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IDENTITY OF 4-(1,1,3,3-TETRAMETHYLBUTYL) PHENOL

Test Substance

Lot No. 1 YSLQL

1.

Spectral Data

Infrared Spectrometry

Instrument ! Shimadzu IRAffinity-1
Cell : KBr
Resolution 14 cm'!
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Infrared Spectrum of Literature Data*
Result: The infrared spectrum was consistent with literature spectrum.
* Performed by National Institute of Advanced Industrial Science and Technology.

Spectra Database for Organic Compounds, SDBS.
http://riodb01.ibase.aist.go.jp/sdbs/cgi-bin/cre_index.cgi [accessed 2017/4/26]

Conclusion: The test substance was identified as 4-(1,1,3,3-tetramethylbutyl) phenol by infrared

spectrum.

: 4-(1,1,3,3-Tetramethylbutyl) phenol (Tokyo Chemical Industry Co., Litd.)
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STABILITY OF 4-(1,1,3,3-TETRAMETHYLBUTYL) PHENOL

Test Substance : 4-(1,1,3,3-Tetramethylbutyl) phenol (Tokyo Chemical Industry Co., Ltd.)
Lot No. ! YSLQL
1. Spectral Data

Infrared Spectrometry

Instrument : Shimadzu TRAffinity-1
Cell : KBr
Resolution ‘4 cm’l
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Infrared Spectrum of Test Substance (after use)

Result: The infrared spectra were not changed before used on 2017.9.20 and after used
on 2018.4.3.

2. Conclusion: The test substance was stable for the period that the test substance had been
used for the study.
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IDENTITY OF NMNITROSO-MN-METHYLUREA

Test Substance : IFNitroso- FMethylurea (Sigma-Aldrich Co. LLC.)
Lot No. : MKBQ7120V
1. Spectral Data

Infrared Spectrometry

Instrument ! Shimadzu IRAffinity-1
Cell : KBr
Resolution 14 cm'!
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Infrared Spectrum of Literature*!

*1 Performed by National Institute of Advanced Industrial Science and Technology(AIST).
Spectra Database for Organic Compounds, SDBS.
http://riodb01.ibase.aist.go.jp/sdbs/cgi-bin/cre_index.cgi [accessed 2017/8/7]
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Wavenumbers (cm-1)

Infrared Spectrum of Additional Literature*2

*2 Performed by National Institute of Standards and Technology(NIST).
NIST Chemistry WebBook, SRD 69

https://webbook.nist.gov/cgi/cbook.cgi?Name=684-93-5&Units=SI&cIR=on#IR-Spec
[accessed 2017/9/20]

Result: The infrared spectrum pattern and main absorption bands of structure

bonds were consistent with literature spectrum(literature*!) at C=0 peaks
(1750,1630,1230 cm?), N-NO peaks(1420,1380 cm™) and NH: peaks(3300,1750 cm™).

In addition, the infrared spectrum was consistent with literature spectrum(literature*2)

2. Conclusion: The test substance was identified as Mnitroso-V-methylurea by infrared spectrum
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STABILITY OF MNITROSO-N-METHYLUREA

Test Substance ¢ IVNitroso- Methylurea (Sigma-Aldrich Co. LLC.)
Lot No. : MKBQ7120V
1. Spectral Data

Infrared Spectrometry

Instrument : Shimadzu TRAffinity-1
Cell ¢ KBr
Resolution ‘4 cm’l
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Infrared Spectrum of Test Substance (after use)

Result: The infrared spectra were not changed before used on 2017.9.20 and after used
on 2018.4.3.

2. Conclusion: The test substance was stable for the period that the test substance had been
used for the study.
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CONCENTRATION OF 4-(1,1,3,3-TETRAMETHYLBUTYL) PHENOL

Analytical Method : The samples were analyzed by high performance liquid
chromatography.
Instrument ! Shimadzu LC-10 High Performance Liquid Chromatograph
Column : Kinetex® 5 pm C18 100 A (46 mm¢ X 15 cm)

Column Temperature: 40 °C

Mobile Phase . Acetonitrile : Distilled Water = 75 : 25
Flow Rate : 1 mL/min

Detector : UV (294 nm)

Injection Volume $ 10 pL

Target Concentration

Date Analyzed 10" 20 40
2017.09.25 10.0° (100)° 19.6 (98.0) 38.3 (95.8)
2017.12.20 9.75" (97.5)° 19.7 (98.5) 39.2 (98.0)
a mg/mL

b mg/mL (Mean measured concentration)
¢ % (Mean measured concentration/target concentration X 100)
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HOMOGENEITY OF 4-(1,1,3,3-TETRAMETHYLBUTYL) PHENOL

Analytical Method : The samples were analyzed by high performance liquid
chromatography.
Instrument ! Shimadzu LC-10 High Performance Liquid Chromatograph
Column : Kinetex® 5 pm C18 100 A (4.6 mm¢ X 15 cm)

Column Temperature: 40 °C

Mobile Phase . Acetonitrile : Distilled Water = 75 : 25
Flow Rate © 1 mL/min

Detector : UV (294 nm)

Injection Volume $ 10 pL

Target Concentration

Date Analyzed 10" 20 40

2017.09.25 1.00° 1.53 1.57

2017.12.20 1.44° 1.02 0.765
a mg/mL

b Coefficient of Variation (%), (n=7)
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CONCENTRATION OF MNITROSO-M-METHYLUREA

Analytical Method ! The samples were analyzed by high performance liquid
chromatography.
Instrument : Shimadzu LC-10 High Performance Liquid Chromatograph
Column : L-ColumnODS 5 um (4.6 mm¢ X 15 cm)

Column Temperature: 40 °C

Mobile Phase . Distilled Water : Methanol = 95 : 5
Flow Rate * 1 mL/min

Detector : UV (210 nm)

Injection Volume $ 10 uL

Target Concentration

Study No. Date Analyzed 7.5%
0900 2017.09.26 7.97° (106 )°
0901 2017.09.28 7.49 ( 99.9)

a mg/mL
b mg/mL (Mean measured concentration)
¢ % (Mean measured concentration/target concentration X 100)
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STABILITY OF 4-(1,1,3,3-TETRAMETHYLBUTYL) PHENOL IN THE OLIVE OIL
(STUDY NO. 8042)

Analytical Method ! The samples were analyzed by high performance liquid chromatography.
Instrument : Shimadzu LC-10 High Performance Liquid Chromatograph
Column : Kinetex® 5 pm C18 100 A (4.6 mm¢ X 15 cm)

Column Temperature: 40 °C

Mobile Phase . Acetonitrile : Distilled Water = 75 : 25
Flow Rate * 1 mL/min

Detector : UV (294 nm)

Injection Volume © 10 pL

Target Concentration

Date Analyzed 0.6" 60
2017.06.08 0.576 (100)"° 56.7 (100)
2017.06.16° 0.603 (105) 59.0 (104)
a mg/mL

b % (Percentage was based on the concentration at the date of preparation)
¢ The samples were stored in a dark place at refrigerated.

The data of stability of the test sample referred with the result of study No. 8042
on Japan Bioassay Research Center.
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METHODS, UNITS AND DECIMAL PLACE FOR HEMATOLOGY AND BIOCHEMISTRY

Item Method Unit Decimal
place
Hematology
Red blood cell (RBC) Hydrodynamically focussed DC detection | X 108/uL 2
method V
Hemoglobin(Hgb) SLS-Hemoglobin method g/dL 1
Hematocrit(Hct) Hydrodynamically focussed DC detection % 1
method ¥
Mean corpuscular volume(MCV) Calculated as Hct/RBC < 10 P L 1
Mean corpuscular hemoglobin(MCH) Calculated as Hgb/RBC X 10 V pg 1
Mean corpuscular hemoglobin concentration | Calculated as Hgb/Het X 100 V) g/dL 1
(MCHC)
Platelet Hydrodynamically focussed DC detection | < 103/uL 0
method ¥
Reticulocyte Flow cytometry method using % 1
semiconductor laser ¥
White blood cell(WBC) Flow cytometry method using X 103/uL 2
semiconductor laser ¥
Differential WBC Flow cytometry method using % 1
semiconductor laser V
Biochemistry
Total protein(TP) Biuret method ? g/dL 1
Albumin (Alb) BCG method 2 g/dL 1
A/G ratio Calculated as Alb/(TP—Alb) 2 - 1
T-bilirubin BOD method ? mg/dL 2
Glucose GlcK-G-6-PDH method ? mg/dL 0
T-cholesterol CE-COD-POD method 2 mg/dL 0
Triglyceride MGLP-GK-GPO-POD method ? mg/dL 0
Phospholipid PLD-ChOD-POD method ? mg/dL 0
Aspartate aminotransferase (AST) JSCC method 2 U/L 0
Alanine aminotransferase (ALT) JSCC method 2 U/L 0
Lactate dehydrogenase (LDH) JSCC method ? U/L 0
Alkaline phosphatase (ALP) JSCC method ? U/L 0
v -Glutamyl transpeptidase (y -GTP) JSCC method 2 U/L 1
Creatine kinase (CK) JSCC method 2 U/L 0
Urea nitrogen Urease GLDH method ? mg/dL 1
Sodium Ion selective electrode method 2 mEq/L 0
Potassium Ion selective electrode method 2 mEq/L 1
Chloride Ion selective electrode method 2 mEq/L 0
Calcium OCPC method ? mg/dL 1
Inorganic phosphorus PNP-XOD-POD method ? mg/dL 1

1) Automated Hematology Analyzer (XN-2000V : Sysmex Corporation)
2) Automatic analyzer (Hitachi 7080 : Hitachi,Ltd.)
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