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In Accordance with the Japanese Pharmacopoeia

Bufotoxin refers to crude drugs collected from the /-

venomous glands of a toad (e.g., Bufo bufo garagarizans
Cantor).

The Japanese Pharmacopoeia HPLC method to quantify
bufo steroids in senso employs an ODS-column. The

following system suitability items are specified.
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Structures are created using Chemistry 4-D Draw which is provided by ChemInnovation Software, Inc.
Example: Measurement of standard
7] HPLC conditions
1 Column : Inertsil ODS-P 1. Bufalin (32 mg/L)
: (5 um, 150 x 4.6 mm 1.D.) 2. Cinobufagin (43 mg/L)
1 Eluent :A)CH3;CN 2 3. Resibufogenin (39 mg/L)
1 B) Diluted phosphoric acid (1->1000) 4. Indomethacin (internal standard) (25 mg/L)
o1 A/B =45/55, v/v (Gradient Mixer)
7] Flow rate :0.7 mL/min.
] Column temperature : 40 °C 1
1 Detected : UV 300 nm
{ Injection volume ;10 uL
o_: } diluted phosphoric acid (1 in 1000):
2 ~'1 Phosphoric acid was diluted 1000-fold to make 0.1%.
£
o]
—
T T T T T T T T T T T T T T T T T T T T 1
0 10 20
Time (min)

System suitability test

When analyzed under the above HPLC conditions,
1. Bufalin, cinobufagin, resibufogenin and

indomethacin (internal standard) are eluted

in this order. o
2. Each peakis completely separated. g
<
Our results
Elution order : Satisfy the provisions
Resolution :Peak1-2 :11.8
Peak2-3 :14.6
Peak 3 -4 :17.8 |:> Complete separation

*Refer to Technical Note No. 38 for the resolutions.
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Figure 1: Calibration curve of bufosteroids.
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Example of pretreatment

Sample 1. Bufalin
(0.15 g) | 2. Cinobufagin
~=—— Grind 3. Resibufogenin
—~=—— Methanol (20 mL) 4. Indomethacin
—==—— Boiling water bath (60 min.) 8 T N
Liquid layer/ | Residue | 4
—=— Methanol (12 mL) 2 o
IS
Liquid layer | Residue T
I 2
o
Internal standard solution N
in the extract 4 mL 1 3
Indomethacin 2 mL added
—==—— 10 mL scalpel-up
HPLC-UV o1
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GL Sciences disclaims any and all responsibility for any injury or damage which may be caused by this data directly or indirectly.
We reserve the right to amend this information or data at any time and without any prior announcement.
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