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Abstract: A method for the determination of 20-hydroxyecdysone in hemolymph of
Bombyx mori was developed by high performance liquid chromatography-tandem mass
spectrometry(HPLC-MS/MS). 22(S), 23(S)-homobrassinolide was used as an internal
standard, and acetonitrile was used to precipitate the proteins in the hemolymph of
Bombyx mori to eliminate the interference. The gradient elution program was performed
on a C18 column using a mobile phase consisting of acetonitrile and 0.5% acetic acid
solution. Under the optimum working conditions of the instrument, the analytical

results show that the recoveries of 20-hydroxyecdysone in hemolymph of Bombyx mori
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are in the range of 83. 56 %-97. 11%, and the relative standard deviation is below 5. 4 %.
Linearity of the method in the range 3. 13-50 pg/L is good with the correlation coeffi-
cients(R?) of 0. 996 3. The detection limit of the method is 0.2 pg/L. The method can

meet the need for the determination of 20-hydroxyecdysone in the hemolymph of Bom-

byx mori, which may also be applied to determine 20-hydroxyecdysone in the hemo-

lymph of other insects.

Key words: 20-hydroxyecdysone; Bombyx mori; hemolymph; high performance liquid

chromatography-tandem mass spectrometry (HPLC-MS/MS)
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Fig.2 Mass spectrums of 20-hydroxyecdysone(a) and 22(S), 23(S)-homobrassinolide(b) in positive mode
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Fig. 3 Fragment ion mass spectra of 20-hydroxyecdysone(a) and 22(S),23(S)-homobrassinolide(b) in positive mode
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Fig. 4 Selected reaction monitoring chromatograms of 12. 5 pg/L standard 20-hydroxyecdysone(a) and sample(b)
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Fig. 6 Selected reaction monitoring chromatogram
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5.0 11.12 9.3940. 39 84. 52 4.51
6.12 6.0 12.12 10. 130. 47 83.56 4.63
7.0 13.12 11. 82+0. 61 90. 09 5.12
10.0 22.24 19.2540. 90 86. 56 4.68
12. 24 12.0 24.24 21.0941.01 87.02 4.77
14.0 26. 24 23.76+1. 27 90. 55 5.34
15.0 33.36 30.4441.49 91.26 4.89
18. 36 18.0 36. 36 34.3241.48 94.52 4.32
21.0 39. 36 38.22+2. 00 97.11 5.23
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in silkworms’ hemolymph in different instars
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