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TK13152 Page: 18
A 4-Week Oral Dose Toxicity Study of TM5509 in Cynomolgus Monkeys
Appendix 10 Absolute and relative organ weights (females)
Sex: Female  Day(s): 29 Relative to Start Date
Mid-High
TM5509 Lung Lung Lung Lung Lung Lung
80 Thymus Right Right Left Left Total Total Heart Heart Liver Liver Spleen Spleen Pancreas
mg/kg/day (%) ® (%) © (%) @ (%) @ (%) @ (%) © (%) @
RP5F01 | 0.0188 8.72 0.258 741 0.219 16.13 0477 11.20 0.331 88.0 2.60 4197 0.124 458
RP5F02 | 0.0204 6.43 0.234 5.02 0.183 11.45 0418 - 944 0.343 62.8 228 1.922 0.070 3.66
RP5F03 | 0.0193 8.93 0.307 7.26 0.249 16.19 0.556 8.64 0.297 81.2 2.79 2514 0.086 439
RP5F04 | 0.0191 6.25 0.253 5.05 0.204 11.30 0.457 8.87 0.359 55.6 2.25 1.880 0.076 451
Mean | 0.0194 13.77 0.477 9.54 0.333 719 248 2628 0.089 4.29
S.D. | 0.0007 2.76 0.059 1.16 0.026 15.2 0.26 1.085 0.024 0.42
N 4 4 4 4 4 4 4 4 4 4

General Footnote: [Relative organ weights: Organ to final body weight ratios]
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TK13152 Page: 19
A 4-Week Oral Dose Toxicity Study of TM5509 in Cynomolgus Monkeys

Appendix 10 Absolute and relative organ weights (females)
Sex: Female  Day(s): 29 Relative to Start Date

Mid-High
TM5509 Adrenal Adrenal Adrenal Adrenal Adrenal Adrenal Kidney Kidney Kidney Kidney Kidney Kidney Ovary
80 Pancreas Right Right Left Left Total Total Right Right Left Left Total Total Right
mg/kg/day (%) (mg) (mg%) (mg) (mg%) (mg) (mg%) (0 (%) ) (%) @ (%) (mg)
RP5F01 | 0.136 271 8.02 339 10.03 610 18.05 5.48 0.162 5.93 0.175 11.41 0.338 76
RP5F02 | 0.133 205 745 238 8.65 443 16.11 471 0.171 484 0.176 9.55 0.347 137
RP5F03 | 0.151 228 7.84 278 9,55 506 17.39 5.71 0.196 5.67 0.195 11.38 0.391 54
RPS5F04 1 0.183 214 8.66 246 9.96 460 18.62 487 0.197 4.60 0.186 947 0.383 101
Mean | 0.151 . . . . 505 17.54 . . . . 1045 0.365
SD.| 0.023 . . . . 75 1.08 . . . . 1.09 0.026
N 4 . . . . 4 4 . . . . 4 4

General Footnote: [Relative organ weights: Organ to final body weight ratios]
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TK13152 Page: 20

A 4-Week Oral Dose Toxicity Study of TM5509 in Cynomolgus Monkeys

Appendix 10 Absolute and relative organ weights (females)
Sex: Female  Day(s): 29 Relative to Start Date

Mid-High

TM5509 Ovary Ovary Ovary Ovary Ovary

80 Right Left Left Total Total Uterus Uterus

mg/kg/day (mg%) (mg) (mg%) (mg) (mg%) ] (%)
RP5F01 2.25 144 4,26 220 6.51 7.76 0.230
RP5F02 4,98 133 484 270 9.82 6.05 0.220
RP5F03 1.86 260 8.93 314 10.79 491 0.169
RP5F04 4,09 114 4.62 215 8.70 417 0.169

Mean . . . 255 8.96 5.72 0.197
S.D. . . . 47 1.84 1.56 0.033
N . . . 4 4 4 4

General Footnote: [Relative organ weights: Organ to final body weight ratios]
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A 4-Week Oral Dose Toxicity Study of TM5509 in Cynomolgus Monkeys

Page: 21

Appendix 10 Absolute and relative organ weights (females)
Sex: Female  Day(s): 29 Relative to Start Date
High
TM5509 Final Thyroid Thyroid Thyroid Thyroid Thyroid Thyroid | Submandib | Submandib
300 Bodyweight Brain Brain Pituitary Pituitary Right Right Left Left Total Total ul ul Thymus
mg/kg/day (kg) © (%) (mg) (mg%) (mg) (mg%) (mg) (mg%) (mg) (mg%) | argland | argland @)
@ (%)
RP6F02 | 272 64.3 2.36 40 147 149 548 144 5.29 293 10.77 1.71 0.0629 0.515
Mean | 272 64.3 236 40 1.47 283 10.77 1.71 0.0629 0.515
S.D. . . . . . . . . . .
N 1 1 1 1 1 1 1 1 1 1
General Footnote: [Relative organ weights: Organ to final body weight ratios]
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TK13152

A 4-Week Oral Dose Toxicity Study of TM5509 in Cynomolgus Monkeys

Sex: Female  Day(s): 29 Relative to Start Date

Appendix 10 Absolute and relative organ weights (females)

Page: 22

High
TM5509 Lung Lung Lung Lung Lung Lung
300 Thymus Right Right Left - Left Total Total Heart Heart Liver Liver Spleen Spleen Pancreas
mg/kg/day (%) ) (%) ) (%) @ (%) @ (%) @ (%) @) (%) @)
RP6F02 | 0.0189 ©7.33 0.269 6.01 0.221 13.34 0.490 8.81 0.324 69.2 2.54 314 0.114 4.12
Mean | 0.0189 13.34 0.490 8.81 0.324 69.2 2.54 3.114 0.114 412
S.D. . . . . . . . .
N 1 1 1 1 1 1 1 1 1 1

General Footnote: [Relative organ weights: Organ to final body weight ratios]
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A 4-Week Oral Dose Toxicity Study of TM5509 in Cynomolgus Monkeys

Page: 23

Appendix 10 Absolute and relative organ weights (females)
Sex: Female Day(s): 29 Relative to Start Date
High
TM5509 Adrenal Adrenal Adrenal Adrenal Adrenal Adrenal Kidney Kidney Kidney Kidney Kidney Kidney Ovary
300 Pancreas Right Right Left Left Total Total Right Right Left Left Total Total Right
mg/kg/day (%) (mg) (mg%) (mg) (mg%) (mg) (mg%) @ (%) () (%) (@ (%) (ma)
RP6F02 | 0.151 152 5.59 169 6.21 321 11.80 464 0.171 493 0.181 9.57 0.352 77
Mean | 0.151 321 11.80 9.57 0.352
S.D. . . . .
N 1 1 1 1 1

General Footnote: [Relative organ weights: Organ to final body weight ratios]
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TK13152

A 4-Week Oral Dose Toxicity Study of TM5509 in Cynomolgus Monkeys

Appendix 10 Absolute and relative organ weights (females)
Sex: Female  Day(s): 29 Relative to Start Date
High
TM5509 Ovary Ovary Ovary Ovary Ovary
300 Right Left Left Total Total Uterus Uterus
mg/kg/day (mg%) (mg) (mg%) (mg) (mg%) @ (%)
RP6F0O2 | 2.83 78 2.87 155 5.70 7.26 0.267
Mean . . . 155 5.70 7.26 0.267
S.D. . . . . . . .
N . . . 1 1 1 1

General Footnote: [Relative organ weights: Organ fo final body weight ratios]
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Attachment 1 ) TK13152

No. TK13148-SPS1-1
(REISSUE 1)

ANALYSIS OF TM5509 FOR CHARACTERISTICS

Study No.: TK13148
Test article: TMS5509 (Lot No. TMC-001)
Testing facility: Ina Research Inc.

Regulatory compliance: GLP Standards for Non-Clinical Safety Studies on Drugs (Ministry of Health and Welfare
Ordinance No. 21, Mar. 26, 1997, Japan, partially revised on Jun. 13, 2008 by the Ministry
of Health, Labour and Welfare Ordinance No. 114)

Date of analysis: August 9, 2013 (Description and confirmation test)
August 15, 2013 (Content)

Results:
. e Results
Test items Specifications Chmactoristics
Description None White powder
Confirmation of absorption Confirmation of absorption
. of similar intensity at the of similar intensity af the
Co , ation fest same wavelength as the same wavelength as the
reference spectrum. reference spectrum.

Content 97.0%-103.0% 100.23% (mean value)
Judgment - ‘ Conformed
(Confirmation test) .
Analytical conditions by spectrophotometer: Wavelength: 210-400 nm
(Content)
Analytical conditions by HPLC:

Column: YMC Pack ODS-A, 5pm, 4.6 mm L.D. x 150 mm (YMC Co., Ltd.)

Column temperature: 35°C

Sample room temperature: 10°C

Mobile phase: Acetonitrile containing 0.1% formic acid / 0.1% formic acid (3/2, v/v)

Needle wash solution: Acetonitrile / ultrapure water (3/2, v/v)

Flow rate: 0.8 mL/min

‘Wavelength: UV 233 nm

QAU - audited

&fﬁé&a&’& A@M October 28, 20/3
Yoshikazu Nagai, M.T. Date

Study Director
Ina Research Inc.

Note: For this reissue, the following amendment was made:
1. The results of the content was corrected to the second decimal place.
(No. TK13148-SPS1-1, date of issue: August 28, 2013)
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Attachment 2 TK13152

No. TK13148-8PS1-2

ANALYSIS OF TM5509
FOR CHARACTERISTICS AND STABILITY
Study No.: TK13148
Test article: TMS5509 (Lot No. TMC-001)
Testing facility: Ina Research Inc.

Regulatory compliance: GLP Standards for Non-Clinical Safety Studies on Drugs (Ministry of Health and Welfare
‘Ordinance No. 21, Mar. 26, 1997, Japan, partially revised on Jun. 13, 2008 by the Ministry
of Health, Labour and Welfare Ordinance No. 114)

Storage condition: In tight, light-resistant under refrigeration (2-8°C)
Date of analysis: Characteristics: August 9, 2013 (Description and confirmation test)

August 15, 2013 (Content)

Stability: October 21, 2013
Results:
Results
. Specificati

Test items pecifications Characteristics Stability
Description None ‘White powder ‘White powder

Confirmation of absorption Confirmation of absorption of Confirmation of absorption of
of similar intensity at the  similar intensity at the same  similar intensity at the same

Confirmation test same wavelength as the wavelength as the reference ~ wavelength as the reference
reference spectrum. spectrum. spectrum.

Content 97.0%-103.0% 100.23% (mean value) 99.82% (mean value)
Judgment - Conformed ' Conformed
(Confirmation test)
Analytical conditions by spectrophotometer: Wavelength: 210-400 nm
(Content)
Analytical conditions by HPLC:

Column: YMC Pack ODS-A, 5um, 4.6 mm 1D, x 150 mm (YMC Co., Ltd.)

Column temperature: 35°C

Sample room temperature: 10°C

Mobile phase: Acetonitrile containing 0.1% formic acid / 0.1% formic acid (3/2, v/v)

Needle wash solution: Acetonitrile / ultrapure water (3/2, v/v)

Flow rate: 0.8 mL/min

Wavelength: UV 233 nm
QAU - audited

Yoshikazu A[&(?M October 28, 22/3

Yoshikazu Nagai, M.T. Date ’
Study Director
Ina Research Inc.
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Attachment 3 TK13152

B-7235
MEER 3
A-2479
Study number: A-2478
CERTIFICATE OF ANALYSIS
(Stability and homogeneity of TM5509 in Dosing Formulations)
Test article: TM5509 (Lot number; TMC-001)
Form (Vehicle): Suspension
(0.5 w/v% carboxymethylcellulose sodium solution)
Storage conditions: Put into a brown glass bottle and stored in a cold place
(in a refrigerator, acceptable temperature: 1 to 10°C)
and then at room temperature
Storage period: After 7 days in a cold place and then 24 hours at room
temperature
Acceptance criteria
Stability: Remaining rate [the percentage of the mean measured
coneentration after storage to that immediately after
preparation (100)] is within 1060.0 + 10.0%.
Homogeneity: ‘The coefficient of variation (CV) of immediately after
preparation and after storage are not more than 10.0%.
Results:
Prepared Measured concentration (mg/mlL)
concentration Layer Immediately after
(mg/mL) preparation After storage
Upper 0.0528 0.0930
Middle 0.0928 . 0.0968
Lower 0.0983 00973
0.160 © . Mean 0.0%46 0.0557
SD 0.0032 06.0023
Remaining rate (%) 100 i 1012
CV (%) 34 24
Upper 194 190
Middle 198 189
Lower 195 188
200 Mean 19 189
SD 2 1
Remaining rate (%) 100 96.4
CV (%) 1.0 . 0.5
SP: Standard deviation )

Judgment: Passed

Regulation:
“The Ordinance on Standard for Conduct of Non-Clinical Studies on Safety of Drugs”,
Ordinance No. 21 of the Ministry of Health and Welfare, Japan, March 26, 1997,

Partially Revised by Ordinance No. 114 of the Ministry of Health, Labour and
‘Welfare, Japan, June 13, 2008

MAWMM Mi 20 /2

Hirohisa Murofushi Date
Study director

Gotemba Laboratory, Bozo Research Center Inc.

20
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Attachment 4 (1/4) TK13152

BEROGH (BREER U —HERER)

1. E¥yyg
AREROWRYE & A Uiz,

2. HIEXRSR
TMS5509
3. RNYySF—v g HE

UITFICE#EHTAHEEIZOWTHE, [TM5509 FARNROEESHTENY F—3 g URBr) (B
Rt F VU H—F, HBREE: TK13149) "ICTHEER I TIN5,

JLREN 0.5 W% VA B —AF F U U LEEK
B 1~4 pg/mL
MEMROFEE: Mo EmE (RE: BAR, BEAM4T: 220)
A= 7 TREEMN:  10°CRETH 24 FFHZE
4. yHTEE
HPLC A7 A (Waters Corporation) :
BWEMEDa—: 2695 &/SL— = VEDa—L
MRS 2487 5 = 7 /L AUV/VIS ¥ tHas
T — X Empower (Waters Corporation)

5. REFRURBEOGAR

51 #E

CAFNANEFY K (LUF DMSO)
HREERRR FYeMiEE T3 ka)

XET L E= T A YRk (FnyemlidE TEpkatt)

R AR (FeMiZE T3 ath)

RARE =) HPLC i (Fryefidi Takteh)

BRI HIBKZ RGBSR (4 — P XF/L WG25, v~ FEEEERERS
) ROVEBHMAKELEERE (Autopure WT100, ¥~ b+ Rk &)
TR U 72K

52 REoFHM

AR DMSO 550 mL & #iffiZk 550 mL ZJ8Ff L7-.

RTEEAE: B, =R (PR 1~30°0)
FERHIR: FARIA 25 10 HE
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Attachment 4 (2/4)

TK13152

6 mmol/L XEET > & =7 ;-3 mmol/mL FEEIANR:

B EhE:

=— FVHEHR:

6. HEEREOAR
BRI

YR (LT, STD)

7. REHEROTH
0.4 mg/mL:

1.2 mg/mL:

4.0 mg/mL:

16 mg/mL:

60 mg/mL:

FERT E=7 .50.190 g L OVFER 0.06 mL (ZHEMIZK 20 2 500 mL
L.

RAESME: KB, =E GFEH: 1~30°C)
FERHAMR: FARAE 25 10 AR

AL ) —)v420mL & 6 mmol/L FEET »F =7 A-3 mmol/mL ¥
IR 280 mL ZiRFN L7z, gREEE, BEERE L2, 7TAEL—
Z—TREICL, NERF[EPBNLHRL 2D EFTHIA LK.

RIFRME: R, R GFAE#E: 1~30°C)
fEFHARR: FASLA 25 10 B

A B =)L 60mlL &ABHiA 40mL ZIEM U7, Fag, BEEkR
HLRRG, TAVL—F—TREIZL, /NERREPZENLL
H7< 725 F AR LT-.

PRIFSft: [, =B GFA#E: 1~30°0)
fEAHIRR: FARA 25 10 A

TM5509 @ 0.01000 g #FFE& L, DMSO %12 CHfiFE L7z. é 15
DMSO %A1z CIEREZ 100 mL & L7z. Z Dk 4 mL % IERELC
TR & N 2. CIEMEWZ 20 mL & L7= (FFFFREL, 0.02000 mg/mL)

BEERIR 2 mL Z IEFEICERY , HRIEK AN 2 CEMIZ 20 mL & ut
(FHEFASL, 0.002000 mg/mL) .

CITRTF I AE—F—TEHLL2NE 04 mg/mL THERD LE,
FEEVTENGZNFN IlmL ZIEMEIZE Y, DMSO iz T&
fEL, EMEIC4mL & L7z, ZOWH»S IlmL Z#IEREICEY, &R
WEMZ TEMIZSOmL & Lz (FEn=1 THRE, FHE 200).

CIRF I AZ—F—TEB LN 1.2 mg/mL BHED EE,
TREOCTENLZNEFN 1mL ZIEFEIZE Y, DMSO iz T&
2L, EMEWZ10mL & L7z, Z0#E» 5 I1mL 2FERICEY, FR
WBEMA TIEMIZ 60mL & L7z (/8 n=1 THE, HIE 600).

VIR F v I AL =T —THEHBLZN L 4.0 mg/mL F 5RO LE,
HREEOTENLEFNEN 1mL #1EMEIZE Y, DMSO 21z T
iR, IEREIZ40mL & L7z, Z0E 5 IlmL #EREICED, FR
WA Mz CTIEMIZS0mL & L7z (%@ n=1 CHRE, HIRE 2000).

VI RF I AZ =T —TEB LN DL 16 mg/mL EE5#&ED LE,
FREEONTENSFNFN ImL ZEMEIZE Y, DMSO 22 T
fRL, IEMEIZ100mL & L7z, ZOEN» S 1 mL ZIEHEIZE Y, #F

ik Mz CEMIZS0mL & Lz (BJE&n=1 THHEL, HFEK 8000) .

I RF v I R —F—THEHA LN S 60 mg/mL FH 5D L&,
FEROFEA b ENEH I mL % EREC L ), DMSO 2% T
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Attachment 4 (3/4)

8. HPLCHHZM
7T I

7T BIREE:

FBENHE:

L&

A " T IREE:

EAE:

R E B
1R B ]

=— NV
HIENEF:

9. BHFE

AT NEBME:

RIEREE:

SRR

B

10. EAfEDHH

TK13152

gL, FFREIZ100mL & L7z, ZO®» D 1 mL #EREICEY, &
Rik%E Mz CTIERMEZ30mL & L. S5, 20O 1 mL ZIEREIC
BY, FRIEEZINAZ CEMIZ10mL & L (BEn=1 TR, &
K 30000) .

Synergi Fusion-RP 80, 4 pm, 2 mmi.d. x 50 mm (Phenomenex)
40°C

A H J—)b /6 mmol/L T =17 -3 mmol/mL FEEIEIK
(6:4, v/v)

0.5 mL/min

10°C

10 pL

UV 233 nm

8 min

AZ )= | EBHK (6:4, viv)

STD (n=6, A7 LFHHME) , STD, HEHEHKR, STD

Empower Z VT, STD # 6 EHIE L7= & Z D, TMS5509 D t'—
7 ERROMETEERZE (RSDE) ZKRdiz.

| E FLHE: RSD fH 2.0%LL T (ZEFRIX 0.2 i 0.3%)

Empower % VT, FEHARK ORIZIZHEIE L7z STD I3 5

TM5509 DI — 7 mE L ORAEIRE b — R EHR R '

B, BT L) BERLE. BonRERY O CERE

IR 5 TM5509 O b°— 7 K OFIRE 6 ISR

B (mg/mlL) ZRbi-.

B GIROPNEIRE K OFRIBE N IR ZE VWV CHFRRE

E (%) &Ko7

HFERIRE (%) = HAEREYY / FREE x 100

L&, FBEROTEOEREHAR ORIERELHE & EEERFZED

LIARHEYERZE (RSDfE) ZR7-.

RSDfE (%) =[&HIERE OBEERZE (6,.1) / FHIEREL]
x 100

TR, RERER OMEREFEME (mg/mL) :

BRET AM GHTRZMUERA)

RSDH, SFARRE (%) MIALT 1M QHTE ZIUEEA)

FERE R 2=

SEME & [R] TS URE TN
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Attachment 4 (4/4) TK13152

11. TR

D kI BEF1. TM5509 FREHEDOEESIENY T—3 3 VB, BRE&tta F+ U —F.
HERE S TK13149. REAEEE HILKRFZRFEE EERU5ER MRAIZLELAESEN R R

NG A
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Attachment 5-1 (1/2) TK13152

No.TK13152-CU1-1
(10f2)

ANALYSIS OF THE DOSING FORMULATION(S)
FOR CONCENTRATIONS AND HOMOGENEITY

Study No.: TK13152

Test article: TM5509 (Lot No. TMC-001)

Vehicle: 0.5 w/v% carmellose sodium agueous solution
Testing facility: Ina Research Inc.

Regulatory compliance: GLP Standards for Non-Clinical Safety Studies on Drugs (Ministry of Health and Welfare
Ordinance No. 21, Mar. 26, 1997, Japan, partially revised on Jun. 13, 2008 by the Ministry
of Health, Labour and Welfare Ordinance No. 114)

Date of preparation: September 6, 2013
Date of analysis: September 6, 2013
Results:
Nominal conc. Layer Mi?)::r.ed Mean conc. SD RSD PZI:;I;Z%iZZfe Result
(mg/mL) (gl €D ) o
Top 0.3807
0.4 Middle 0.3867 0.3867 0.0061 1.6 96.7 Conformed
Bottom ___ 0.3928 '
Top’ 1.199
1.2 Middle 1.190 1.192 0.006 0.5 99.3 Conformed
Bottom 1.187
Top 3.998
4.0 Middle 4.019 4.014 0.014 0.3 100.4 Conformed
Bottom 4.025
Top 15.90
16 Middle 15.64 15.74 0.14 0.9 98.4 Conformed
Bottom 15.67
Top 57.10
60 Middle 57.19 57.47 0.56 1.0 95.8 Conformed
Bottom 58.11 :
Acceptance criteria: Concentrations:  Percentages to the nominal conc.: 90.0-110.0%

Homogeneity: RSD is not greater than 10.0%
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Attachment 5-1 (2/2) TK13152

No.TK13152-CU1-1

(2 of 2)
ANALYSIS OF THE DOSING FORMULATION(S)
FOR CONCENTRATIONS AND HOMOGENEITY
Analytical conditions by HPLC:
Column: Synergi Fusion-RP80, 4 pm, 2 mm i.d. x 50 mm (Phenomenex)
Column temperature: 40°C
Sample room temperature: 10°C
Mobile phase: Methanol / 6 mmol/L. ammonium formate-3 mmol/mL formic acid solution (6/4, v/v)
Needle wash solution: Methanol / ultrapure water (6/4, v/v)
Flow rate: 0.5 mL/min
Wavelength: UV 233 nm

Stirring conditions for the dosing formulations:
The dosing formulations were collected while being stirred using a magnetic stirrer.

Key personnel:

Akone  Susule? Sep‘(‘zwber (D, 2003

Akane Suzuki, B.Sc., M.T. Date
Ina Research Inc.
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Attachment 5-2 (1/2) TK13152

No.TK13152-CU1-2
(1 0f2)

ANALYSIS OF THE DOSING FORMULATION(S)
FOR CONCENTRATIONS AND HOMOGENEITY

Study No.: TK13152

Test article: TM5509 (Lot No. TMC-001)

Vehicle: 0.5 w/v% carmellose sodium aqueous solution
Testing facility: Ina Research Inc.

Regulatory compliance: GLP Standards for Non-Clinical Safety Studies on Drugs (Ministry of Health and Welfare
Ordinance No. 21, Mar. 26, 1997, Japan, partially revised on Jun. 13, 2008 by the Ministry
of Health, Labour and Welfare Ordinance No. 114)

Date of preparation: October 3, 2013

Date of analysis: October 3, 2013
Results:
Nominal conc. Measured Mean conc. RSD Percer}tage to the
Layer conc. SD o nominal conc. Result
(mg/mL) (mg/mL) (mg/mL) (%) %)
Top 0.3789
0.4 Middle 0.3766 0.3769 0.0019 0.5 ' 94.2 Conformed
Bottom  0.3751 ' .
Top 1.155
1.2 Middle 1.159 1.154 0.006 0.5 96.2 Conformed
Bottom 1.147
Top 3.822
4.0 Middle 3.853 3.860 0.042 1.1 96.5 ‘Conformed
Bottom 3.906 :
Top 15.68
16 Middle 15.74 15.69 0.04 0.3 98.1 Conformed
Bottom 15.66
Top 58.38
60 Middle 58.54 58.40 0.13 0.2 97.3 Conformed
Bottom 58.28
Acceptance criteria: Concentrations: ~ Percentages to the nominal conc.: 90.0-110.0%

Homogeneity: RSD is not greater than 10.0%
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Attachment 5-2 (2/2) TK13152

No.TK13152-CU1-2

, (2 0f2)
ANALYSIS OF THE DOSING FORMULATION(S)
FOR CONCENTRATIONS AND HOMOGENEITY
Analytical conditions by HPLC:
Column: Synergi Fusion-RP80, 4 pm, 2 mm i.d. x 50 mm (Phenomenex)
Column temperature: 40°C
Sample room temperature: 10°C
Mobile phase: Methanol / 6 mmol/L ammonium formate-3 mmol/mL formic acid solution (6/4, v/v)
Needle wash solution: Methanol / ultrapure water (6/4, v/v)
Flow rate: 0.5 mL/min
Wavelength: UV 233 nm

Stirring conditions for the dosing formulations:
The dosing formulations were collected while being stirred using a magnetic stirrer.

Key personnel:

Akare  Suon ks October 4. 2013

Akane Suzuki, B.Sc., M.T. Date
Ina Research Inc.
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Attachment 6 (1/3)

1. EE

A ¥ a_—F:
~qruS LY —F
I —H B

2. RERURKOFH
2.1 A (ELISA Kit)
£

Bt

oy FES

X v MER:

PRAFZRAF:

BRIFGHT:

22 ZFOMORIEK
PBSpH 7.4 (1x) :

698

TK13152

ELISA 12 X % Interleukin-6 | E

1842 (v~ FRZEHRA S
SH-1100R Lab (= v FESRKEASL)
SF6 (= o HEREEAEH)

Monkey IL-6 ELISA Kit

Cell Sciences, Inc.

5600133

2)
2)
2)
3)
2)
2)
1
2)
2)
2)
1y
1y
2)
3)
1)
2)
3)

Coating antibody

Standard

Biotinylated detection antibody

SPP conjugate (Streptavidin-HRP polymer)
BSA Stock solution (10%)

Cytokine stabilization buffer (CSB)
Tween-20

TMB substrate solution

Stop solution (0.175 M H,SOy)

ELISA plates (not pre-coated)

Adhesive cover slips

=R -

HTER - B

W (FFA#EER: —20°C~-80°C) - W
MR R AL ==

FRERIRE E O RGE

F2T7 V=P —BDOAT L ANT Y —HP—

gibco (Life technologies)
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Attachment 6 (2/3)

2.3 RBoOFEH
FEEFEIE:

Wash Buffer:
Blocking buffer:

Dilution buffer:

Coating antibody:

Coating antibody solution:

Biotinylated detection antibody:

TK13152

X v MIAERBINCSECRELCHERLE.
STD1~STD7 IZFA%% 1 RefLAPIZEA Lz,
LT oEIECHER L.

PBS 1L IZ Tween-20 % 0.5 mL Iz /BF1L7=. (HARFEELD

PBS 18 mL |Z BSA Stock solution % 2 mL Mz, FE2oIziE
L7z, (ARARED

PBS 250 mL }Z BSA Stock solution 12.5 mL & Tween-20 %
125 pL M0 2 FE00NTiBR L.
(RTFSM: 2~8°C, FAREL 1 v A)

Coating antibody 1 /XA 7 /UIZFREE 7K 250 pL Iz 7=.

#9 15 BRI, S HOMERICHE L.
(RIFEAF: 2~8°C, L 12 % A)

PBS 5 mL IZ Coating antibody % 50 pL %, e IZiEF L

7=, (HFEFRE, 1 71— 4)

Biotinylated detection antibody 1 /3o 7 /LZZKEE /K 500 pl %

Iz A 15 BERESOOICEMBEIR TS aHE L.
(R1FEMF: 2~8°C, AL 12 v A)

Biotinylated detection antibody solution:

SPP conjugate:

SPP conjugate solution:

EVERR (15.8ng/mL) :

Dilution buffer 10 mL |Z Biotinylated detection antibody %

100 uL iz, FEeniziBfaLrz. (ARFRRE, 1 71— b
53)

SPP conjugate 1 /N1 7 /LIZ 27K 500 uL 0% 72.

#9 15 BERECITIE R, W, EREMTICT S s
BULZ., (RIS 2~8°C - #k, A% 2 4 A)

Dilution buffer 10 mL {Z SPP conjugate % 100 uL 1z, F&E=°
DCEFI L. (RS, 1 70—+ 4)

Standard 1 /31 7 /WZZREE 7K 500 pL &40 249 15 R
IR ERIR T 1 08 L CEERKR & Uiz, FAR%IIK
FCIREURNICER L. BERXT VICREEHINTE
D, BIRBIE T ~VOBED 2IEDOREYFRNEEE L (T
~UVFRINM 7.9 ng/vial DBE, RAREZIL 158 ng/mL £ 72 5).

REHEFIR & T RIZHEV Diluent THAR U7z GREME 1 FFHE) .

s {, IR R R
W4 BERmE (uL) PRI (uL) (pe/mL)
STD 7 EYEJRHR 4 Dilution buffer 983.5 64
STD 6 STD 7 400 Dilution buffer 400 32
STD 5 STD 6 400 Dilution buffer 400 16
STD 4 STD 5 400 Dilution buffer 400 3
STD 3 STD 4 400 Dilution buffer 400 4
STD 2 STD 3 400 Dilution buffer 400 2
STD 1 STD 2 400 Dilution buffer 400 1
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