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Table 1 Mortality of female rats treated orally with bis(2-morpholinoethyl)ether
in acute oral toxicity test - acute toxic class method

(Study No. 0749)

Administration Dose Number of Number of deaths
stage (mg/kg) animals Day1l Day2 Day3 Days 4 to 14 for 14 days
1st 300 3 0 0 0 0 0
2nd 300 3 0 0 0 0 0
3rd 2000 3 0 1 2 0 3
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(Study No. 0749)

Table 2 Clinical signs of female rats treated orally with bis(2-morpholinoethyl)ether
in acute oral toxicity test - acute toxic class method

Administration Dose Number of Clinical signs
stage (mg/kg) animals
1st 300 3 No abnormalities detected (3)
2nd 300 3 No abnormalities detected (3)
3rd 2000 3 Increased irritability of touch response; vocalization, rigidity (3)
Reddish tear (3)

Nasal hemorrhagic discharge (3)
No-feces (3)

Irregular respiration (2)
Decreased locomotor activity (2)
Salivation (2)

Straub tail (1)

Death (3)

Parentheses represent the number of animals.
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(Study No. 0749)

Table 3 Body weight changes of female rats treated orally with bis(2-morpholinoethyl)ether
in acute oral toxicity test - acute toxic class method

Administration Dose Number of Body weights (g)
stage (mg/kg) animals Days 1 2 4 8 11 15
1st 300 3 194+10 215+6 222+13 236+ 17 243+17 250+21
2nd 300 3 207+8 226+7 235+9 248+10 260+14 276+ 14
3rd 2000 3 217413 211+13" — — — —

Data represent mean = S.D.

2 including a dead animal
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Table 4 Necropsy findings of female rats treated orally with bis(2-morpholinoethyl)ether
in acute oral toxicity test - acute toxic class method

(Study No. 0749)

Administration Dose Number of Necropsy findings
stage (mg/kg) animals
1st 300 3 No abnormalities detected (3)
2nd 300 3 No abnormalities detected (3)
3rd 2000 3 Lung : red zone (3)

Parentheses indicate the number of animals.
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Appendix 1

Identity of
bis(2-morpholinoethyl)ether
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(Study No. 0749)
IDENTITY OF BIS(2-MORPHOLINOETHYL)ETHER

Test Substance ! Bis(2-morpholinoethylether —
Lot No. |

1. Spectral Data

Infrared Spectrometry

Instrument : Shimadzu FTIR-8200PC Infrared Spectrometer
Cell + KBr Liquid Cell

Resolution 4 em’!?

100.0

%T

0.0

I I I I I T I T I I
4000.0 3500.0 3000.0 2500.0 2000.0 1750.0 1500.0 1250.0 1000.0 750.0 500.0

Wavenumbers cm+!

Infrared Spectrum of Test Substance

100 —

&0% {MW"—'W'““‘%“M.«. ﬂ\,\,
I W )
wi |

40‘ '

2n'-

4000 000 1000 400
Waverwmbef [om-1)

Infrarved Spectrum of Literature Data®

Result: The infrared spectrum was consistent with literature spectrum.

2. Conclusion: The test substance was identified as bis(2-morpholinoethyl)ether by infrared
spectrum.
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Appendix 2

Stability of
bis(2-morpholinoethyl)ether
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(Study No. 0749)

STABILITY OF BIS(2-MORPHOLINOETHYL)ETHER

Test Substance : Bis(2-morpholinoethyl)ether _
Lot No. =

1. High Performance Liquid Chromatography
Instrument ¢ Agilent Technologies 1090 High Performance Liguid Chromatograph

Column : Lrcolumn ODS (4.6 mm¢ X 15 cm)

Column Temperature: 40 C

Mobile Phase : Acetonitrile : Distilled water = 90 @ 10

Flow Rate : 1 mL/min

Detector : UV (200 nm)

Injection Volume 110 pL

Date Analyzed Peak No. Retention Time Area .
(min) C (%)

2009.10.02 1 1.755 100

2009.10.27 1 1.755 100

Result: High performance liquid chromatography indicated one major peak (peak No.1)
analyzed on 2009.10.2 and one major peak (peak No.1) analyzed on 2009.10.27. No
new trace impurity peak in the test substance analyzed on 2009.10.27 was detected.

2. Conclusion: The test substance was stable for the period that the test substance had been
used for the study.
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Appendix 3

Concentration of test sample
(bis(2-morpholinoethyl)ether)
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(Study No. 0749)

CONCENTRATION OF TEST SAMPLE (BIS(2-MORPHOLINOETHYL)ETHER)

Analytical Method

Instrument

Column

: The samples were analyzed by high performance liquid
chromatography.

¢ Agilent Technologies 1090 High Performance Liquid Chromatograph

: L-column ODS (4.6 mm¢ X 15 cm)

Column Temperature: 40 C

Mobile Phase

¢ Acetonitrile : Distilled water = 90 : 10

Flow Rate : 1 mL/min
Detector : UV (200 nm)
Injection Volume $ 10 uL

Target Concentration
Date Analyzed 10002 10000 60000 400000
2009.09.29 10300 (103)c 10400 (104) 63600 (106) 414000 (104)
a ug/mL

b ng/mL (Mean measured concentration.)
¢ % (Mean measured concentration/target concentration X 100.)
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Appendix 4

Homogeneity of test sample
(bis(2-morpholinoethyl)ether)

_25_



(Study No. 0749)

HOMOGENEITY OF TEST SAMPLE (BIS(2-MORPHOLINOETHYL)ETHER)

Analytical Method : The samples were analyzed by high performance liquid
chromatography.
Instrument ¢ Agilent Technologies 1090 High Performance Liquid Chromatograph
Column : L-column ODS (4.6 mm¢ X 15 cm)

Column Temperature: 40 C

Mobile Phase . Acetonitrile : Distilled water = 90 : 10
Flow Rate : 1 mL/min

Detector : UV (200 nm)

Injection Volume $ 10 uL

Target Concentration

10002 10000 60000 400000
Coefficient of Variation 0.95b 0.73 0.38 1.23
a ug/mlL
b % (n=7)
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Appendix 5

Clinical signs (Individual)
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Appendix 6

Body weights (Individual)
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Appendix 7

Necropsy findings (Individual)
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