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Analytical Method for Natamycin in Wine using High-Performance
Liquid Chromatography

Noriko Furusho, Hiroki Kubota, Kyoko Sato*, Hiroshi Akiyama and Yoko Kawamura

An analytical method was developed for determining amount of natamycin in wine using a C18 mini-

cartridge column and high-performance liquid chromatography (HPLC) with photodiode array (PDA)

detection.

Natamycin purified from wine was identified in accordance with the retention time and UV spectrum

obtained from PDA detection. The limit of quantification of natamycin in wine was estimated as 0.05 pg/ml

Recovery of natamycin in wine was acceptable at 91.0% with low relative standard deviation (2.3%).
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Fig.1 Typical chromatograms from HPLC with a previously
reported mobile phase
(a) natamycin standard solution (0.1 pg/ml)
(b) blank sample solution prepared from red wine
(c) sample solution prepared from red wine spiked at 0.05
ug/ml

HPLC column : L-column ODS (4.6 mm id. X150 mm),
column temperature: 40C, mobile phase: water-
methanol-acetic acid-acetonitrile (300:65:65:50), flow
rate : 1.0 ml/min, detection wavelength : 304 nm

The arrows indicate the natamycin peak.
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(a) natamycin standard solution (0.1 pg/ml)
(b) sample solution prepared from red wine spiked at 0.05
ug/ml

HPLC column: L-column ODS (4.6 mm id. x 150 mm),
column temperature: 40T, mobile phase: water-
methanol-acetonitrile-acetic acid (60:20:15:5), flow

rate : 1.0 ml/min, detection wavelength : 304 nm

The arrows indicate the natamycin peak.
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Fig.3 Calibration curve for natamycin determination.

The concentration of natamycin in 50% methanol was
0.1-5.0 pg/ml

HPLC conditions were identical to those described in
Fig. 2.



BEEARZ O N 7574 =X B0 VHOF I <A T VGHHEEICDOWT 103

304¢lnm 319nm

4

a) 291nm

T T T

T
250 270 290 310 330 350

1m) )
\ 4

250 270 290 310 330 350

Wavelength (nm)

Fig.4 PDA spectra of natamycin peak
(a) natamycin standard solution (5.0 ug/ml)
(b) sample solution prepared from red wine spiked at 0.05
pg/ml (2.5 pug/50 ml)
HPLC conditions were identical to those described in
Fig. 2.
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Fig. 5 HPLC chromatograms of sample solutions prepared
from five different wines

(a) natamycin standard solution (0.1 pg/ml)

(b) red wine made in Argentina

(c)red wine made in Chile

(d) white wine made in Spain

(e) white wine made in South Africa

(f) domestic white wine

HPLC conditions were identical to those described in
Fig. 2.

The arrows indicate the natamycin peak.
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