Table 6 Capillary zone electrophoresis: summary of quantitative data
Test sample.

% SD % SD % SD % SD % SD % SD % SD % SD
1 1.78 | 0.42 ] 19.011 0.68 | 3268 | 0.60 {30.73 ]| 0.25 | 1565| 0.74 | 1.00 | 0.53
2 14.83 | 347 | 323 | 036 | 3477 3.00 | 18.1 | 0.81
3 1.8 0.1 |19.07] 006 |31.93} 0.06 [30.77] 0.06 | 1543 | 0.12 | 1.00 | 0.06
4 0.53 | 0.18 | 17.85| 0.16 | 33.2 | 0.32 | 3245} 031 | 1592 | 037
5 238 | 029 [19.15]| 021 | 324 | 0.18 | 31.82) 0.33 | 16.63 | 0.39
6 238 | 0.29 [ 19.48 | 0.87 |32.73] 0.71 | 3047 ] 050 | 1545 1.41 | 0.63 [ 0.12
7 1.31 | 0.39 {1888 0.19 | 3242 ] 1.00 | 31.63| 0.29 | 15.53 } 0.57
8 Quantitave data not reported
9 4.47 6.74 2028 7.9 [30.75| 58 |3068| 2.63 | 15.26 | 0.76 | 1.337
10 11.63 | 1.07 | 2681 | 2.09 {3218 0.91 |123.02] 1.08 | 6.183 | 2.49
11 17.24 | 2.62 {2968 { 3.81 | 3091 1.21 | 18.88 | 2.26
12 1.58 + 0.05 [ 1833 03 | 327 | 0.32 |132.13 ] 0.21 | 15.1 | 0.08
13 047 (02441 248 | 0.61 [ 1763 ] 1.38 {3057 | 1.5 [27.78 | 161 | 1581 | 0.85 | 1.06 | 0.89




Table 7. Activity of candidate unfractionated
heparin samples for the 5th International Standard

(unit/ml)
Assayl Assay2 Assay3 Assay4 |[Means S.D.
Candidate A 2364 2177 2172 2296 2250 94
CandidateB |2871 1730 1920 2661 2300 560
USP Std 342 276 266 290 294 34
EP Std 973 921 693 978 891 130

Absorbance at 405nm

Fig. 3 Heparin Activity Assayed by Xa
Chromogenic Method
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Table 8

Comparison of potency estimates relative to different standards

potency potency potency
relative to relative to C | % of potency | relativeto D | % of potency
S (USP U/ml) | relativeto S (iU/ml) relativeto S
Sample Method (IU/ampoule)
ANTHIA 2090.92 1995.93 95.5 2090.44 100.0
ANTI-XA 2071.05 1818.19 87.8 2129.60 102.8
A APTT 2010.19 1784.00 88.7 2060.61 102.5
EP 210432 2010.63 95.5 2111.99 100.4
HEPTEST 1963.12 1571.94 80.1 2101.41 107.0
USP 1940.39 1830.62 94.3 2028.40 104.5
JP 204488 1863.55 91.1 2084.39 101.9
ANTI-IA 2323.00 2217.45 954 2322.46 100.0
ANTI-XA 2430.30 2148.91 88.4 2493.71 102.6
B APTT 2202.38 1968.13 89.4 2257.61 102.5
EP 2268.05 2165.49 95.5 2282.11 100.6
HEPTEST 2408.76 1927.18 80.1 2576.31 107.0
usp 2105.72 1992.20 94.6 2195.13 104.2
JP 2262.96 2062.29 91.1 2306.68 101.9
ANTI-IA 376.09 - - 376.00 100.0
ANTI-XA 407.74 - - 420.54 103.1
C APTT 404.01 - - 414.53 102.6
EP 375.73 - - 377.10 100.4
HEPTEST 448.34 - - 479.92 107.0
UsP . 379.78 - - 396.26 104.3
P 393.93 401.54 101.9
ANTHHIA 1044.24 996.80 955 - -
ANTI-XA 1014.93 891.22 87.8 - -
D APTT 1018.46 904.15 88.8 - -
EP 1040.21 993.90 95.6 - -
HEPTEST 975.29 780.94 80.1 - -
usp 999.61 945.83 94.6 - -
JpP 1024.21 933.39 91.1
ANTI-IA - 1699.13 - 177959 -
ANTI-XA - 1567.21 - 1830.98 -
S APTT - 1581.69 - 1824.64 -
EP - 1700.75 - 1786.48 -
HEPTEST - 1425.31 - 1905.40 -
usp - 1683.81 - 1860.97 -
Jp - 1622.16 - 1814.39 -




Table 9

Mean ratios (number of assays) of slopes of log dose-transformed response
lines of samples A, B, C and D to sample S, the 4th IS for Unfractionated Heparin, 82/502.

Method A B c D
ANTIIA | 1.02(16) | *1.04(16) | 1.01(18) | 1.05(16)
ANTI-XA | 1.01(45) | 1.01(46) | 1.02(41) | 1.03(41)
APTT *1.08 (20) | *1.03 (20} | 1.02(20) | *1.06 (20)
EP *1.11 (44) | *1.06 (44) | 1.01 (40) | *1.03 (40)
HEPTEST 1.08 (11) 1.00 (11) 1.02 (11) 1.02 (11)

* significantly non-parallel

USP and JP assay results were calculated by local laboratories, hence slopes not available for

comparison.




Table 10

Overall compatrison of potency estimates relative to different standards

Sample Potency Potency % of Potency % of
relativeto S | relativeto C potency relative to D potency
({Ufampoule) | (USP U/ml) | relativeto S (1U/ml) relativeto S

A 2031.3 1834.1 90.3 2086.5 102.7
B 2283.2 2066.3 90.5 2344.4 102.7
C 397.3 - - 408.2 102.7
D 1016.5 918.2 90.3 - -
S - 1608.7 - 1828.5 -
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bR L Identification(revised draft)

pulverized Pueraria Root(2.0g)

add 10mL of methanol
shake for 3min.
filter

sample solution

puerarin for TLC(1.0mg)

standard solution

TLC conditions

spot vol. : 2 u L(each of the sample solution and standard solution)
plate : silica gel for thin-layer chromatography(TLC)

solvent : ehyl acetate, methano! and water(12:2:1)

distance : about 10¢m

dissolve in 1mL of methanol

Puerarin for TLC(C 5; HyyOg)
- White crystalline powder.

Freely soluble in methanol and practically insoluble in diethyl ether !
Melting point : About 188 C(with decomposition).

Purity --- Related substances --- Dissolve 1.0mg of puerarin in exactly 1mL of methanol.
Perform the test with 2 . L of this solution as direct in the Identification under Pueraria Root,
any spot other than the principal spot at the Rf value of about 0.4 does not appear.
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HHEBER ORI R
TLC %

#EK : Kieselgel 60F254(0.25mm,Merck)
ERER . BTV Ay /- KE#(12:2: 1)
B A : UV3esnm BH
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wAEH 3 Assay(draft)

pulverized Pueraria Root(0.3g) puerarin for component determination(10mg)
add 50mL of dil.methanol(1—2)
heat under reflux condenser on a dissolve in dil.methanol(1-—2)
water bath for 30min. to make exactly 100mL
cool and filter
] '
filniate residue standard solution

add 30mL of dil.methanol(1—2)
heat under reflux condenser on a
water bath for 30min.

cool and filter Determine the peak areas, AT and AS, of puerarin in each solution
i 1 Amount(mg)
filtrate residue = amount{mg) of puerarin for component determination X AT, AS
HPL.C conditions

injction vol. : 10  L(each of the sample solution and standard solution)
detector : An ultraviolet absorption photometer(wavelength:254nm)

add dil.methanol(1—2) column : A stainless steel column about 4mm in inside diameter and about 15cm
to make exactly 100mL in length, packed with octadecylsilanized silica gel(about 5 ¢ m in diameter)
sample solution column temperature : A constant temperature of about 40°C

mobile phase : A mixture of water and acetonitrile(9:1)

flow rate : Adjust the flow rate so that the retention time of puerarin is about 15
min

selection of column : Disolve 5mg resorcinol in SmL of standard solution.
Perform the test with 10 « L of this solution under the above operating
conditions. Use a column giving elution of resorcinol and puerarin in
this order with a resolution between their peaks being not less than 3.0,

system reproducibility : repeat the test six times with the standard solution
under the above operating conditions: relative standard deviation of the
peak area of puerarin is not more than 1.5%.
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