP principles.

2. Objective of the trial

The validation trial will assess the reliability (reproducibility within and between
laboratories) and relevance (predictive capacity) of the IL-2 Luc assay with a challenging
set of test substances (test items) for which high quality in vitro and in vivo data are

available.

3. Validation Management Team (VMT)

The VMT encompasses collective expertise with the test, in the underlying science, and
the scientific design, management and evaluation of a validation trial.

The VMT, which plays a central role overseeing the conduct of the validation trial,

includes:

Table 1. Members for IL-2 Luc assay Validation Management Team

Name Role and expertise Affiliation
- . VMT trial coordinator, Chemical

[Trial Coordinatoy _ JaCVAM, NIHS, Japan
supplier and Management of )

Hajime Kojima . (JaCVAM representative)
quality control

Lead Lab *Developer of this assay

Yutaka Kimura* Test method, expertise | Tohoku Univ., Japan

Setsuya Aiba* underlying science

) ) Data analysis, biostatistics )

Takashi Omori ) Kobe Univ., Japan

dossier

International expert members

EU liaison Test system expertise,
Emanuela Corcini validation expertise, | Milan Univ., Italy

Immunotoxicity expertise

Immunotoxicity expertise

Consulting ApS, Denmark

EU liaison Test system expertise,
o ) 3Rs Management and
Erwin L. Roggen validation expertise,

ICCVAM liaison]| Immunotoxicity expertise NTP/NIEHS, USA
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Dori Germolec

JSIT liaison o ) Chugai Pharmaceutical Co.,
Immunotoxicity expertise
Tomoaki Inoue Ltd.

Participating Test Facilities

The laboratories participating in the trial are defined as follow:

Test Facility 1: Hatano Res. Inst., FDSC. Study Director (SD): Kohji Yamakage
Test Facility 2: AIST, Tsukuba SD: Yoshihiro Ohmiya
Test Facility 3: AIST, Takamatsu SD: Yoshihiro Nakajima

Information relevant for Modules 1, 2, 3 performed by all laboratories. Data obtained
by these laboratories have demonstrated that the IL-2 Luc assay is transferable and
reproducible between experienced laboratories. All laboratories participating in this
validation trial will act as unexperienced laboratories to assess between-laboratory
transferability, reliability, and relevance of the IL-2 Luc assay method under non-GLP

conditions (GLP principle).

Trial management structure

1) Chemical management group

The members of the chemical management group are elected by
recommendation of the IL-2 Luc assay VMT. The members prepare a tentative list of test
chemicals and work with the VMT to make a final decision on the test chemicals to be
used in the validation trial. The coded test chemicals listed in Table 6 and 7 are
distributed by the JaCVAM.
2) Data analysis group

The members of the data analysis group are elected by recommendation of the
IL-2 Luc assay VMT and check and analyze the data obtained in this validation trial
from a third-party standpoint. The members also take charge of statistical processing in
this validation trial.
3) Quality assurance group

The members of the record management group are elected by recommendation
of the IL-2 Luc assay VMT. The members prepare the protocol, the test chemical
preparation record forms, blank data sheets, etc., and distribute them to the research
laboratories participating in this validation trial. The members also collect completed
forms and data sheets after completion of the experiments, and point out omissions or

flaws in recording, if any, and request corrections of such errors.
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4) Lead laboratory

The lead laboratory representing the test method is responsible for providing
the test method protocol and the necessary data recording or calculation templates. The
Trial Coordinator must ensure that such data recording or calculation templates have
been validated before distribution to the test facilities involved in the validation trial.
The lead laboratory is also responsible for providing, if necessary, new versions of the
protocols during the entire validation trial. The lead laboratory and the other

participating test facilities might be contacted by the VMT regarding technical issues.

Sponsor
The validation trial for assessing the validity of IL-2 Luc assay will be financed by the
Ministry of Health, Labour and Welfare (MHLW), Japan.

The lead laboratory will support the IL-2 Luc assay validation trial by assuring that
reliability is assessed. At the same time, preliminary results of the test method can be
evaluated. For this purpose, Lead laboratory will support:

- financial aspects related to the coordination of a validation trial (e.g. organization of
VMT meetings where also the involved test facilities can be invited for technical
clarifications to the VMT, the publication of the validation trial results)

- test, reference and control item purchase, coding and distribution to the test facility

- availability of the test systems to the participating laboratories by supporting the lead
laboratory with the logistics for delivering the test system to the facility

- independent analysis of data and statistical support (biostatistician) based on the study
reports generated

- other costs incurred by the participating laboratories

Trial coordination

Dr. Hajime Kojima was appointed as the Trial Coordinator with well-defined roles and
responsibilities to coordinate the trial and to establishment of a VMT by supporting of
JaCVAM.

The name and location of the Trial Coordinator should be identified in each individual
study plan. For the IL-2 Luc assay validation trial, the Trial Coordinator has direct

access to the test item coding.

The Trial Coordinator’s responsibilities include:
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a) Establishment of/support to lead laboratory, including meeting organization

b) Trial communication and coordination with test facilities

¢) Recording of document and data flow between test facilities

d) Assessing and documenting the impact of any amendments and/or deviations from the
trial plan and study plans on the quality and integrity of the validation trial

e) Ensuring that the individual study reports are forwarded, in a timely manner, for data
and statistical analysis

f) Preparing the trial plan and report, which can be based on the study reports from the
lead laboratories and other test facilities involved in the validation trial, and should
reflect the overall trial

g) Approval with date and signature of all protocols, Study Plans and Study Reports

h) The communication of the results of the trial into the public domain

The Trial Coordinator’s responsibilities include:

a) Establishment/support of the lead laboratory, including meeting organization

b) Trial communication and coordination with the test facilities

¢) Recording of documents and data flow between the test facilities

d) Assessing and documenting the impact of any amendments and/or deviations from the
trial plan and study plans on the quality and integrity of the validation trial

e) Ensuring that the individual study reports are forwarded, in a timely manner, for data
and statistical analysis

f) Preparing the trial plan and report, which can be based on the study reports from the
lead laboratory and other test facilities involved in the validation trial, and should reflect
the overall trial

g) Approval with date and signature of all protocols, study plans and study reports

h) Communication of the results of the trial to the public domain

The role of the Trial Coordinator (as the formal representative of the VMT and the single
contact point with the SDs) is of fundamental importance. The Trial Coordinator is the
single critical point of trial control and must ensure clear lines of communication
between the involved test facilities in the trial. The communication line of the Trial
Coordinator is with the SDs of the different test facilities. The SDs are the single point
of contact with the Trial Coordinator (unless otherwise communicated by the
participating test facilities) to assure a transparent and recorded documentation flow
during the trial. The Trial Coordinator should also ensure that appropriate
arrangements have been made for the supply of the test systems, and test, control and

reference items, which meet the requirements of the trial, and that there are appropriate
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test method protocols (dated signature by the Trial Coordinator and the lead laboratory)
and, if appropriate, validated data recording, data analysis, and data reporting sheets
for the test method.

It is the responsibility of the Trial Coordinator to approve the study plans sent for

approval by the test facilities, and any amendments to the study plan, by dated signature.

Training

The lead laboratory will be responsible for issuing a training agenda to the Trial
Coordinator for further distribution to all test facilities, giving details of what training
aspects will be covered during the training of the other SDs and study personnel at the
lead laboratory. Furthermore, after the training during the Phase O study, the lead
laboratory will issue to the Trial Coordinator a training report and indicate if critical
observations are made by the other test facilities regarding the IL-2 Luc assay protocols.
In case any critical observations are made, a new version of the IL-2 Luc assay protocols
might need be issued to the other test facilities before initiating the between-laboratory

transferability test.

[Module 2] Within-laboratory reproducibility
The within-laboratory reproducibility of all test facilities has been done by an
independent biostatistical analysis using 5 coded chemicals under the VMT. The
concordance should be equal to or greater than 80% as a tentative acceptance criterion

for the Phase I study.

3.7 [Module 3] Between-laboratory transferability

This between-laboratory transferability (Module 3) study is performed in order to assess
the successful transfer of the assay to a test facility unexperienced with that particular
test method but having knowledge of similar test systems and endpoint detection
methods.

Transfer of the IL-2 Luc assay to all test facilities in the Phase 0 study using 5 coded five
chemicals was achieved. A few concentrations of each test item were tested in triplicate
in 3 independent runs according to the IL-2 Luc assay protocol describing the details of
the experimental design.

The 5 test items selected for the Phase I study are coded as A, B, C, D, and E. The
facilities will prepare a study according to internal GLP principles. This plan will be

submitted to the Trial Coordinator and lead laboratory for approval.
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The results of the between-laboratory transferability study will be reviewed before
progressing with module 4 in the between-laboratory reproducibility study. If the
transferability data do not meet the test acceptance criteria, the Trial Coordinator
representing the VMT will try to identify the problems and make corrections where
needed. At the end of testing, the test facilities will submit a QC certified copy of the
entire study dossier to the Trial Coordinator (study plan adhering to GLP principles, raw

data, records and data analysis, study report adhering to GLP principles).

3.8 [Module 4] Between-laboratory reproducibility
Twenty-five coded test items have been selected to confirm the between-laboratory
reproducibilities in the Phase I and II studies. Several concentrations of each test item
will be tested in triplicate according to the IL-2 Luc assay method protocol describing
the details of the experimental design.
At the end of testing, the test facilities will submit a QC certified copy of the entire study
dossier to the Trial Coordinator (study plan adhering to GLP principles, raw data,
records and data analysis, study report adhering to GLP principles). The concordance
for between-laboratory reproducibility should be equal or greater than 80% to meet the
acceptance criteria.

[Module 5] Predictive capacity
The necessity for further chemical analysis will be subject to a VMT decision once the
data for between-laboratory reproducibility has been assessed. Depending on the

statistical analysis, lean design for validation as well as_automatisation of the test

leading to an increased dataset will be considered.

Protocol

In this validation trial, the protocols ver. 0.08E, Phase I and 0.1E, Phase II will be used.
These protocols will be drafted by the lead laboratory and will be finalized by the VMT.
The criteria to identify immunotoxicants by the MITA are provisionally fixed in protocol
ver. 0.08E prior to the Phase I study. There are 2 temporary criteria to identify
imunotoxicants. The VMT adopted these criteria after the Phase I validation study.

A measurement of bioluminescence intensity induced by chemical treatment will be
measured by a luminometer (Phelios: ATTO, Cat #:AB-2350) calibrated using stabilized
SLG, SLO and SLR enzymes in this validation trial.

Chemicals
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5.1 Chemical Selection

Test chemicals have been selected from a chemical repository based on published papers
on In vivo immunotoxicity.

The applied selection criteria were:

information on mode/site of action

coverage of range of relevant chemical classes and product classes

quality and quantity of reference data (in vivo and in vitro)

high quality data derived from animals and (if available) also humans

knowledge of interspecies variations (for example: variability with regard to the uptake
of chemicals, metabolism, etc.)

coverage of range of toxic effects/potencies

chemicals that do not need metabolic activation

appropriate negative and positive controls

physical and chemical properties (feasibility of use in the experimental set-up as defined
by the CAS No.)

single chemical entities or formulations of known high purity

availability

cost

In the first phase of the selection procedure, the chemical management group identified
and collected several existing lists of potential chemical sensitizers in order to establish
a primary database. These chemicals had originally been compiled by international
experts for various purposes, such as reference compounds for validation studies. An
extensive literature research was performed by the chemical management group,
insuring that the preselected chemicals fulfilled the selection criteria described above.
Emphasis was laid on the fact that different potencies (strong, weak and no activity)
have been chosen. In addition, it was decided that at least 20% of the total substances to
be tested should be negative in order to increase the statistical power of the data analysis.

In the first phase of the IL-2 Luc assay validation trial using data generated at the test
facilities, 5 chemicals will be tested 3 times for each test chemical for between-laboratory
reproducibility and to confirm transferability. After discussion of the Phase I results,
detailed test planning for Phase II will be established. Currently, it is planned that 20
chemicals will be tested in the Phase II trial to establish predictive capacity (Table 2).
Table 2. Outline of test planning at each study in the validation trial.
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Study Chemicals Test Number | Information obtamed

Phasel 5 non- coded 1 Between-lab transferability

Phase I 5 coded 3 Within & between-lab
reproducibility

Phase I1 20 coded 1 Between-lab reproducibility &
predictability

5.2 Chemical Acquisition, Coding and Distribution

The within-laboratory reproducibility (Module 2) and between-laboratory transferability
(Module 3) in all test facilities have been assessed with coded chemicals. This IL-2 Luc
validation trial plan describes generation of the missing data sets under coded test item.
If the results obtained are not highly similar to the previously obtained sets, the VMT
must assess if coded chemicals need to be tested in all the test facilities.

Coding will be supervised by the Trial Coordinator, in collaboration with the chemical
repository responsible for coding and distribution of the test, reference and control items

for the validation trial.

5.3 Handling

Each test facility shall receive through the Trial Coordinator essential information about
the test chemicals (physical state, weight or volume of sample, specific density for liquid
test chemicals, and storage instructions). Moreover, the SD should receive safety

information concerning hazards identification and exposure controls/personal protection.

Records and archiving

At the end of the trial, the IL-2 Luc assay validation trial report is prepared by the Trial
Coordinator or the VMT personnel who appointed by the Trial Coordinator. The trial
report summarizes the trial goals, procedures, results and conclusions of the validation
trial. This represents the whole validation trial, including archiving and, as such, will
cover several study reports, as well as reports for test item supply, data management
and statistics. The Trial Coordinator oversees the preparation of the trial report. The
Trial Coordinator will be representing the VMT discussions responsible for preparation
of the scientific conclusions. Signatories to the trial report include the Trial Coordinator,
the statistician, and the SDs of the involved test facilities. Although the SDs may not
be involved with the preparation of the trial report, their signatures confirm that the
trial report is an accurate reflection of the management and study events. The trial

report should contain a statement, signed by the Trial Coordinator, commenting on the
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accuracy and completeness of the trial report and identifying any significant issues
which could have affected the integrity of the trial, including matters of GLP compliance.
A QC statement will be included in the trial report, in order to identify what QC
monitoring was done and to confirm whether or not the trial report is an accurate

reflection of the validation trial data.

Study timeline

An approximate schedule for IL-2 Luc assay validation trial is shown in Table 3. The

duration of this validation trial is around 20 months, from May 2016 to December 2017.

3568



Table 3. Schedule of IL-2 Luc assay validation trial

Month

Activity

January 2016

Estabhsh the VMT

Selection of participating research laboratories

Deliberation, decision and read-through of draft study plan

Deliberation and decision of protocol

Preparation of a tentative list of test chemicals

Distnbution of test chemicals, standard chemicals and positive
control chemicals

February,2016

Technical transfer nsing five known chemicals (non-coded)
Start of technical transfer to know between laboratory
transferability

Data collection of technical transfer (Phase 0 study)

Phase I study

September 2016

Coding and distribution of five coded test chemicals

September, 2016

Start of Phase I study

December, 2016

End of Phasc I study

February, 2017

2" VMT Meeting / Phase I results and planning of Phase II study

Phase 11 study to know between- and within-laboratory reproducibility

Coding and distribution of coded test chemicals and positive

April, 2017 chemicals
May, 2017 Start of Phase Il study using 20 coded test chemicals
August, 2017 End of Phase II study
November- rd . ..
o vMI Meeting
December, 2017 3¢ VMT Meeting /reviewmg of Phase II study results
2018 Completed validation report
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Abbreviations

CAS: Chemical Abstracts Service

GLP: Good Laboratory Practice

HRI: Hatano Research Institute

FDSC: Food and Drug Safety Center

JaCVAM: Japanese Centre for the Validation of Alternative Methods
NIHS: National Institute of Health Sciences

OECD: Organization for Economic Co-operation and Development
QC: Quality Control

TG: Test Guideline

VMT: Validation Management Team
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Appendix 13. MITA QC confirmation table
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MITA{PL) confirmation tabale

LabE (AIST, Tsukuba )

LsbC (FDSC)

LabD (AIST, Takamatsu)

setA-1 |date 2016.9.12 (document 4 - 5)
. |Cell cutture
(run 1) o]
recards
Weighting recards =]
Test recards =]
Datashest S
Graph =]
seth-1 |date 2015.10.4 (document 4 - 6)
. . [cell cutiure
{run 2} =]
recards
Weighting recards =]
Test recards =]
Datashest S
Graph =]
setA Weighting records =] Weighting records = Weighting recards o
Call culture o Cell culture . Cell culture o wake up 2016.83.26—
recards records recards Last culture 2016.9.29
setA-1 |date 201€.10.26 date 2016.10.4. date 2016.9.9
Call culture - Cell culture - Cell culture
recards = records = recards ©
Weighting records =] Weighting records = Weighting recards o
Test recards =] Test records = Test recards (=)
Datashest =] Datasheat = Datashest (=)
Graph = Graph Graph o
setA-2 |date 2016111 date 20161017 date 2016€.9.12
Call culiure - Cell culture - Cell culture
recards = records = recards ©
Weighting recards =] Weighting records = Weighting records %
Test recards =] Test records = Test recards (=)
Datashest =] Datasheat = Datashest (=)
Graph = Graph Graph o
setA-3 |date 2016114 date 2016.10.21 date 2016.9.15 (document 7 - 8)
Call culture - Cell culture - Cell culture
recards = records = recards ©
Weighting records =] Weighting records = Weighting records %
Test recards =] Test records = Test recards (=)
Datashest =] Datasheat = Datashest (=)
Graph = Graph Graph o
setA-4 |date date date 2016.9.20 {3rd re trial)
Call culiure Cell culture Cell culture
recards records recards ©
Weighting recards Weighting records Weighting records %
Test recards Test records Test recards (=)
Datashest Datasheat Datashest (=)
Graph Graph Graph o
s=tB  |Weighting records =] Weighting records = Weighting recards o
Newly continue from Seth +
Cell culture o Cel culturs x Cell culture starting cell { wake up from 20150923
recorcs records [ecarcs culture on call culture til 20161014)
the way
setB-1 |date 2016118 date 2016.10.27 date 2016.9.23 (document 7 - 8)
Call culiure o Cell culture o Cell culture o
recards records recards
Weighting recards =] Weighting records = Weighting recards o
Test recards =] Test records = Test recards (=)
Datashest =] Datasheat = Datashest (=)
Graph = Graph = Graph o
setB-2 |date 20161112 date 2016.10.28 date 2016.9.26 (1st re-trial)
Call culiure o Cell culture o Cell culture o
recards records recards
Weighting recards =] Weighting records = Weighting records %
Test recards =] Test records = Test recards (=)
Datashest =] Datasheat = Datashest (=)
Graph = Graph = Graph o
setB-3 |date 20161116 date 2016.10.31 date 2016.9.20 (2nd trial}
Call culiure o Cell culture o Cell culture o
recards records recards
Weighting recards =] Weighting records = Weighting records %
Test recards =] Test records = Test recards (=)
Datashest =] Datasheat = Datashest (=)
Graph = Graph = Graph o
setB-4 |date date date 2016.10.3 (3rd trial)
Call culiure Cell culture Cell culture o
recards records recards
Weighting recards Weighting records Weighting recards x
Test recards Test records Test recards (=)
Datashest Datasheat Datashest (=)
Graph Graph Graph o
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MITA(PL) confirmation tabale

LabB (AIST, Tsukuba )

LabC (FDSC )

LabD (AIST, Takamatsu}

setC  |Weighting records =] Weighting records = Weighting recards o
Call cutture - Cell culture Cell culture
recards = records * recards ©
setC-1 |date 2016.11L.10 date 2016.11.14 date 2016.106 (document 7 - 8}
Call cutture - Cell culture - Cell culture
recards = records = recards ©
Weighting recards =] Weighting records = Weighting recards o
Test recards =] Test records = Test recards (=)
Datashest Datashest = Datasheet (=)
Graph = Graph = Graph o
setC-2 |date 1 date 20161125 date 2016.10.14 (document 7 - 8}
Call cutture o Cell culture ° Cell culture o
recards records recards
Weighting recards =] Weighting records = Weighting records %
Test recards =] Test records = Test recards (=)
Datashest Datashest = Datasheet (=)
Graph = Graph = Graph o
setC-3 |date 2016.11.18 date 2016.12.00 date 2016.10.17 (document 7 - 8}
Call cutture - Cell culture - Cell culture
recards = records = recards ©
Weighting records =] Weighting records L=} Weighting recards x
Test recards =] Test records = Test recards (=)
Datashest Datashest = Datasheet (=)
(Graph o Graph (o] Graph o
s2iC-4 |date date date 2016.10.20 (document 7 - 8}
Call cutture Cell culture Cell culture
recards records recards ©
Weighting recards Weighting records Weighting recards *
Test recards Test records Test recards (=)
Datashest Datashest Datasheet (=)
Graph Graph Graph o
SDS back O 20170322F 505 back L= SDS back =]

calibration recards

calibration records

calibration records
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MITA(P2) Confirmation table

B LabB (AIST, Tsukuba ) LabC (FDSC ) LabD (AIST, Shikoku)
[Weighing records Q [¢]
Cell culture records 0] 2017.05.02 Q 2017.05.29 O 2017.05.08
3sets 2017.05.19 3sets 2017.07.03 3sets 2017.06.06
2017.06.12 2017.07.31 2017.07.03
Isolubility check records o] per each Q per each o] per each
samples tests samples
Test date 2017.5.19. 2017.06.30 2017.05.22
Test samples No. (repeat No.) 1-5(1) 6,4.6,7(1) 27.812(1)
Others records o o] o}
Datasheets o] o] O
Test date 2017.5.31 2017.07.06 2017.05.23
Test samples No. 1,3-5(2),2(rel) 4,6,7(2) 14,16,17,19,20,01(1)
Others records o] o] o}
Datasheets o] o] [}
Test date 2017.6.8 2017.07.07 2017.05.29
Test samples No. 1,3-5(3),2(2) 46,7(3) 3,4,10,11(1)
Others records Q o] o}
Datasheets o] Q O
Test date 2017.6.12 2017.07.13 2017.05.30
Test samples No. 2(3).5(re3) 1,3,5,8(1) 5,6,9,13,15,18(1)
Others records o] o] o}
Datasheets Q O O
Test date 2017.6.5 2017.07.14 2017.06.12
Test samples No. 6-10(1) 1,3,5,8(2),9,10(1) 5,6,9,13,15,18(rel)
Others records o] o] o}
Datasheets Q o] O
Test date 2017.6.6. 2017.07.18 2017.06.19
Test samples No. 6(rel),7-10(2) 1,3,5,8(3),9,10(2) 3,4,10,11(rel)
Others records o] o] o}
Datasheets Q Q Q
Test date 2017.6.9. 2017.07.21 2017.06.20
Test samples No. 6(2),7-10(3) 9,10(3),11-14(1) 2,7.812(2)
Others records o o o}
Datasheets O o] O
Test date 2017.6.14 2017.07.24 2017.06.26
Test samples No. 11-15(1) 11.12.14(2),13(re1).15,16(1) 14,16,17,19,20,01(rel)
Others records o o] o}
Datasheets Q o] o}
Test date 2017.6.21 2017.07.27 2017.06.27
Test samples No. 11-15(2) 11,12,14(3),13(2) 5,6,10,11,3,4 (2)
Others records 0] 0] o]
Datasheets o] o] O
Test date 2017.6.22 2017.07.28 2017.07.03
Test samples No. 11-13.15(3)14(re2), 2(re1),13(3),15,16(2),18,20(1) 16,17,19,20,15,18 (2)
Others records o o o}
Datasheets Q o] O
Test date 2017.6.29 2017.08.03 2017.07.04
Test samples No. 6.14(3) 15,16(3),17,19(1),18,20(2) 1,9,13,14 2)
Others records o] o] o}
Datasheets Q o] Q
Test date 2017.6.28 2017.08.04 2017.07.10
Test samples No. 16-20(1) 1,3(4),2(3).19(2),18,20(3) 17,19,7,3 (3)
Others records 0] 0] o]
Datasheets o] Q O
Test date 2017.7.7 2017.08.07 2017.07.11
Test samples No. 16-20(2) 2(4),17(2),19(3) 2812.16,14.20 (3)
Others records Q o o}
Datasheets 8] O O
Test date 2017.7.11 2017.08.08 2017.07.18
Test samples No. 16-20(3) 5,8,19(4),17(3) 1,4,5,6,10,11 (3)
Others records o] o] o}
Datasheets Q Q Q
Test date 2017.08.14 2017.07.24
Test samples No. 13(4) 9,13.15,18(3),3,19(4)
Others records o o]
Datasheets o] O
Test date 2017.07.25
Test samples No. 10,13,14,9,4(4)
Others records o}
Datasheets O
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Appendix 14. MITA coded chemical list
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Appendix 15. The list of proficiency chemicals

The list of proficiency chemicals

No. Chemical name CAS No. ta-rrgg(tailrtg Pt;}tlsggal Phase
1 |(Dibutyl phthalate 84-74-2 Yes Liquid |
2 |Lead(ll) acetate trihydrate 6080-56-4 Yes Solid |
3 |Nickel (Il) sulfate hexahydrate] 10101-97-0 Yes Solid |
4 | Benzo(a)pyrene 50-32-8 Yes Solid 1
5 |Diethylstilbestol 56-53-1 Yes Solid 1
6 | Urethane, Ethyl carbamate 51-79-6 Yes Solid 1
7 |Tributyltin chloride 1461-22-9 Yes Liquid 1
8 |2.4-diaminotoluene 95-80-7 NO Solid 1
9 [Acetonitril 75-05-8 NO Liquid 1
10 |Vanadium pentoxide 1314-62-1 NO Solid 1

Prior to routine use of the test method described in this Annex to Test Guideline 442E,
laboratories should demonstrate technical proficiency, using the 10 Proficiency
Substances listed in Appendix 15 in compliance with the Good in vitro Method
Practices (1). Moreover, test method users should maintain a historical database of data
generated with the reactivity checks (see paragraph 15) and with the positive and
solvent/vehicle controls (see paragraphs 21-24), and use these data to confirm the
reproducibility of the test method in their laboratory is maintained over time.

1. OECD (2017), Draft Guidance document: Good In Vitro €i0Method Practices
(GIVIMP) for the Development and Implementation of In Vitro €i0Methods for
Regulatory Use in Human Safety Assessment. Organisation for FEconomic
Cooperation and Development, Paris. Available at:
[http//'www.oecd.org/env/ehs/testing/OECD%20Draft%20GIVIMP_v05%20-%20clea
n.pdf].
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Appendix 16. The list of performance standard chemicals

T cell | Physical Phase

No. Chemical name CAS No. .
targeting state
1 |Dexamethasone 50-02-2 Yes Solid positive
control
2 |Cyclosporine 59865-13-3 Yes Solid -
3 |Indomethacin 53-86-1 Yes Solid |
4 |Perfluorooctanoic acid 335-67-1 Yes Solid |
Zinc dimethyldithiocarbamate .
5 (DMDTC) 137-30-4 No Solid [
6 |Mannitol 69-65-8 No Solid 1

Performance standards (PS) (15) are shown to facilitate the validation of modified in
vitro IL-2 luciferase test methods similar to the IL-2 Luc assay and allow for timely
amendment of this Test Guideline for their inclusion. Mutual Acceptance of Data
(MAD) will only be guaranteed for test methods validated according to the PS, if these
test methods have been reviewed and included in this Test Guideline by the OECD.
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