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茶及茶饮料中的糖类的测定（磷酸-苯肼柱centered

Thiamphenicol is a synthetic antibacterial agent and is used as a veterinary drug. In this
report, the analysis of thiamphenicol residue in milk was performed using a Hitachi
Chromaster HPLC system refers to GB 29689 – 2013.
Samples were pretreated with solid phase extraction and separated by a GL Sciences
InertSustain C18 as the analytical column, and detection is carried out with a UV detector at
225 nm.
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■ Analysis of standard sample ■ Analytical conditions

■Repeatability（thiamphenicol :0.5 mg/L, n=6）■ Linearity

Column : GL Sciences InertSustain C18, 5 µm,

4.6 mm I.D.× 150 mm

Mobile phase : Acetonitrile / water = 15 / 85（v/v）

Flow rate : 1.0 mL/min 

Column temperature   : 30 °C

Detection wavelength  : 225  nm

Injection vol.   : 20 µL

Chromatogram of standard sample 
(thianphenicol: 0.5 mg/L)

r2 = 0.9999

0.0 0.5 1.0 1.5 2.0
Concentration (mg/L)

0

20000

40000

60000

80000

100000

A
re

a

thiamphenicol

0 2 4 6 8 10 12 14 16 18 20

Retention time (min)

0.000

0.001

0.002

0.003

0.004

0.005

0.006

In
te

n
si

ty
 

(A
U

)
ASC/LC-108 High performance liquid chromatograph 

Analysis of standard samples

Determination of thiamphenicol residue in milk

NO. RT (min) Area

1 8.032 21687

2 8.025 21713

3 8.028 21879

4 8.023 21664

5 8.017 21681

6 8.033 21802

AV. 8.026 21738

RSD% 0.07% 0.39%

The good repeatability of the retention time and the peak area was obtained, and thiamphenicol has the good linear 
relationship.
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■ Analysis of milk sample

Determination of milk sample
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The residue of thiamphenicol in commercially available milk was analyzed, and no thiamphenicol component was 
detected in the sample. The thiamphenicol standard sample was added to the sample, and the spiked recovery 
rate was determined. The recovery rate of thiamphenicol at a concentration of 50 μg/kg was 88.8% to 91.6%
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Oscillated for 10 min, centrifuged 
for 5 min at 8000 r/min

Combined extract

Residue

Milk sample

SPE purification*2

Add 5 mL of water

Lower layer for use

Activation:
Activate the HC-C18 column with 5 mL of 
acetonitrile and 5 mL of water sequentially

Elution: 
Elute with 5 mL of acetonitrile, collect the eluate

Filtration: 
Filtrate with 0.45 μm hydrophilic PTFE filter

Concentration: 
Dryness with nitrogen at 45°C

Add 20 mL of ethyl acetate

Ultrasonic dissolution for 5 min

The 5.00 g of milk sample

HPLC analysis

Supernatant Residue

Rotary evaporation to dryness in 45°C water bath 

Dissolved sample solution Residue

Combined dissolved sample solution, 
degreasing with n-hexane*1

Dissolution:
Dissolve the residue with 1.0 mL of mobile phase

Degreasing with n-hexane*1

■ Sample preparation method

Add 20 mL of ethyl acetate

Oscillated for 10 min, centrifuged 
for 5 min at 8000 r/min

Supernatant Residue

Ultrasonic dissolution for 5 min

Add 5 mL of water

ResidueDissolved
sample solution

Dissolved sample solution

Add 20 mL of n-hexane

Oscillated for 10 min, centrifuged 
for 5 min at 8000 r/min

SPE purification*2

Sample preparation method

NOTE： These data are an example of measurement; the individual vales can not be guaranteed.

2021 Hitachi High-Tech Science Corporation

＜System＞ Chromaster 5110 Pump, 5210 Autosampler, 5310 Column oven, 5410 UV detector

Loading: 
The sample solution through SPE column, 
control the flow rate to 1.0 mL/min.


