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D eterm mnation of Tulathranycn i Pork T issues by Liquid
Chram atography— T andem M ass Spectran etry

NIHengjia HUANG Xiarhui FANG Binghu HE Limi ZHAO Yong-da
(College of VeternaryM edcing  South China Agriculture Un wersity Guangzhou 510642 China)

Abstract A hih perfom ance liquid chram atog raphy— tanden mass spectran etric(HPLC - M S/M S)
method was devebped for the detem inatbn of wlathranycin n pork tissues such as lwver kiney,
muscle skin, fat and lung sanples Thematrk effects of wlathranycin were also discussed n this
paper The samples were extracted w ith acetonitrile and defatted w ih n-hexane The extract was
cleaned up on a Cs solid phase extraction( SPE) cartrilge A fierwashedw ih 46 anonium hydwox
de inmethanol and then condensed to nearly dryness at40 C water bath e extractw as redissolved
wih 506 acetonitrile Tulathmmycin was separated on a Penanenex Luna Cis colmn with amobile
phase of acetonitrile— 2mmol/LL anmon im acetate( contaning Y% fam ic acid) ata fbw rate of 0. 25
mL/mn The cobmn temperature was set at 35 C. The identification was carried out by MS/M 'S
w it electrospray ionization under positive scan and multiple reaction monitorng(MRM ) mode The
quantitatbn w as perfommed by the extemal standard method. The resulis showed that the calibraton
curves for all the tissues were Inear(r 0. 99) n the range of 10.0- 500 Hg/kg The Iin its of detec-
ton(LODs) of tulathranycn in five tissues were in the range of 3— 5 Hg/kg and the lin its of quantita-
ton (LOQs) for all the tissues were 10 Hg/kg The spiked recoveries at three spiked concentration lev-
elswere n the range of 746 — 986 . The RSDs of ntra-day and mnler-day were in the range of
4.0 - 1@ and 7.0 - 13, respectvely The method was proved to be smple and accurate
and coull be applied n the detem nation of tulahranycin in real samples

Key words high perfomance liquid chranatography— tanden mass spectran ety (HPLC — M'S M S);
wlahranyc iy pork tissue
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M atos 9 ( ) ,
, Gis , HPLC-MS/MS ,
1
1. 1
A gilent1200 , Penanenex Luna Cis (150 mm x2.0mm, 5 Hm); API
4000 - , Analyst4. 1.5 ( );  Avanti J-26
( BECKMAN COULTER ); Cis (500 mg/3 mlL, CNW );
XW -80A ( ); KS501d gital ( KA )
( ) ( CNW ) ( OME-
GA ) ; ( : ); GB/T 6682
25mg 25 mL , s
ImLL 10mL , 506
1.2
(1%0.01) g 30 mL 4mL , 3mn
300 r/m in 10mn 4°7TC 5500 r/min 10m n 10 mL 3mL
1, , 40°C I mL 3mL 3mL , Ilmn
4000 rfmn 47T 3mn ( )
4mL , 4 mL 2%% Cis , ImL/
m in 4mL , SmL 4% 40 C ,
1. 0mL 506 , 12000 r/m in Smn, 0.22 Hm , HPLC-MS/MS
1.3
Penam enex Luna C (150 mm % 2. 0mm, 5 Hm); A ; B 2
mmol/L ( 0.1% ) : O~1mn A 1~25mn 3~ 4% A; 2.5
Smmn 4% A; 5~ 5.5min 4%~ 3% A; 5.5~ 10min 3% A 0. 25 mL/m iy 35 C;
5 BL

(MRM ) ; (ESI); ; 5.0 kV;
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3 _
600 C; 1.72 x 10" Pa Gasl 4.13x10 Pa
Gas2 S0L/mn MRM : (m /z) 806.4/577.8, 404.0/158. 1,
806.4/577. 8 (DP) 71 V /106 V; (CE) 33 eV /31 eV, (EP)
10V /8YV; (CXP)40V/10V
2
2.1
, 1 100 Hg /kg MRM
80 A 7.45 5 B 7.29
o 806.4/577.8 4 806.4/577.8
o 33
40 % o
20 i §%906922
0.381.22] 93.66 4.835-3 1
o B8 \“@%%.San \4§?|mn64§?” i 0 AN . i
40 10.0 2.0 40 6.0 8.0 10.0
t/mln t/min
747 ” 7.29
404.4/158.1 20 404.4/158.1
515
2 9
5
0 ’} T L T T T
2.0 40 6.0 8.0 10.0
t/min
1 (A) 100 Hg /kg (B) MRM
Fic. 1 MRM chom atograns of blank k dney(A) and bhnk kidney spkedw ih 100H g/kg of tulathrom yein(B)
2.2
jeal 7.0 , R 0. Do
D) ) ) ( 7 3 i
0.2) min
2.3
2.3.1 s 2 1
[69] 1 [38 11~ 14]
2.3.2 SCX MCX Ci 3 R
, MCX M 6.2
N Clg Py SCX Clg 9
18
2.4
. (Hglkg) .

10.0~ 500 Hg/kg
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30
1 (RSD)
Tabk 1 Recovery RSD and calbraton cuwe of the m ethod
L near range LOD LOQ Added R In tra-day Interd ay
M atrix w / r w / w / w/ eeovery RSD RSD
R M
(Mg kg™ 1) (Mg kg!) (Hge kg') (mg kg!) s, B s, P
Musck 10.0~ 500  0.999 1 3 10 0.1 05 1 83~91 8490 13~ 14 12~ 15 15, 13 13
82~ 91 12~ 14
Lier 10.0~ 500  0.999 7 5 10 01 3 6 80~ 86 84~ 83 9.0~ 13 12~ 15 11, 13 15
89~ 90 9.0~ 15
Skin+ fat  10.0~ 500  0.999 2 5 10 0.02 0.1, 79~ 90 75~ 83 4.0~ 12 14~ 15 13. 14 14
0.2 77~ 88 13~ 16
K idney 10.0~ 500  0.998 6 5 10 0.1 3 6 76~ 87 89~ 96 13~ 183 13~ 15 15, 13 15
74~ 84 10~ 15
Lung 10.0~ 500 0.999 0 4 10 0.1 3 6 81~ 88 80~ 91 12~ 13 11~ 12 1313 7.0
83~ 92 5.0~7.0
1 g : 100 UL, . <L :
3 . 3 . 10
5 PBe/kg 4 Ho/kg 3 He/kg 10
Hglkg( 1)
2.5
Ll , 1/MRL MRL 2MRL 3
. 1.2 , 5 , (RSD)
4. %~ 16% ; 5 3 s RSD 7.0~ 13 ;
, 786 ~ 96% ,
2.6
(25C) 4C 0123 456
7 9 10d , 506 7d
3d 4°C 257C , 3d ,
R 4°C
2.7
100
= 3=
804 =
< =
> 3 60 HE
s = =
[16] £ 40 =
= o —
5 20 ==
’ ( ) 0- —
> 10 100 500
( ) ’ p/(ug-L")
2 5
’ ’ Fi 2 Comparson ofmatrix effects of five k inds of tissues
> with the standard solution
5 /. standard solution; g musck @\ lver @ lung
m- kiney g skin and fat
3
( ) ,
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