Annex 5
The method 1 for multi-residue analysis of veterinary drugs  draft

o Extraction, cleanup and determination
| Sample | 59
— Acetonitrile 25 mL
—— Anhydrous Na2SOs 20 g
homogenize
centrifuge 3,000 rpm for 5 min

Acetonitrile layer | | Residue |

—— Acetonitrile-saturated n-hexane 25 mL —— Acetonitrile 25 mL
shake for 5 min shake for 1 min
centrifuge 3,000 rpm for 5 min

| |
Acetonitrile layer | | n-Hexane Layer | | Acetonitrile layer | | Residue
|

shake for 5 min

Acetonitrile layer | | n-Hexane Layer
I

— n-Propanol 10 mL

evaporate to dryness

|:Residue |

—— Acetonitrile-H20 2:3 1 mL

— Acetonitrile-saturated n-hexane 0.5 mL
centrifuge 3,000 rpm for 5 min

| Test solution | n-Hexane Layer




Annex 6
The method 2 for multi-residue analysis of veterinary drugs  draft

o Extraction, cleanup and determination
| Sample | 59
— 95% Acetonitrile/aq. 30 mL
sonicate for 10 min
centrifuge 2,500 rpm for 5 min

Acetonitrile layer | Residue |

— Acetnitnitrile 30 mL
sonicate for 10 min
centrifuge 2,500 rpm for 5 min

|
| Acetonitrile layer | | Residue
[

[
| Florisil column chromatography | load

|— elute with acetonitrile 30 mL
| loaded solution and eluate |
— n-Hexane 100 mL
shake for 3 min

| Acetonitrile layer n-Hexane layer

evaporate to dryness
Residue
— 0.2 mol/L Phosphate buffer pH5.0 4 mL
—— H20 6 mL
| C18 cartridge column | load
— wash with 0.2 mol/L phosphate buffer pH5.0 5 mL
— elute with 40% methanol/ag. 10 mL
— elute with 70% acetonitrile/ag. 10 mL

| 40% methanol/aq. eluate | | 70% acetonitrile/ag. eluate |
evaporate to dryness evaporate to dryness
5% methanol/ag. 2 mL 35% methanol/ag. 2 mL
| Test solution A | | Test solution B |

—~_r |

[ HPLC |



