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Heparin Sodium
ANRYFRYDIL

Add the following next to Description:

Identification Dissolve 1 mg each of Heparin Sodium and Heparin Sodium Reference Standard for
physicochemical test in 1 mL of water, and use these solutions as the sample solution and standard solution,
respectively. Perform the test with 20 n L each of the sample solution and standard solution as directed under
Liquid Chromatography <2.01> according to the following conditions: the retention times for the major peak

from the sample solution and the standard solution are identical.

Operating conditions-
Detector, column, column temperature, mobile phase A, mobile phase B, flowing of the mobile

phase and flow rate: Proceed as directed under the operating conditions in Purity (6).

System suitability-

System performance: Dissolve 1.0 mg of Heparin Sodium Reference Standard for physicochemical test in 0.60
mL of water. Dissolve 0.10 mg of Over-sulfated Chondroitin Sulfate Reference Standard in 0.20 mL of water.
Dissolve 1.0 mg of dermatan sulfate in 2.0 mL of water. To 90 . L of the solution of Heparin Sodium Reference
Standard add 30 w« L each of the solutions of over-sulfated chondroitin sulfate and dermatan sulfate, and mix.
When the procedure is run with 20 u L of the mixture under the above operating conditions, dermatan sulfate,
heparin and over-sulfated chondroitin sulfate are eluted in this order with the resolution between the peaks of
dermatan sulfate and heparin being not less than 1.0 and that between the peaks of heparin and over-sulfated

chondroitin sulfate being not less than 1.5.

Change the Purity (5) to read:
Purity (5) Over-sulfated Chondroitin Sulfate-Dissolve 20 mg of Heparin Sodium in 0.60 mL of a solution of
sodium 3-trimethylsilylpropionate-d, for nuclear magnetic resonance spectroscopy in heavy water for nuclear
magnetic resonance spectroscopy (1 in 10000). Determine the spectrum of this solution as directed under Nuclear
Magnetic Resonance Spectroscopy <2.21> (*H) in accordance with the following conditions, using sodium
3-trimethylsilylpropionate-d, for nuclear magnetic resonance spectroscopy as an internal reference compound: it
exhibits no signal corresponding to N-acetyl proton of over-sulfated chondroitin sulfate at § 2.15+0.02 ppm, or
the signal disappears when determining the spectrum of the sample solution as directed under H with
13C-decoupling.

Operation conditions-

Spectrometer: (1) FT-NMR, Not less than 400 MHz



Temperature: 25°C

Spinning: Off

Number of data points: 32,768

Spectral range: Signal of DHO + 6.0 ppm

Flip angle: 90°

Delay time: 20 seconds

Dummy scan: 4

Number of scans: S/N ratio of the signal of N-acetyl proton of heparin is not less than 1000

Window function: Exponential function (Line broadening factor = 0.2 Hz)

System suitability-

System performance: Dissolve 20 mg of Heparin Sodium Reference Standard for physicochemical test in 0.40
mL of a solution of sodium 3-trimethylsilylpropionate-d, for nuclear magnetic resonance spectroscopy in heavy
water for nuclear magnetic resonance spectroscopy (1 in 10000). Dissolve 0.10 mg of Over-sulfated Chondroitin
Sulfate Reference Standard in 1.0 mL of a solution of sodium 3-trimethylsilylpropionate-d, for nuclear magnetic
resonance spectroscopy in heavy water for nuclear magnetic resonance spectroscopy (1 in 10000). To the solution
of Heparin Sodium Reference Standard for physicochemical test add 0.2 mL of the solution of Over-sulfated
Chondroitin Sulfate Reference Standard. When determining the spectrum of this solution under the above
conditions, it exhibits the signal of N-acetyl proton of heparin and the signal of N-acetyl proton of over-sulfated

chondroitin sulfate at 6 2.04+0.02 ppm and § 2.15 +0.02 ppm, respectively.

Add the following next to Purity (5)
Purity (6) Related substances- Dissolve 2.0 mg of Heparin Sodium in 0.1 mL of water, and perform the test with
exactly 20 u L of this solution as directed under Liquid Chromatography <2.01> according to the following

conditions: it exhibits no peaks after the heparin peak.

Operating conditions-

Detector: An ultraviolet absorption photometer (wavelength: 202 nm).

Column: A stainless steel column 2.0 mm in inside diameter and 7.5 cm in length, packed with
diethylaminoethyl group bound to synthetic polymer for liquid chromatography (10« m in particle
diameter).

Column temperature: A constant temperature of about 35°C.

Mobile phase A: Dissolve 0.4 g of sodium dihydrogenphosphate dihydrate in 1000 mL of water and
adjust to a pH of 3.0 with diluted phosphoric acid (1 in 10).

Mobile phase B: Dissolve 0.4 g of sodium dihydrogenphosphate dihydrate and 106.4 g of lithium
perchlorate in 1000 mL of water and adjust to a pH of 3.0 with diluted phosphoric acid (1 in10).

Flowing of the mobile phase: Control the gradient by mixing the mobile phases A and B as directed

in the following table.



Time after injection of Mobile phase A Mobile phase B

sample (min) (vol%) (vol%)
0-3 90 10
3-15 90—0 10—100

Flow rate: 0.2 mL per minute.
Time span of measurement: About 2 times as long as the retention time of heparin, beginning after

the solvent peak.

System suitability-

Test for required detectability: Dissolve 10 mg of Heparin Sodium Reference Standard for physicochemical test
in 0.40 mL of water, and use this solution as the Heparin Sodium standard stock solution. Separately, dissolve 0.10
mg of Over-sulfated Chondroitin Sulfate Reference Standard in 0.20 mL of water, and use this solution as the
over-sulfated chondroitin sulfate standard solution. To 60 . L of the Heparin Sodium standard stock solution add 3
u L of the over-sulfated chondroitin sulfate standard solution and 12 1 L of water, and mix. When the procedure is
run with 20 1 L of the mixture under the above operating conditions, it exhibits a peak for over-sulfated
chondroitin sulfate.

System performance: To 120 u L of the Heparin Sodium standard stock solution add 30 . L of the over-sulfated
chondroitin sulfate standard solution, mix and use this solution as the solution for system suitability test. When the
procedure is run with 20 u L of the solution for system suitability test under the above operating conditions,
heparin and over-sulfated chondroitin sulfate are eluted in this order with the resolution between these peaks being
not less than 1.5.

System repeatability: When the test is repeated 6 times with 20 n L of the solution for system suitability test
under the above operating conditions, the relative standard deviation of the peak area of over-sulfated chondroitin

sulfate is not more than 2.0%.

Purity (7) Galactosamine- Dissolve 2.4 mg of Heparin Sodium in 1.0 mL of water and hydrochloric acid (7 : 5) ,
and use this solution as the Heparin Sodium stock solution. Dissolve 8.0 mg of D-glucosamine hydrochloride in
water and hydrochloric acid (7 : 5) to make exactly 10 mL. Dissolve 8.0 mg of D-galactosamine hydrochloride in
water and hydrochloric acid (7 : 5) to make exactly 10 mL. To 99 volumes of the solution of D-glucosamine add 1
volume of the solution of D-galactosamine, and use this solution as the standard stock solution. Transfer 500 n L
each of the Heparin Sodium stock solution and the standard stock solution to a glass-stoppered test tube, stopper
tightly, and heat at 100°C for 6 hours. After cooling to room temperature, evaporate 100 . L each of the reaction
solutions to dryness. Add 50 u L of methanol to each of the residues and evaporate to dryness at room temperature.

Dissolve each of the residues in 10 u L of water, add 40 u L of aminobenzoate derivatization TS, and heat at 80°C



for 1 hour. After cooling to room temperature, evaporate the reaction solutions to dryness. Add 200 » L each of
water and ethyl acetate to each of the residues, shake vigorously, and then centrifuge. After remove the upper
layers, add 200 u L of ethyl acetate to each of the lower layers, shake vigorously, and then centrifuge. These lower
layers are used as the sample solution and standard solution. Perform the test with 5. L each of the sample
solution and standard solution as directed under Liquid Chromatography <2.01> according to the following
conditions: the peak area ratio of galactosamine to glucosamine of the sample solution is not larger than that of the

standard solution.

Operating conditions-
Detector: A fluorescence photometer (excitation wavelength: 305 nm; emission
wavelength:360nm).
Column: A stainless steel column 4.6 mm in inside diameter and 15 cm in length, packed with
octadecylsilanized silica gel for liquid chromatography (3 « m in particle diameter).
Column temperature: A constant temperature of about 45°C.
Mobile phase: To 100 mL of water and trifluoroacetic acid (1000 : 1) add 100 mL of
acetonitrile. Add 140 mL of the solution to 860 mL of water and trifluoroacetic acid (1000 :
1).

Flow rate: 1.0 mL per minute.

Time span of measurement: About 50 minutes after injected.

System suitability-

Test for required detectability: Dissolve 8.0 mg of D-mannosamine hydrochloride in 10 mL of water and
hydrochloric acid (7 : 5), and use this solution as the mannosamine standard solution. Transfer 500 u L of the
standard stock solution and the mannosamine standard solution (100 : 1) to a glass-stoppered test tube, stopper
tightly, and heat at 100°C for 6 hours. After cooling this solution to room temperature, evaporate 100 w L of the
reaction solution to dryness. Add 50 . L of methanol to the residue and evaporate to dryness at room temperature.
Dissolve the residue in 10 L of water, add 40 n L of the ethyl aminobenzoate derivatization TS, and heat at 80°C
for 1 hour. After cooling this solution to room temperature, evaporate the reaction solution to dryness. Add 200 . L
each of water and ethyl acetate to the residue, shake vigorously, and then centrifuge. After remove the upper layer,
add 200 . L of ethyl acetate to the lower layer, shake vigorously, and then centrifuge. The lower layer is used as the
solution for system suitability test. When the procedure is run with 5 i L of the solution for system suitability test
under the above operating conditions, the ratio of the peak area of galactosamine to that of glucosamine is 0.7 —
2.0%.

System performance: When the procedure is run with 5 L of the solution for system suitability test under the
above operating conditions, glucosamine, mannosamine and galactosamine are eluted in this order with the
resolution each between the peaks of glucosamine and mannosamine and between the peaks of mannosamine and

galactosamine being not less than 1.5.



System repeatability: When the test is repeated 6 times with 5 L of the solution for system suitability test
under the above operating conditions, the relative standard deviation of the ratio of the peak area of galactosamine

to that of glucosamine is not more than 4.0%.



Heparin Calcium
ARY AN L

Change the Identification (2) to Identification (3) and add the following next to Identification (1)

Identification (2) Dissolve 1 mg each of Heparin Calcium and Heparin Sodium Reference Standard for
physicochemical test in 1 mL of water, and use these solutions as the sample solution and standard solution,
respectively. Perform the test with 20 n L each of the sample solution and standard solution as directed under
Liquid Chromatography <2.01> according to the following conditions: the retention times for the major peak

from the sample solution and the standard solution are identical.

Operating conditions-
Detector, column, column temperature, mobile phase A, mobile phase B, flowing of the mobile

phase and flow rate: Proceed as directed under the operating conditions in Purity (9).

System suitability-

System performance: Dissolve 1.0 mg of Heparin Sodium Reference Standard for physicochemical test in 0.60
mL of water. Dissolve 0.10 mg of Over-sulfated Chondroitin Sulfate Reference Standard in 0.20 mL of water.
Dissolve 1.0 mg of dermatan sulfate in 2.0 mL of water. To 90 . L of the solution of Heparin Sodium Reference
Standard add 30 u L each of the solutions of Over-sulfated Chondroitin Sulfate Reference Standard and dermatan
sulfate, and mix. When the procedure is run with 20 x L of the mixture under the above operating conditions,
dermatan sulfate, heparin and over-sulfated chondroitin sulfate are eluted in this order with the resolution between
the peaks of dermatan sulfate and heparin being not less than 1.0 and that between the peaks of heparin and

over-sulfated chondroitin sulfate being not less than 1.5.

Change the Purity (8) to read:

Purity (8) Over-sulfated Chondroitin Sulfate-Dissolve 20 mg of Heparin Calcium in 0.60 mL of a solution of
sodium 3-trimethylsilylpropionate-d, for nuclear magnetic resonance spectroscopy in heavy water for nuclear
magnetic resonance spectroscopy (1 in 10000). Determine the spectrum of this solution as directed under Nuclear
Magnetic Resonance Spectroscopy <2.21> (*H) in accordance with the following conditions, using sodium
3-trimethylsilylpropionate-d, for nuclear magnetic resonance spectroscopy as an internal reference compound: it
exhibits no signal corresponding to N-acetyl proton of over-sulfated chondroitin sulfate at § 2.18+0.05 ppm, or
the signal disappears when determining the spectrum of the sample solution as directed under 'H with

13C-decoupling.

Operating conditions-
Spectrometer: (1) FT-NMR, Not less than 400 MHz
Temperature: 25°C
Spinning: Off



Number of data points: 32,768

Spectral range: Signal of DHO + 6.0 ppm

Flip angle: 90°

Delay time: 20 seconds

Dummy scan: 4

Number of scans: S/N ratio of the signal of N-acetyl proton of heparin is not less than 1000

Window function: Exponential function (Line broadening factor = 0.2 Hz)

System suitability-

System performance: Dissolve 20 mg of Heparin Calcium in 0.40 mL of a solution of sodium
3-trimethylsilylpropionate-d, for nuclear magnetic resonance spectroscopy in heavy water for nuclear magnetic
resonance spectroscopy (1 in 10000). Dissolve 0.10 mg of Over-sulfated Chondroitin Sulfate Reference Standard
in 1.0 mL of a solution of sodium 3-trimethylsilylpropionate-d, for nuclear magnetic resonance spectroscopy in
heavy water for nuclear magnetic resonance spectroscopy (1 in 10000). To the solution of heparin calcium add
0.20 mL of the solution of Over-sulfated Chondroitin Sulfate Reference Standard. When determining the spectrum
of this solution under the above conditions, it exhibits the signal of N-acetyl proton of heparin and the signal of

N-acetyl proton of over-sulfated chondroitin sulfate at ¢ 2.04+0.02 ppm and 6 2.18+0.05 ppm, respectively.

Add the following next to Purity (8)
Purity (9) Related substances- Dissolve 2.0 mg of Heparin Calcium in 0.1 mL of water, and perform the test with
exactly 20 u L of this solution as directed under Liquid Chromatography <2.01> according to the following

conditions: it exhibits no peaks after the heparin peak.

Operation conditions-

Detector: An ultraviolet absorption photometer (wavelength: 202 nm).

Column: A stainless steel column 2.0 mm in inside diameter and 7.5 cm in length, packed with
diethylaminoethyl group bound to synthetic polymer for liquid chromatography (10 w m in particle
diameter).

Column temperature: A constant temperature of about 35°C.

Mobile phase A: Dissolve 0.4 g of sodium dihydrogenphosphate dihydrate in 1000 mL of water and
adjust to a pH of 3.0 with diluted phosphoric acid (1 in 10).

Mobile phase B: Dissolve 0.4 g of sodium dihydrogenphosphate dihydrate and 106.4 g of lithium
perchlorate in 1000 mL of water and adjust to a pH of 3.0 with diluted phosphoric acid (1 in10).

Flowing of the mobile phase: Control the gradient by mixing the mobile phases A and B as directed

in the following table.



Time after injection of Mobile phase A Mobile phase B

sample (min) (vol%) (vol%)
0-3 90 10
3-15 90—0 10—100

Flow rate: 0.2 mL per minute.
Time span of measurement: About 2 times as long as the retention time of heparin, beginning after

the solvent peak.

System suitability-

Test for required detectability: Dissolve 10 mg of Heparin Sodium Reference Standard for physicochemical test
in 0.40 mL of water, and use this solution as the Heparin Sodium standard stock solution. Separately, dissolve 0.10
mg of Over-sulfated Chondroitin Sulfate Reference Standard in 0.20 mL of water, and use this solution as the
over-sulfated chondroitin sulfate standard solution. To 60 . L of the Heparin Sodium standard stock solution add 3
u L of the over-sulfated chondroitin sulfate standard solution and 12 1. L of water, and mix. When the procedure is
run with 20 u L of the mixture under the above operating conditions, it exhibits an over-sulfated chondroitin sulfate
peak.

System performance: To 120 u L of the Heparin Sodium standard stock solution add 30 u L of the
over-sulfated chondroitin sulfate standard solution, mix and use this solution as the solution for system suitability
test. When the procedure is run with 20 u L of the solution for system suitability test under the above operating
conditions, heparin and over-sulfated chondroitin sulfate are eluted in this order with the resolution between these
peaks being not less than 1.5.

System repeatability: When the test is repeated 6 times with 20 u L of the solution for system suitability test
under the above operating conditions, the relative standard deviation of the peak area of over-sulfated chondroitin

sulfate is not more than 2.0%.

9.01 Reference Standards

Change the following to read:

Over-sulfated Chondroitin Sulfate Reference Standard: Identification, Purity

Add the following:

Heparin Sodium Reference Standard for physicochemical test: Identification, Purity



9.41 Reagents, Test Solutions

Add the following:
Aminobenzoate derivatization TS Dissolve 280 mg of ethyl aminobenzoate in 600 » L of methanol by heating

at about 50°C, and add 170 u L of acetic acid and 145 u L of borane-pyridine complex.

Lithium perchlorate LiCIO, White, crystals or crystalline powder.

Content: not less than 98%. Assay - Accurately weigh about 0.2 g of lithium perchlorate, dissolve in 30 mL of
water. Transfer the solution to a chromatographic column, prepared by pouring about 25 mL of strongly acidic
ion-exchange resin (H type) for column chromatography into a chromatographic tube about 11 mm in inside
diameter and about 300 mm in height (after adding 200 mL of 1mol/L hydrochloride TS and flowing at a flow rate
of 3-4 mL per minute, wash the chromatographic column with water until the color of the rinse water changes to
yellowish red when adding methyl orange TS to the eluate), and flow at a flow rate of 3-4 mL per minute. Then,
wash the column with about 30 mL of water at a flow rate of 3-4 mL per minute 5 times. Combine the rinse water
and the eluate, and titrate <2.50> with 0.1 mol/L sodium hydroxide VS (indicator: 3 drops of bromothymol blue

TS). Perform a blank determination, and make any necessary correction.

Each mL of 0.1 mol/L sodium hydroxide VS = 10.64 mg LiCIO,

D-Galactosamine hydrochloride CsH13NOs-HCI  White, powder. Melting point: about 180°C (decomposition).
Optical rotation <2.49> [¢] 2’: +90 - +97° (1 g, water, 100 mL, 100 mm).

D-Glucosamine hydrochloride CsH13NOs-HCI  White, crystals or crystalline powder.
Content: not less than 98%. Assay - Accurately weigh about 0.4 g of D-Glucosamine hydrochloride, dissolve in 50
mL of water, add 5 mL of diluted nitric acid (1 in 3) and titrate <2.50> with 0.1 mol/L silver nitrate VS

(potentiometric titration).

Each mL of 0.1 mol/L silver nitrate VS = 21.56 mg C¢H13NOs-HCI

Calcium acetate monohydrate (CH3;COO),Ca-H,0 [K8364, Special class]

Dermatan sulfate Dermatan sulfate is mucopolysaccharide purified from the skin and small intestines of pigs by
alkaline extraction, followed by digestion with protease and fractionation by alcohol. When cellulose acetate
membrane electrophoresis of dermatan sulfate is performed and the membrane is stained in a toluidine blue O

solution (1 in 200), a single band appears.

Operation conditions of cellulose acetate membrane electrophoresis -

Cellulose acetate membrane: 6 cm in width and 10 cm in length
9



Mobile phase: Dissolve 52.85 g of calcium acetate monohydrate in water to make 1000 mL.

Run time: 3 hours (1.0 mA/cm)
Borane-pyridine complex CsHgBN
Content: not less than 80%. Assay - Accurately weigh about 30 mg of borane-pyridine complex, dissolve in 40
mL of 0.05 mol/L iodine solution, add 10 mL of diluted sulfuric acid (1 in 6), and titrate <2.50> with 0.1 mol/L
sodium thiosulfate VS  (indicator: starch TS). Perform a blank determination, and make any necessary correction.

Each mL of 0.1 mol/L sodium thiosulfate VS = 1.549 mg CsHgBN

D-Mannosamine hydrochloride C¢H;3NOs-HCI  White, powder. Melting point: about 168°C (decomposition).
Optical rotation <2.49> [¢] 2’:-4.2 - -3.2° (0.4 g, water, 20 mL, 100 mm).

10



(&%)

ANYUF YL

B+EREALXREBTERBERANIVY TS F)DADEIZ, RDEEZME S,
FERSE AL OHEULERB A~ NY U F b U U AR L mg TO2K 1 mL (S L, SREHATE K
OEAEISIR & T % R K OMRHEIRI 20 L o2 & 0, ROFMETHIE 7 v~ b7 T 7 4 —(2.0D)

WL VRBRAEIT O & &, RBNAR L OREERIE) G372 FE 8 — 27 ORFFRFRIITZE L.
ARG
Bigs, BT L, BT LR, BEFE A, BEMH B, BEIFEO K & OV B ISR ER (6) DS
HEHRT 5.
VAT M E M

VAT AOMERE LB~ U MU T AFEHES, 1. 0mg 27K 0. 60 mL TN L7290 u L,
B L2 FaA F RS 0. 10 mg 27K 0. 20 mL {IZIE2 L2 30 u L O v~ & UHi
FAr 25 /L 1.0 mg 7K 2.0 mL TR L= 30 uL ZIEf4 5. Z0jk 20 pLico%, EEo
S CHIET D L&, TASH UM ATV, ~X) v @l b=y Ka A F U ONAEIZ
WHL, A~ Z BT ATVE ST COSHEREIL 1.0 BLE, ~/NY Ll b= Fe
A FUMBOSBEEIZ 1.5 L ETHD.

B1EXEAXERBHTERZERZA/NY F Y DLADEHEARDE (5) FRDFE 5 /12K B,
PIERER (5) WHR b=y RaA FUmliE A5 20 mg 2RI A7 FARIER 3-RU AFL
U7 a g U o A-d, ORI A R VRIE H EKER (1—10000) 0. 60 mL {ZENT .
ZDWIZHOE, 3-F U AF ALY AT o BT N U b-d, ENEEEDE & L TS ILIE 2~
NVRIEWE (220 W28V, 7u bR 400 Mz DL EOEE (1) #HW T H 2/ET 5 & X,
6 2.15%0. 02 ppm |ZIBFER {2 > Ra A FURBRO &7 B FVIRICHKT D 7TV E2ZROR N0, v
T NEBRBDILIERIILICEZT T T LTCHIET DX, 2OV 7 FIUIHEETS.
R
1R« 25°C
A= T AT
F—RRA v Nk 32, 768
Ay N JVEIE - DHO D> 7 L& N2 £6.0 ppm
2NV AR 90°
0 R LoV A EER] - 20 B
I — A K%y 4]
BEREE . ~) D NTEFAEDO T hoDT 7 F A S/N A 1000 L ERS 51 A [EIE
7 A v R 555925 (Line broadening factor = 0.2 Hz)
VAT M E M
AT AOMERE  BULFERBR AR o N U o AEUES, 20 mg BRI A7 MVRIER 3-
N XFAL U AT LR N U LA-d ORI AT MVEIEFREKER (1
10000) 0.40 mL (A L2k, @it 2o Ro A F RS YER, 0. 10 mg 2 ERERIEIE A~
7 MAHIER 3-b U AF YT a e d kT Y U A-d, OREKILIE A7 R OVIE ] E
KW (1—10000) 1.0 mLIZEEN LK 0.20 mL #2125, ZOKIZHOX, LFEoOSEcEES
HEE, §2.0410.02 ppm [T~ D T EFLVIICHFRT BT Z I, ROV 2. 15£0. 02 ppm
BRI by FaA F UmBEo V7B FOLEICHRET S ST E2ED D.

11



BT EHEALXRRBEERREFNINY2F P DADEHEFABEDE (5) DRIZKD=—F #MZ 5.

MERER(6) HEWE Ah2.0mg Z/KO0. I mLIZEN LMK 20 L ZIEREICE D, ROSMTHRIKY
0~ 777 4— (200 IZXVRBEEITY X, ~RNU L OE—JLURIZE—7 238720,
AR

B SN EE R (REE R © 202 nm)

HThANE2.0mm BEXT7.5emDAT U LAFIZ0 unDRE 7o~ w757 4 —fYoF

T ZFNEEREE LEEARES TERTATD.

BT LRE - 35°CHHED—ERE

BEVHA: VBRI KETST MY 7L KW 0.4 g 27K 1000 nL [ZIEN L, @DV VR (1—10) %

JNZ T pH3. 0 IZFH#E9 % .

BEFEB: U KEFT NI LA TR 0.4 g ROWEEFEEY 7 A 106.4 g 27K 1000 mL {2

WL, #D7-U Vg (1—10) 212 T pH3. 0 ([ZFHEEd 5.

BENVHO LW - BEIFE A L OBENE B OIRG 2RO X 9128 2 CREARHIET 5

HEABORE  BEIE A B EH B

4 (vo1%) (vol%)
0~3 90 10
3~15 90 — 0 10 — 100

TR 54 0.2 mb

HIEHH - O v — 27 %NS~ v OMREREER 0 2 %D #i

AT AEETE

R OMERR - FALFREBH A~ N U U U AR, 10 mg 27K 0.40 mL IZIEN LT~ F B
U o AERERIRE T 5. BNEAEE L 2> F e A T U RERFEYE R 0. 10 mg & 7K 0. 20 mL IZ¥ED L,
R L2 R A F UMBIEERR E 75, ~XU o b o AERERUK 60 u L, w2

Vv Ra A FUMRBRERERK S u L ROUK 12 pL 2R LR 20 uLizoE, oS THE
THEE, W bay Faf FUiiiBo e —7 278D 5.
AT AOPERE A~ o N U AMEWERE 120 u LISERERBR L2 Y R e A F o RBEERE 30

L ZEML, AT LEAMERBAGKE TS, Z0# 20 pLicoX, Lilo&MTHRIET S
LE, AUy, BRI Re A FURBOIRICEHE L, ZO0BEEIX 1.5 L ETHS.
VAT LAOBEBWE AT AEAHERBAHEIR 20 pn LICOX, ERLOSMETHERNE 6 [l kT &

&, B Lo FaA FUmBRO B — 7 HREOMHHEERZEIL 2. (5L T TH 5.

PERERGT) F77 by K2 4mg ZK/EREIRK (7:5) LOomL 2L, RERKRE T 5.
D-Z Lo I UHEEREE 8.0 mg Z/K/MEERIENE (7 :5) ¥/ L CIEMEIZ 10 mL & L7-iK 99 &2, D-
HZ 7 "I R 8.0 mg Z/K/HEERIRIKE (7T :5) 1IN LU CIEMEIC 10 nL & L7k 1 REZINZ,
FEAHEIRIR &35 . FUBRHEIR M OEYERR 500 u L F o2 eidBrEic v, Thha %R L T 100C
T 6 BEMINET 5. ZNODEERRETEHARLL, 100 uL FFox &V, BELETS. FREN0RE
B AS ) —50 pl 3 2% Mz, BERCTHIERETS. TNENOEEWZK 10 uL T 225
L, 72/ REFBFEMRCRNL 40 w L 2%z, 80CT 1 RIMET 2. ZNHDREERE TH
L, BWELETS. 2o, KEOEE=F /L 200 L 92% Mz, MLIEY IR,
EODBET S, EEEREL, FRENO TEICER- TV 200 pL T2z, MLIEYIRY, =
DBET D, TREZZNZEIRENRIE L ORERERIR E 5. BN OMEHERKR 5 L 2120 %,
WOLRMETHEIK I a~ N T7T77 00— (2.0 (X iRBraiT) L&, BREWRKO 7 Vv ayI oy —7
HBICHTHH T 7 Mo —27HEOkIE, EERERO7VayI o —7 HEICET 07
7 MO -7 EEOK LD K& A,
AERSAF

R g« AOEE R (BEEIZE : 305 nm, HOEHFE : 360 nm)

BSANEAL6m, EE15 cnDATF L LABIZS un Dk n~ N5 7 4 —A s 2T

WU BTNV EFETATD.

BT LESE - A5CHT O —EIRE

12



BEFE - K NY 7oA e FERIRK (1000 : 1) 100 mLiI27E F=RFU /L 100 nL N2 5. Z Ok
140 mL 27K/ N U 7 V4 aFEREIRE (1000 : 1) 860 mL 2Nz 5.

Vi B4 1.0 mL

RS E #PH - RS 50 4y T

VAT MiEAYE

R OMERR - D-~ >/ Y I U HEEEE 8.0 mg Z/K/HEEEIRIR (7:5) 10 nL (ZEML, w» /%>
BEMEVRIR &3 5. FEMEJRIR/~ > ) X U AEERRIRIRHR (100 : 1) 500 pL ZitesBrEice v,
B LT 100°CT 6 BFEINENT 2. ZoRAERIEFE THLL, 100 uL &2 &0, BERETS. 7%
Bz AR ) —N50 uL Mz, RIECHERETS. BEWEKI0 pLITE»L, T %
BEBEHEMERNE 40 p L 2Nz, 80°CT 1 FRIMMEAT 5. ZOWREEIRE THR L, JBIERLE
T5. W, KEROFEHETFIL 200 uL Fox2z, BLLIEVEREY, wOooHTs. L@
ZEREL, THEICHEE=T L 200 L 2z, WMLIEVIRYE, BmO00BEL, TEZ VAT A
AHRBARKE TS, ZOWS plLizoE, EROFFTRBTLILEX, ZrayIvor—
VBT AT T 7 I O E—ZEBOMkIE, 0.7~2.0%Th 5.

AT LDOMRE VAT AEAMERBRHEK S u L IC 0%, FRROSLETHRT L X, FSrat
Y, Y IVKROT T MY IUVOIRIZEH L, rat vy IV ROy
RVEHTI NI VONBEEITENEN LB ETHD.

VAT LOFBME VAT AEAMREBRARE 5 uLIiZoE, ERROSMFTHERE 6 Bl IRT L X,

ThatI o —rEEICHTATTZ MO — 7 EHEOKOFMETIEAERZEIT 4. %L FTHh 5.
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ANYDAILDD L

E+EREALERTERBERTNIVY D HNE DLADEREZRBEDES (2)F(3)E L, (1)DXIS
KDL SIZMA B,

BRHER 2 AMEKOHCFREBEA~NY 7 U U AERER 1 mg T 2% K 1 oL IZEN L, FEHAIK
B OMEYEYRIE & 5. BOBHAIE R OBEYERIE 20 ul To% L1, ROKMGTHEAZ <~ 757 4 —
(200 (TR VEBREITO & &, FBHAR L EERIR D DAFT2F ¥ — 7 ORFFRFITE L.

BRI
BeEs, BT, BT LEE, BEVE A, BEFE B, BEMHOXKIELE CEIZMERER (6) ORER
S EHERTD.

AT MEAYE

AT DOMRE B FRBR~R) o B U v AFEAER 1. 0mg 27K 0. 60 mL IZIE2N L7290 1L,
BRI L= R e A T U HiEEFEHES 0. 10 mg 27K 0. 20 mL IZ¥E L2 30 u L RO T /v~ & it
BeT 27/ 1.0 mg 27K 2.0 mL \ZWEMN L7230 pL #BMT 5. ZO# 20 pLiZo&, Eio
SMECHEET A L X, TA~H U BT AT L, ~X%0 2, @R itay FaA F U RBolEz
WHL, TAX U AT Ve~ OB 1.0 DLk, ~/R) > biifiiigfb= > Ka
A FURBEOTHEEIL 1.5 L ETHS.

B+ EHEAERBHERBERNIVY NS DLDEHEFABZDEL (8) F. KDL /KD S,

FEESIER (8) WA L= FuA FUmlE Ak 20 mg ZEBERIE ALY MHIER 3- Y A F L
Vnra et i Y U A-d, ORI A7 R OVHIE T EKEER (1—10000) 0. 60 mL (2D 9.
ZDWRIZHOE, 3-F U AF ALY AT o F i N U b-d, ENEEEDE & L TS ILIE 2~
MVIER: (2.2D X0, 7o b RRER 400 Mz L EOEE (1) 2 AW T H 2llET 5 L&,
52.180. 05 ppm |[Zi@FREE (L 2> Ra A F UMD T2 FLREICHEKT AT 7 FAERBDVD, ¥
TINERODLGERIIIC 2Ty PV L TETSH L&, TOV 7 FMTHET 5.
AR
IREE - 25C
A= F T
F—HIRA v N 32,768
A~y NJUEPH  DHO O 7 F L Z HlMZ £6. 0 ppm
2V A 1 90°
M0 L VARG R : 20 7
HI—AF x> 4]H]
FEEREE  ~RY D NTEFALEOT T RO F D S/N A 1000 LRSS 15 B4k
7 A v R B 555925 (Line broadening factor = 0.2 Hz)
VAT LAY
VAT LOMRE ¢ AR 20 mg FEEBIKILI AR MVEIER 3- R U AF L U vT e A RS b
U 7 L=d, OBERRIG A7 M VRIIEHEAKER (1—10000) 0. 40 mL (2D L72WRIZ, @GR
fbzy Ra A F WIS 0. 10 mg A BRI AT MVHIEH 3-F U AF Ly vrm e
F BT R Y U A-d, OB ILIE AT NOVRIEHBEAKER (1—10000) 1.0 mL (2 L2
0.20 mL ZMA 5. ZOWIIHOE, LRLOFMETHRIET S EE, §2.04%0.02 ppn (Z~/3Y D
NFTvFLEICHERT LS 70, KRS 2.1840.05 ppm [Zi@MME b=y Ra A FUmBEo Mz

TEFNREIZHET AT T A ERD S,
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ZE+EHRERAERBGERBERNI VY 2 HNEDLADEHERBEIZ, XDEEMZ S,

PERER () HEamE AM2.0mg Z/KO0. 1 nL (ZIEN LR 20 L ZEMEICE D, RO THRIKY
0~ 777 4— (200 IZXVREEITH X, ~RNY L OE—TLURIZE—7 238720,
Y e
B - SN EE R (REE R ¢ 202 nm)
HThHNE2.0mm, BEXT7.5emDAT U LVARAFIZ0 unDRE 7o~ w757 4 —fooF
T ) ZFNREEEES LEARESFETETCATS.
BT LRE  35°CHHED—EIRE
BENVHA: ULl —/KET FY A KA 0.4 g 27K 1000 mL (ZIENL, HD7ZU VB (1—10) %
JNZ. T pH3. 0 ICFHHE9 5.
BEFEB: U IKEFT NI A KW 0.4 g ROWEEFEEY 7 A 106.4 g 27K 1000 mL {2
WL, 7=V Vg (1—10) 212 T pH3. 0 ([ZFHEEd 5.
BENVHO B - BEIFE A L OBENE B DIRA 2RO X 9 I1ZE 2 CREARHIET 5.

HEABORE  BEIE A B EH B

4 (vol1%) (vol%)
0~3 90 10
3~15 90 — 0 10 — 100

ViE 345 0.2 mL
HIEEPH : IO B — 7 D%~ o ORI O 2 % 0O #iPH
AT AEETE

Rt OfeR - BALFRERH A~ o F B U T AREHERL 10 mg A2 7K 0.40 ml IZIEAL TR ) b
U o AERERIRE T 5. BINEAEE L 2> F e A T U RERFEHE R 0. 10 mg & 7K 0. 20 mL IZ¥ED L,
R L2 R A F UMBIEERR E 75, ~XU o b o AERERUK 60 u L, ek =
VRuAFURRBEER 3 u L M OVUK 12 pL 2R U2 20 pLico&, EiioftTHRE
ToHEE, Wity FeaF UiiBor—7 2389 5.

AT LDPERE - ~ XY F B Y AREYERE 120 p LISERRER L 2 v R o A F U RS EE HEATR 30
pL 2L, AT LAEEMHRBRABIKET5. Z0K 20 pLico%, FEROSMETEET S
L&, ~NU v, iR b Ra A FURBOIAICIEH L, TO0BEIT 1.5 ETHS.

AT LADOBEBNE AT AEAMERBRAEGR 20 uLIcHox, FRROSETHERY 6 [mlig0 k4 L
&, @b FoA FUmEo v — 7 mEOMMEERZEIL 2.0 WA T TH 5.
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9.01 {R#E S

EFEHIEAEXEBHERR —MRBEEL 9. 01 lREFDE (1) DEBRBIET > FO 1 F GRBIRER
Z, RDLS/ZHDD,

BT FRA FURBRESR MR, MR
FTAKIFAXRERTERE—REFEEL 9. 01 IREFZDF (1) DHEIC, XDEZFMWMA B,
BIbREBRAANAS) VF U LBRER B, MR

9. 41 BRE - &

FE1EXREFAXERG —BRHARZDE 9. 41 HE - HAEDEIZ. XDEFWMA S,

TI/REERFEELREE 7 I  LEFEHB=FIL 280 mg IZA K /—/L 600 pL Mz, ¥ 50°CIZ
TR L TEML, B 170 pL X OR T - U DU sk 145 L &Mz 5.

BIERERY FHL LiClo, HAGORSXITKREOH K TS S.

G 98wl b EEIE KRR 0.2 ¢ AREEICEY, K30 L IZ@ENL, BTLA (BTLTaT
k7T 7 4 — FRERTEA A AR (W) K925 mL ZNEHI 11 mm, EE30emDrZa~ k757
4 —FIZEAL, Imol/L ¥EEEFRIE 200 mL Z A1 % 1 3fEIC 3~4 nl Ot & Tt S 721, KEHL,
THHRIZ A TF VAL o VR E N Z T2 & SICEBREHORIZRDE TR R LERF L TRE LS
D) IZAI, 157N 3~4 mL OFETHHT 2. WIZAKK 30 mL 37> 1 43fH 3~4 mL DOHEET 5 [H]
e . PERERERICA DY, 0.1 mol/L KBTS R v AR CTHET S (iR : 7eEeFE—1LT
—3RK 3 ) . Ak T CTERBR ATV, MiIETD.

0.1 mol/L/KEeft7T MU D AWK 1 ml =10.64 mg LiCl0,
D-AS5% FH S UBERIE CHNO, - HC1 HEOBKETHD. @ K 180°C (5fif) .
BEJCEE (2. 49) (a)F) : 490 ~ +97° (lg, /K, 100mL, 100mm).

D-4 Loy I UIEERE  CHNO, - HCl  FE DS TSt R Th 5.
GEISWLLE.  ERE KM 0.4 ¢ ZKEEICREY, AK0mLIZEMNL, HMHZaEE (1—3) 5 ol

ZZ, 0.1 moL/L FHEESRIR CHE T 5 (BB A EVE) .
0.1 moL/L if#$R 1 mL = 21.56 mg CgH,;NO, « HC1

BB A LS9 Li—KHIH  (CH,000),Ca - H,0  [K8364, Hrfk]

TILRA VR IRATIL THRIT X /N2 700Vttt e 7—E#EkL, Ta—iL5g
EEICL DB LZL a2, vro—2A T v 75— MEBSIKEIZITV, ML P TA—0 K (1-
200) IZRLTHRETHEX, B—NURTHD.
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[ S Pk Eh S
A —2AT7ETF—MEE6 cm X £Z 10 cm
BENAE « BElE LS 7 L— KW 52. 85g Z/KIZ¥EA L, 1000ml &9 %.
PREDEERS] - 3 FERY (1. 0 mA/cm)

RI-EYOU8E CHBN &aE80%Ll k.  EEYE AdL 30 mg Z/HICEY, 0.05 mol/L I UHK
TAIE 40 mL \ZIE L, D T-REE (1—6) 10 mL #0%, 0.1 moL/L FAHEEET U 7 LMK CTHET S
(53R Fo 7 URIKR) . FEED HIETERBRAITVAIET 5.

0.1 mol/L FAREEET b U 7 A 1 nL=1.549 mg CHBN
D-= >/ I UBEBRIE CH,NO, - HCl HEBEOKHmETHD. f@hal 5 168°C (5fiF) .

FEYeE (2. 49) ()% :—4.2~-3.2° (0.4 g, /K, 20 mL, 100 mm).
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