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Abstract: This paper is aimed to report the development of a method for the determination of the binding
rate of plasma protein with salvianolic acid B. In vitro, equilibrium dialysis method was used to imitate the
binding process between salvianolic acid B and plasma protein, in vivo, ultrafiltration method was used and the
binding rate with HPLC was determined. Plasma samples were treated with methanol to precipitate the protein,
and the buffer solution was directly determined after filtering. The calibration curve of the buffer solution was
linear in the range of 0.5 — 20 ug'rmL™". The calibration curve of the plasma was linear in the range of 2 — 200
pgmL ™. The extract recovery was 68.6% — 81.9%. RSDs of intra- and inter-day precisions were all less than
8.5%. The binding rates of plasma protein with salvianolic acid B in vitro was 75.2% and in vivo was 92.1%.
This paper shows the high binding power of salvianolic acid B to plasma protein with high sensitivity, good
reproduction, simple management and fulfilling the requirement.
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Figure 1 HPLC chromatograms of the buffer solution and the plasma.

t/ min

Ta: Blank buffer solution; Ib: Blank buffer solution spiked with

benzoic acid (internal standard) and salvianolic acid B (SAB); Ic: The sample out of the dialysis membrane; [la: Blank plasma; 11b:

Blank plasma spiked with internal standard and SAB; I1c: The sample in the dialysis membrane. Peak 1: Benzoic acid; 2: SAB
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Table 1  Accuracy and precision of the samples in the dialysis
membrane (A) and out of the dialysis membrane (B)

Sample Concentra}lion RE/% RSD/%
/ug-mL Intra-day ~ Inter-day
A 5 -5.5 5.9 8.5
20 -2.3 1.7 2.3
100 —2.6 4.1 5.1
B 1 -1.6 5.5 7.1
5 5.6 1.0 3.6
10 4.1 1.0 1.8
n==6
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Table 2  Equilibration time

Concentration Ratio (in / out)
/ngmL”! 24h 48h 60 h 72h 84h
2 0.93 0.99 0.99 1.0 1.0
5 0.90 0.91 1.0 1.0 1.0
10 0.95 0.99 1.0 1.0 1.0
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