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Foreword

This standard was drafted in accordance with the GB/T 1. 1—2009.

This standard was an amendment to the SN 0669—1997 ( Determination of gentamycin residues in

meat and meat produces for export-Cylinder plate method).

General technique rules and testing methods in SN 0669—1997 were not amended expect text format

and some language expression. The main changes between this standard and SN 0669—1997 are as

follows:

—This standard was revised to a qualitative testing method from a quantitative one.

—The name of original standard “Method for the determination of gentamycin residues in meat and
meat produces for export-Cylinder plate method” was revised to “Determination of gentamycin
residues in meat and meat produces for import and export-Cylinder plate method”.

—Testing threshold of the primary standard was re-verified,0. 1 mg/kg was revised to 0. 05 mg/kg.

Since the implementation of the standard date,SN 0669—1997 was abolished at the same time.

This standard was proposed by and is under the charge of China National Regulatory Commission for
Certification and Accreditation.

This standard was drafted by the Shandong Entry-Exit Inspection and Quarantine Bureau of the Peo-

ple’s Republic of China and Ocean University of China.

This standard was mainly drafted by Liu Yunguo,Lin Hong,Liu Shaishuai, Jia Juntao, Lei Zhiwen,Lin
Liming,Li Zhengyi,Ma Weixing, Tang Jing,Zhang Jian, Fang Baohai, Zhu Suzhen, Zhao Liqing, Jiang
Yinghui,Ma Yun,Han Qing,Li Mingzhe, Yan Xianhui.

This standard replaced the previous version of the release of the standard as follows:

—SN 0669—1997.
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Determination of gentamycin residues in meats and meat
products for export—Cylinder plate method

1 Scope

This standard specifies the gentamycin residues in meat and meat products for export by cylinder
plate method.

This standard is applicable to the determination of gentamycin residues in chicken for export. Any

positive result should be confirmed by other method.
2 Normative Reference

The following normative documents contain provision which, through reference in this text,
constitute provisions of this standard for dated reference, subsequent amendments to (excluding ed-
iting corrections) ,or revisions of,any of these publications do not apply. However, parties to agree-
ments based on this standard are encouraged to investigate the possibility of applying the most re-
cent editions of the normative document indicated below. For undated references, the latest edition
of the normative document referred to applies.

GB/T 6682 Specifications and test method of water—Used in assay laboratory
3 Preparation and Storage of test sample

3.1 Preparation of test sample

Part of representative sample is taken from the primary sample.and the edible portions are homoge-
nized by grinding in a grinder. The homogenized sample is thoroughly mixed and reduced to at least
500 g by quartering as the test sample. The test sample is placed in a clean container which shall be
sealed and labeled. In the course of sampling and sample preparation, precaution shall be taken to
avoid contamination or any factor which may cause the change of residue content.

3.2 Storage of test sample

The test sample should be stored below —18 C.
6
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4 Principle of method

The gentamycin residues in the test sample are extracted with phosphate buffer (pH8.0+ 0. 1). The
supernatant is used for test sample liquid after centrifugation. Cylinder plate method is used to deter-
mine the gentamycin in the supernatant. Staphylococcus epidermidis used as indicator bacteria.

5 Apparatus and equipment

5.1 Culture dishes,90 mm¢(i. d. ) glass or plastic dish with smooth and flat bottom,and with clay
cover,or glass cover was embedded with dry filter paper.

5.2 Cylinder,stainless steel .8 mm=*0. 1 mm(od) .6 mm=*0. 1 mm(id),10 mm=0. 1 mm height.
5.3 Roux bottle,800 mL.

5.4 Vernier caliper,measuring range:0 mm~200 mm, precision:0. 02 mm.

5.5 Homogenizer,Speed —>8 000 r/min.

5.6 Centrifuge,Speed =>4 000 r/min.

5.7 Constant temperature water bath pot.0 C ~100 C , precision, £1 C.

5.8 Incubator,36 C £1 C,its shelf kept horizontal.

5.9 Autoclave.

5.10 Semi-logarithm coordinate paper.

5.11 Rotary evaporator.

5.12 Finnpepette.10 xL~100 ;L..100 pL~1 000 L.

6 Reagents and Materials

All chemical reagents used in this method are of analytically pure. Test water should be distilled
water or deionized water in conformity with GB/T 6682.

6.1 Bacterium

Staphylococcus epidermidis CMCC 12228.
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6.2 Media

6.2.1 Medium for preservation and transportation of the bacterium,see A. 1.

6.2.2 Liquid medium for reproduction of the bacterium,see A. 2.

6.2.3 Medium for bioassay,see A. 3.

6.3 Gentamicin sulfate standard

Known purity,Sealed and dark,damped,preserved at 4 C.

6.4 Phosphate buffer (pH8.0%0. 1)

Dissolve 13.3 g of KH,PO, and 6. 2 g of NaOH in 1 000 mL of water,autoclave at 121 C for 15 min.
6.5 Gentamicin standard stock solution

Accurately weigh a proper amount of gentamicin sulfate standard,dissolve with phosphate buffer to
prepare a gentamicin standard stock solution of 1000 ;.g/mL in concentration,store at 4 C , which can
be used within a month.

6.6 Gentamicin standard working solution

Dilute the gentamicin standard stock solution with phosphate buffer solution to obtain the middle
standard solution, and then further dilute the middle standard solution with phosphate buffer to
obtain a series of gentamicin standard working solution of 0. 05 »g/mL,which should be prepared and
used on the same day.

6.7 Physiological saline

Dissolve 8.5 g of sodium chloride in 1 000 mL of distilled water, then dispense into test tubes, auto-
clave at 121 C for 15 min.

7 Method of detection

7.1 Preparation of sample liquid

Weigh 10 g of sample in a sterilized homogenizing cup,add 10 mL phosphate-buffers,homogenize at
8 000 r/min for 3 min, place at room temperature for 60 min,transfer into a centrifugal tubes and cen-
trifuge at 4 000 r/min for 15 min, transfer the supernatant to a large test tube as sample liquid.

8
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7.2 Preparation of strain suspension

Inoculate the test strain into medium [ ,incubate at 36 C £1 C for 24 h+1 h . Transfer 1 mL of the
culture to the surface of a roux bottle containing optimum amount of medium [ . Spread the culture
evenly over the entire surface. Incubate at 36 C £1 C for 24 h£ 1 h, then wash the growth from the
agar with a proper amount of physiological saline,store in the refrigerator at 4 C for less than a week.

7.3 Preparation of plate

Before the actual assay.,make a pretest to ascertain the optimum amount of the strain suspension.
The optimum amount of strain suspension depends on the clear and sharp inhibition zones with the
diameters —=10 mm, caused by 0. 05 +g/mL of the standard working solution.

Melt the medium [I and cool to about 50 C ,add the optimum amount of strain suspension and mix
thoroughly. Pipette 10 mL of the medium into a sterilized dish. Keep horizontal and allow them harden
for later use. The plates can be stored in refrigerator at 2 C ~8 C for 2d~3d.

7.4 Determination of sample solution

Take out two prepared plates and mark them on the bottom. Place stainless steel cylinders on the
plates with a suitable separation distance. No more than 6 cylinders on one plate. Pipette 280 pL of
the 0. 05 pg/mL gentamicin standard working solution into one of the cylinders and 280 L of sample
liquid into each of the others. Place the plates in refrigerator for 30 min. Incubate at 36 ‘C £ 1 C for
8 h and start to observe the result. If the 0. 05 g/mL gentamicin standard working solution produces
a clear and full inhibiting circle, stop incubation and record the inhibiting circle results produced by
sample liquid and the standard working solution. If no clear inhibiting circle exists, continue to incu-
bate and observe until the 24 h have expired. Measure the diameter of inhibiting circles produced by
working solution and sample liquid with a vernier caliper. Perform parallel tests for each sample on
two plates.

8 Interpreting and reporting the bioassay results

In case of sample liquid does not produce any inhibiting circle while the 0. 05 mg/kg gentamicin
standard working solution produces a inhibiting circle with a diameter of 10 mm, the bioassay result
is negative. In case of the sample liquid produces an inhibiting circle with a diameter of 10 mm or a-
bove on the plate, the result is positive. If the inhibiting circle produced by a sample liquid has a di-
ameter less than 10 mm while larger than 8 mm, the bioassay result is suspicious and the bioassay
may need to be re-preformed if necessary.

All positive samples should be confirmed by other qualitative and quantitative analysis methods.

9 Limit of determination

The limit of determination of this method is 0. 05 mg/kg.
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A.1 Medium I

Peptone

Beef extract
Sodium chloride
Distilled water

Dissolve the ingredients in distilled water,after heating and stirring,adjust the pH so that the value
after autoclaving is 6. 5~6. 6. Dispense into test tube or Roux bottle,autoclave at 121 C for 15 min.

A.2 Medium [I

Peptone

Beef extract
Sodium chloride
Agar

Distilled water

Dissolve the ingredients in distilled water with heating and stirring, adjust the pH so that the value
after autoclaving is 6. 5~6. 6. Dispense into test tube or Roux bottle,autoclave at 121 C for 15 min.

Annex A
(Standard Annex)
Media

10.049
5.0g
2.5¢9

1000 mL

10.0g
5.0g
2.5¢

14.0g~16.0g

1 000 mL

Slant could be made after autoclaving.

A.3 Medium [I

Peptone

Yeast extract
Beef extract
Sodium chloride
Glucose

Agar

Distilled water

Dissolve the ingredients in distilled water,after heating and stirring,adjust the pH so that the value
after autoclaving is 6. 5. Autoclave at 121 C for 15 min. Adjust the pH with sodium hydroxide

6.09
409
1.5¢9
2.5¢g
1.0g
159
1000 mL

solution so that the value is pH8. 0 before use.
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