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Processing Protocol

Homogenize 10 g hemp and add 2 g sodium chloride. Subsequently extract the mixture with 100 mL methanol/ 
water (80/20 (v/v)) and 50 mL n-hexane to remove essential oils and fats. To achieve high extraction efficiency, per-
form the extraction for 30 minutes.

Filter the raw extract and dilute 2 mL with 12 mL PBS (contains 8% Tween20). Then load 14 mL of the sample (equi-
valent to 0.2 g matrix) either on an AflaCLEAN column, AflaCLEAN Select column or OtaCLEAN column. To allow 
efficient binding of the toxins to the antibodies, the flow rate should not exceed 2 mL/min. Wash the column with  
2 x 5 mL deionized water and use the washing solution to rinse the sample reservoir.

Elute the toxin with 2 mL methanol. Ensure that the methanol acts in the column bed for 5 minutes to ensure com-
plete denaturation of the antibodies. 

Aflatoxins B/G

HPLC: Isocratic

Column oven: 36 °C

Separation column: RP C-18 (P/N 10522)

Flow rate: 1.2 mL/min

Eluent:
HPLC-Water/Methanol/ 

Acetonitrile
(60/30/15 (v/v/v))

Fluorescence detection: Derivatization with UVE,  
Photochemical Reactor

Excitation wavelength: 365 nm

Emission wavelength: 460 nm

HPLC-Conditions

Recovery Rates
Content of Aflatoxins B1, B2, G1, G2 and Ochratoxin A  

in Hemp

* Standard was set = 100% , ** Corrected with non-spiked sample / The results are in accordance 
with the performance specifications of the EC 401 / 2006 (section 4.3.1).

Aflatoxins
OTA

Aflatoxin B1 B2 G1 G2

Standard* 100 100 100 100 100

Recovery Rate **  
Hemp OtaCLEAN  
20 ppb Ochratoxin A

- - - - 102

Recovery Rate **  
Hemp AflaCLEAN  
20 ppb Aflatoxin B/G

103 101 102 100 -

Recovery Rate **  
Hemp AflaCLEAN Select 
20 ppb Aflatoxin B/G

101 101 101 100 -

The recovery rates show an efficient enrichment of  
mycotoxins despite a difficult matrix, such as hemp and 
other medically relevant materials that are made stora-
ble by drying.

Ochratoxin A

HPLC: Isocratic

Column oven: 40 °C

Separation column: RP EC 125/3 nucleosil 120-3 C18

Flow rate: 0.6 mL/min

Eluent:
HPLC-Water/Methanol/ 

Acetonitril 
(40/55/5 (v/v/v) + 1 % Acetic Acid)

Fluorescence detection: without Derivatization

Excitation wavelength: 335 nm

Emission wavelength: 465 nm

HPLC-Conditions

Chromatograms




