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Establishment of HPLC Method for Determination of Tylosin

WANG Li-xia, LI Sheng-long, CHEN Dang-tong et al ( Anhui Huaao Biotechnology Co.,Ltd.,Hefei, Anhui 231131)

Abstract [ Objective] In order to detect the tylosin content in the product more simply and quickly, a tylosin high performance liquid chro-
matography method was established. [ Method ] The detection wavelength was 290 nm,and the flow rate was 0.6 mL./min,and the injection vol-
ume was 20 pL,and the liquid chromatography was carred out by C 4 ,and the column temperature was 30 °C.With the mobile phase was aceto-
nitrile :methanol :0.025 mol/L ammonium dihydrogen phosphate =25 :30:45.[ Result ] The injection concentration of 0.5-50.0 pg/mL had a
good linear relationship with the peak area (R*=0.999 9) ; the recovery rate was above 80% , and the coefficient of variation was within the al-
lowable range (0—5% ).In the instrument reproducibility test,ten successive injections of reference ,the peak area RSD was 1.55%.[ Conclu-
sion | The detection of tylosin and its preparations by high performance liquid chromatography is accurate and reliable, with good stability, re-

producibility and high precision. It is suitable for veterinary drug companies to control the quality of tylosin and its preparations.
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Note :a. Mobile phase 1 (2mol/L sodium perchlorate ; acetonitrile 60:40) ; h. Mobile phase 2 (acetonitrile, methanol, ammonium dihydrogen phosphate
buffer 45:40:15) ; c. Mobile phase 3 ( Acetonitrile, methanol, ammonium dihydrogen phosphate buffer 50:35:15) ; d. Mobile phase 4 (acetoni-

trile, methanol, ammonium dihydrogen phosphate buffer 25:30:45)

B1 wahiE 1~4 il eiEE

Fig.1 Detection chromatogram of mobile phase 1-4
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Table 1 Effect of different flow rates on retention time and peak area
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Fig.2 Tylosin standard curve
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Table 2 Test results of recovery rate %
IR S5
Fortified conc- 1 2 3 4 5 I\T 5
entration // ng/mL can
1 90.1 92.9 88.9 89.6 91.0 90.1
20 95.1 95.9 96.1 94.5 96.5 95.6
50 95.1 96.3 94.9 95.6 93.9 95.2

K3 ERAMABRLER (n=5)

Table 3 Test results of coefficient of variation

H 4 Intra-day

H [d] Daytime

S
Actual K i WE
concentration Batch  Measured Cv Measured Cv
pg/mL value // wg/mL % value // wg/mL %
1 1 0.905+0.015 1.7 0.844+0.061 7.2
2 0.844+0.039 4.6
3 0.783+0.021 2.7
20 1 19.124+0.161 0.8 18.208+0.902 5.0
2 18.180+0.455 2.5
3 17.320+0.444 2.6
50 1 47.580+0.444 0.9 46.558+1.055 2.3
2 45.472+0.731 1.6
3 46.621+0.941 2.0
F4 EEMHBER
Table 4 Repeatability test results
bR R .
Number of Retention
injections time // min Peak area
1 10.51 276.8
2 10.53 275.4
3 10.52 275.4
4 10.51 261.7
5 10.53 272.8
6 10.52 273.3
7 10.53 274.1
8 10.53 273.4
9 10.52 270.4
10 10.51 272.8
RSB CV /) % 0.08 1.55
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26 REESBHWE ko6 nlA,FRETRREEN
St 9.8% , ShiaR i 10%45 F—5,
3 iFip 5
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Table 5 Determination result of the lowest limit of quantification

R S 4 EL L
Y= =) SRS S HE %
SRR Actual mIES ?ﬁlﬁl%&i AR
Sample Average ¥
measured Recovery B Cv

content amount rate // % recovery %
wg/mL wg/ml. rate // %
0.5 0.41 81.0 85.0 3.6

0.44 88.0

0.43 86.0
0.2 0.13 65.0 70.0 7.1

0.15 70.0

0.14 75.0
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Table 6 Determination results of tylosin
bRt WE o JCDREE SEER CFIyEHE
. I TR R

Labeling  Concen- Peak Measured Measured Average
amount tration o concentration content content
mg/kg  pg/ml pg/ml mg/kg mg/kg
100 20.0 1 088 19.45 97.3 98.3
100 20.0 1 100 19.66 98.3
100 20.0 1112 19.88 99.4
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