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Biogenic Amine Production by Contaminating Bacteria Found
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The aim of this work was to investigate if contaminating microorganisms, eventually present in

bacteria and yeast preparations used as commercial starters in winemaking, have the ability

to produce the biogenic amines histamine, putrescine and tyramine. Thirty commercial starters

(14 yeasts Saccharomyces cerevisiae and 16 bacteria Oenococcus oeni) were cultured in synthetic

broth and analyzed by TLC to detect amine production. Oenococcus oeni commercial preparations

did not contain contaminants, but some yeast preparations resulted contaminated with amine-

producing bacteria. Bacterial contaminants were isolated and analyzed for their ability to produce

biogenic amines using HPLC and TLC. Decarboxylase genes were identified using PCR analysis

followed by sequencing. Fermentations were performed in grape juice with two yeast commercial

preparations containing bacterial contaminants to check if the potential biogenic amine production

could happen also during winemaking. It was found that this production is possible; in particular, in

the conditions used in this work, tyramine production was detected. Therefore, the results of this

study have significance in relation to the risk of biogenic amines in wine. Moreover a novel species

of Lactobacillus was found to be able to produce histamine.
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INTRODUCTION

Biogenic amines (BAs) are undesirable compounds that occur
in awide variety of foodproducts, including fish andmeat, aswell
as in fermented and spoiled foodstuffs (1).

The consumption of foods or beverages containing large
amounts of BAs can cause problems for consumers (2) and can
lead to different degrees of intolerance. Tyramine and histamine
can evoke unwanted symptoms, such as nausea, vomiting,
migraine, hypertension and headache (3). Putrescine and cada-
verine can increase the negative effect of other amines by
interfering with the enzymes that metabolize them (4). These
compounds can be formed and degraded as a result of normal
metabolic activity in animals, plants and microorganisms, and
they originate mainly from the decarboxylation of amino
acids (5). In fermented beverages, such as beer and wine, the
reaction is catalyzed by amino acid decarboxylase enzymes
produced by microorganisms (6). The presence of BAs and the
origin of these compounds in wine is well documented (7). With
regard to yeasts, Caruso et al. (8) tested 50 wine yeasts belonging
to different species for their capacity to produce BAs in wine, and
they found that there are some Saccharomyces cerevisiae strains
which can produce significant levels of agmatine and according to
Soufleros et al. (7) some amines present in wine are the result of
yeast fermentative activity.

Regarding bacteria, a wide literature is available on the
formation of BAs by lactic acid bacteria. Several research groups
support the view that BAs are formed in winemaking mainly
during malolactic fermentation due to the decarboxylation of
free amino acids (7, 9, 10). As reported by Hal�asz et al. (6) and
Bover-Cid et al. (11), the formation ofBAsmay bedue to spoilage
bacteria before, during or after food processing, and it is
associated with food hygiene and technology.

In general, wine quality is closely related to the diversity and
composition of the microbial species that develop during the
fermentative process (12). The growth of each wine microorgan-
ism species generates many secondary metabolites, which may
contribute to the aroma and flavor characteristics of wine but can
also supply precursors for unwanted amine biosynthesis by
malolactic or other contaminant bacteria, and they are deter-
minants of wine quality (13, 14).

Several qualitative and quantitative methods to detect BA
production by microorganisms have been described. Thin-layer
chromatography (TLC) was used for the determination of these
compounds in foods in some studies, and Garcia-Moruno et al.
(15) developed a TLC qualitative method to detect these com-
pounds in bacterial cultures. Modern analytical techniques, such
as high-pressure liquid chromatography (HPLC), allow the
acquisition of reliable quantitative data and a better separation/
resolutionof individual amines (16). In addition, the development
of molecular biology techniques has allowed the detection of
potential amine-producing microorganisms. The polymerase
chain reaction (PCR) offers the advantages of speed, sensitivity
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and simplicity, and specific detection of amino acid decarboxy-
lase genes. Moreover, these molecular methods are able to
detect potential BA formation risk in food before that the
amine is produced: several research groups applied PCR
technique to determinate the lactic acid bacteria producing BAs
(10, 17-24).

In this work we analyzed commercial cultures of yeasts and
bacteria used as starters in alcoholic andmalolactic fermentation,
respectively, both in lab media and in grape juice fermentation
assays. Commercial pure cultures are normally checked by
manufacturers regarding BA production, but in this study we
tested the presence of bacterial contamination in the commercial
preparations and the potential ability of these bacterial contami-
nants to produce histamine, tyramine and putrescine by PCR,
TLC and HPLC methods. The detection of microorganisms
exhibiting decarboxylase activity is important for monitoring
the risk of food contamination.

MATERIALS AND METHODS

Microorganisms. The microorganisms used in this study are com-
mercial selected strains of bacteria and yeasts used in oenological practice
as starter cultures for malolactic and alcoholic fermentation. For com-
mercial reasons their names are not indicated; they are listed in Table 1

with arbitrary alphabetical letters. These strains were used under aseptic
conditions to avoid external contamination. Ten samples (1 g each) were
analyzed for every batch starter.

Lactobacillus sp. 30a (ATCC33222),which is able to produce histamine
and putrescine (25,26), andLactobacillus brevisCECT 5354 (ATCC 367),
which is able to produce tyramine (27), were used as positive controls.

Growth Conditions. Oenococcus oeni commercial strains were grown
in medium for Leuconostoc oenos broth (MLO, Scharlau Chemie SA) at
30 �C for three days. Solidmediumused for isolation of bacteria wasMRS
agar (2%).

Lactobacillus strains were grown at 30 �C in de Man Rogosa Sharpe
(MRS, Merck, Germany) broth, pH 6.

1 g of dry yeast strains Saccharomyces cerevisiae was rehydrated in
10 mL of 5% sucrose at 40 �C for 30 min; then 0.1 mL of this preparation
was grown at 25 �C inYEPG (1%yeast extract, 1%peptone, 2% glucose)
for two days. Solid medium for yeast was YEPG agar (2%).

Qualitative Detection of Amine Formation by TLC. The method
ofGarcia-Moruno et al. (15) was used for TLC assays.O. oeni commercial
preparations were inoculated in MRS broth (pH 4.8) at 30 �C, and
commercial yeast preparations were grown at 25 �C in YEPG broth. The
broths were supplemented with BA precursor amino acids, such as
histidine (5 mg/mL), ornithine (5 mg/mL), and tyrosine (5 mg/mL).
Samples were taken at 3, 6, 9, and 12 days of growth. Amines were
converted to their fluorescent dansyl derivatives as follows: 1 mL of
250 mM Na2HPO4, 0.1 mL of 4 M NaOH, and 2 mL of dansyl chloride
solution (5 mg/mL in acetone) were added to 1 mL of the sample. The
mixture was vortex mixed and incubated at 55 �C for 1 h in the dark. The
amines were fractionated on silica gel plates (silica gel 60 F254s, Merck)
with a solution of chloroform/triethylamine (4:1) as the mobile phase. The
spots were visualized under UV light.

Isolation and Identification of Lactic Acid Bacteria. The presence
of contaminating lactic acid bacteria in yeast commercial cultures was
checked by plating rehydrated yeast on MRS agar containing 0.1%
cycloheximide to inhibit the growth of yeasts. The plates were incubated
at 30 �C. Single colonies were isolated by random picking and grown in
liquid MRS medium at 30 �C. Isolates were identified using 16S rDNA
ARDRA (amplified rDNA restriction analysis) according to Rodas
et al. (29) and 16S rDNA sequencing. The presence of decarboxylation
genes was detected by PCR.

The bacterial contamination of O. oeni commercial starters was not
investigate since no amine production was found in the preliminary TLC
and HPLC assays.

Detection of Decarboxylase Genes in Lactic Acid Bacteria.

DNA Extraction. DNA was extracted according to Arena et al. (28)
as follows: 2 mL of bacterial culture in exponential phase were harvested
by centrifugation (15 min, 13400g). The washed pellet was treated with

lysozyme (10mg/mL) for 30min at 37 �C, and protoplasts were lysed with
20% SDS. One volume of phenol/chloroform/isoamyl alcohol (25:24:1)
was added, and the mix was centrifuged for 15 min at 13400g. The upper
phase was collected and precipitated with 99% ethanol. The dry pellet was
resuspended in TE (10mMTris-HCl pH7.5, 1mMEDTA), and theDNA
was stored at -20 �C.

PCR. PCRwas used to detect the presence of the decarboxylase genes
histidine decarboxylase (hdc), tyrosine decarboxylase (tdc) and ornithine
decarboxylase (odc) in bacterial cultures. The assays were performed as
both single and multiplex PCR. Reactions were performed using a
MyCycler instrument (BIORAD) in a 20 μL volume containing 10 mM
Tris-HCl (pH 8.3), 50 mMKCl, 2 mMMgCl2, 0.2 mM deoxynucleotide
triphosphate, 1 U of Taq DNA polymerase (Invitrogen), along with 0.4
mM of the primers (MWG, Ebersberg, Germany) for the tdc (Pt3-Pt4)
and hdc genes (PHDC1-PHDC2) described by Costantini et al. (24). To
detect the odc gene were used the primer oligo 16 described by Marcobal
et al. (21) and the primerAODC1 (24); both primers were added to themix
at the concentration of 1 mM. PCR conditions were the following: 94 �C
for 1 min; 52 �C for 1 min and 72 �C for 2 min repeated for 30 cycles; the
same conditions were used for multiplex assays. The PCR products were
separated on agarose gel in 0.5 � TAE (Tris-acetate/EDTA), stained
with ethidium bromide and visualized under a UV lamp (GelDoc 2000,
Biorad).

DNASequencing. The 16S rDNAgenewas amplified byPCRusing
primers described by Marchesi et al. (30). DNA was amplified in 50 μL
volumes containing 100 ng of template DNA, 200 μM dNTPs, 0.4 μM
primers, 2.5 U of TaqDNA polymerase (Invitrogen) and 2 � polymerase
buffer. DNA was amplified in 30 cycles (denaturation at 94 �C for 1 min,
annealing at 55 �C for 1 min and extension at 72 �C for 2 min). The PCR
product was sequenced by MWG (Germany).

Table 1. Commercial Preparations Used in This Study with the Relative
Amines Produced

starter TLC HPLC

Saccharomyces cerevisiae

A tyramine tyramine

B -a -
C tyramine tyramine

D tyramine; histamine tyramine; histamine

E - -
F - -
G - -
H - -
I - -
L - -
M - -
N - -
P - -
Q tyramine; histamine tyramine; histamine

Oenococcus oeni

Oe 1 - -
Oe 2 - -
Oe 3 - -
Oe 4 - -
Oe 5 - -
Oe 6 - -
Oe 7 - -
Oe 8 - -
Oe 9 - -
Oe 10 - -
Oe 11 - -
Oe 12 - -
Oe 13 - -
Oe 14 - -
Oe 15 - -
Oe 16 - -

a (-) not detected.
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Sequencing was used also to confirm that the amplification products,
obtained with assays for decarboxylase gene detection, corresponded to
the genes studied; in this case, the PCR reaction was performed with the
primers for those genes.

Sequence similarity searches were performed using the BLASTN and
BLASTX algorithms of the BLAST (Basic Local Alignment Search Tool)
sequence analysis tool (http://www.ncbi.nlm.nih.gov/BLAST/) from the
National Center for Biotechnology Information databases to determine
the closest known relatives of the sequences obtained.

Quantitative Detection of Amine Production by HPLC. The BAs
tyramine, histamine, and putrescine and their precursor amino acids were
determined by HPLC according to Costantini et al. (24). Analysis was
done with a Hewlett-Packard I model 1100 (Hewlett-Packard, Palo Alto,
CA) with fluorimetric and diode array detectors. Briefly, samples were
subjected to automatic precolumn derivatization using o-phthaldialde-
hyde with 2-mercaptoethanol (OPA Reagent, Agilent Technologies, Palo
Alto, CA). All separations were performed on an Alltima C18 column
(200 mm� 4.6 mm, 5 mm thick film; Alltech, Deerfield, IL) with a match-
ing guard cartridge of the same type (7.5 mm � 4.6 mm). Duplicate
samples were filtered through a 0.2 mm pore-size filter (Schleicher &
Schuell, Keene, NH) before injection onto the column. Two eluents were
used as mobile phases: eluent A (1.224 g of sodium acetate trihydrate,
500 mL of water, 0.09 mL of triethylamine, and 1.5 mL of tetrahydro-
furan) and eluent B (1.088 g of sodiumacetate trihydrate, 100mLofwater,
200 mL of acetonitrile, and 200 mL of methanol). A 65 min gradient
program commenced with an initial concentration of 10% eluent B at a
flow rate of 0.450 mL/min and terminated with 100% eluent B at a flow
rate of 0.700 mL/min. At the end of the analysis, there was a postrun
period of 15 min during which the flow rate and concentration of eluent B
returned to the initial conditions. The fluorescence wavelengths were
340 nm for excitation and 450 nm for emission. Quantification of the BAs
was performed by using an internal standard of 15 mg/L norvaline. The BA
standard was made in 75% methanol and contained 20 mg/L each of
histamine, putrescine, and tyramine (all purchased from Sigma). The amino
acid standard was made in 75% methanol and contained 20 mg/L of
histidine and tyrosine.

Test of TwoYeast Commercial Preparations for Their Ability To

Produce Biogenic Amines under Alcoholic Fermentation of Grape

Juice. The two Saccharomyces cerevisiae commercial starters A and D
were selected for the fermentation trials, to determine the real production
of BAs in wine. Fermentations were carried out in a 300 mL flask with
200 mL of pasteurized grape juice (Biotta AG, Tagerwilen, Switzerland).
The juice was obtained by red grapes, and it had pH 3.2 and 172 g/L of
sugars. Trials were conducted in duplicate.

Dry yeast strains were rehydrated in a 5% sucrose solution at 40 �C for
30 min. Yeasts were pregrown on synthetic medium YEPG overnight,
5 � 106 cell/mL were inoculated in grape juice, and a negative control
without inoculum was made. After inoculation, flasks were incubated at
20 �C. Fermentations were followed by weight loss due to CO2 production
every day.When CO2 evolution stopped, the fermentation was considered
completed. At the end of fermentation, BAs content was evaluated by
HPLC and microbiological assays were performed plating the resulting
wine to detect the presence of bacteria.

RESULTS

Analysis of Commercial Bacterial Starters. Despite the impor-
tance of malolactic fermentation, its occurrence is both highly
unpredictable and difficult to control (31). Consequently, techni-
ques have been sought thatwill facilitate the efficient and complete
conversion of L-malic acid to L-lactic acid in wine, and the use of
selected malolactic bacteria is becoming a common practice.

Sixteen commercialO. oeni starters were opened under aseptic
conditions and inoculateddirectly intoMRSbroth containing the
BAs amino acid precursors histidine, tyrosine, and ornithine to
investigate their ability to produce BAs.Analysis by TLC showed
that no detectable quantities of putrescine, histamine and tyra-
mine were observed; these results are reported in Table 1. The
inability to produce amines is also a characteristic that the produ-
cing firms look after, and these results for the selectedO. oeniwere

expected. If bacterial contaminants able to produce BAs were
present, the presence of these compounds could be detected by
TLC. Obviously with this method the presence in commercial
preparations of bacterial contaminants that do not produce BAs
cannot be excluded.

Analysis of Bacterial Contaminants of Active Commercial Dry

Yeast Starters.Fourteen active dry yeast cultureswere tested. The
packages were opened under aseptic conditions and yeasts grown
in YEPG with amino acid precursors. A 1 mL sample was taken
and analyzed by TLC. Figure 1 shows the TLC separation.
Surprisingly, the results indicated that four preparations were
able to produce amines: A and C can produce tyramine; starters
D andQ produced tyramine and histamine as reported inTable 1.
Therefore, further analysis was done to determine if the yeasts
had this ability or whether the amine production was due to a
bacterial contamination.

Rehydrated yeasts were plated on YEPGA with 0.1% ampi-
cillin to prevent bacterial growth. After 48 h single colonies were
picked and inoculated into YEPG broth containing the amino
acid precursors histidine, ornithine and tyrosine. Samples were
taken after 9 days and analyzed by TLC. None of the pure yeast
cultures were able to produce the amines tested (data not shown).
These results agree with those reported byLandete et al. (32), who
did not observe BA production by yeasts in synthetic medium or
in wine during alcoholic fermentation.

As indicated in Materials and Methods section, 1 mL samples
of rehydrated and diluted yeasts were plated on MRS agar
containing 0.1% cycloheximide to prevent the growth of yeast
and isolate possible bacterial contaminants. Bacterial colonies
were tested by TLC and HPLC for their ability to produce
amines. The results indicated that commercial yeast starters A,
C, D and Q were contaminated with bacteria able to produce
BAs. For these positive colonies, the identification of decarbo-
xylase genes was performed using PCR analysis. Figure 2 shows
the electrophoresis gel of these positive bacteria, obtained by a
multiplex PCR assay where different genes have been amplified:
16S gene with primers 63f and 1387r (30); hdc and tdc genes
respectively amplified with primers PHDC1-PHDC2 and
Pt3-Pt4 (24). The result of this analysis showed that ten bacterial

Figure 1. TLC detection of biogenic amines produced by commercial
yeast preparations. Supernatants from the culture broth were dansylated
and separated on precoated silica gel plates (silica gel 60 F254s). M1:
standard amines: tyramine (two spots), histamine, cadaverine, putrescine.
M2: standard histamine and putrescine. Samples A, C, D, Q: commercial
yeast preparations. L.b: positive control L. brevis Tyrþ.
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colonies isolated from commercial preparations A, C, D and Q
contained tdc gene. Moreover hdc gene was amplified in nine
colonies isolated from starter Q and two colonies isolated from
starter D. These bacteria have been identified by 16S sequencing;
the colonies tdcþ belong to the species L. brevis (99% identity
with 16S rRNA of L. brevisATCC 367). The nine colonies hdcþ
isolated from starter Q were Lactobacillus parabuchneri (99%
identity with L. parabuchneri 16S rRNA partial sequence, type
strain: DSM 5707). It is known that L. brevis can produce
tyramine (27) and L. buchneri can produce histamine (33):
Sumner et al. (34) isolated a strain of L. buchneri from a sample
of cheese implicated in an outbreak of histamine poisoning and
showed it to be a high-level histamine producer. The other two
colonies carrying hdc gene isolated from starter D showed an
identity degree of 95% with Lactobacillus rossiae type strain
(CS1, ATCC BAA-822, DSM 15814, JCM 16176) 16S rRNA
gene, partial sequence. Moreover further examination should be
done to confirm the exact affiliation to this species. The tdc gene
partial sequence of a L. brevis isolated from preparation
C, analyzed in BLAST, had a 99% identity with tdc gene of
L. brevis strain CECT3810. The TDC protein fragment is 95%
identical to the corresponding fragment fromL. brevis IOEB9809
TDC.

The hdc gene partial sequence of a presumptive L. rossiae,
isolated from preparation D, after BLAST analysis resulted to
have a 78% identity with Lactobacillus reuteri DSM 20016
histidine decarboxylase gene; the analysis showed also a 75%
identity with Lactobacillus sp. 30a hdc gene. The HDC protein
fragment showed an 86% identity to HDC from Lactobacillus
30a and an 83% identity to the equivalent proteins from O. oeni,
L. hilgardii and L. buchneri.

Nucleotide Sequence Accession Numbers. The two strains of
presumptive L. rossiae isolated in this study have been inserted in
the collection of the CRA-Centro di Ricerca per l’Enologia, and
they are indicated as ISE 5263 and ISE 5264. TheDNAsequences
of 16S and hdc gene have been deposited in the EMBL/GenBank
database with the following accession numbers: FJ791057,
FJ791058, FJ794698, FJ794699.

Test of TwoYeast Commercial Preparations for Their Ability To

Produce Biogenic Amines under Alcoholic Fermentation of Grape

Juice. Two of the yeast starters A and D, that resulted spoiled
with bacteria able to produce amines (A can produce tyramine
and D can produce tyramine and histamine), were tested in
fermentation to evaluate if the contamination could represent a
problem for a practical point of view. Yeasts were rehydrated and
grown in YEPG overnight at 25 �C and 5 � 106 cell/mL were
inoculated in grape juice. The fermentation rate was very similar
among the two strains. The resulting wines were analyzed by
HPLC to investigate the presence of BAs. The results, relative to

the quantities of the amines produced and the corresponding
precursor amino acids, are reported inTable 2. It can be observed
that tyramine has been produced in samples A and D and is not
present in the negative control. This result demonstrates that the
bacterial contaminants are able to produce amines not only in lab
medium but also in wine. This fact is also demonstrated by
tyrosine (precursor amino acid of tyramine) reduction.

Comparing histidine (precursor of histamine) content before
and after alcoholic fermentation, it can be seen that histidine
disappeared, however no histamine production was detected in
wine obtained with starter D.

Samples taken at the end of wine alcoholic fermentation were
plated on MRS agar with 10% cycloheximide to inhibit yeast
development and bacteria growth was observed. Twenty four
colonies were randomly selected and tested for the presence of
decarboxylase genes with PCR assays; as shown in Figure 3 23
colonies amplified the tdc gene. This result can explain the
production of tyramine found at the end of fermentation. These
colonies have been identified, and they resulted L. brevis. No
colonies of the presumptive L. rossiae have been found; probably
this species is not able to growth in acidic environment, or maybe
the alcohol content is too high for this species to survive: further
studies should be done.

DISCUSSION

In this work, the presence of contaminating microorganisms in
commercial bacteria and yeast preparationswas investigated, and
they were tested for their ability to produce histamine, putrescine
and tyramine. Regarding the commercial strains, none of them
were able to produce BAs. These results were expected since for
the starter manufacturers the absence of amino acid decarbox-
ylase activity is now included in the selection criteria for the
industrial preparation of starters. However commercial prepara-
tions in a dry active form can be a substrate for bacterial contami-
nation. O’Brien et al. (35) reported the presence of Enterococcus,
coliforms and Escherichia coli in the manufacturing process of
commercial yeast. Manufacturers of starters inform about the
risk of contamination during storage, and they recommend to

Figure 2. Multiplex PCR amplifying 16S, tdc and hdc genes. M: molecular marker (1 kb, Sigma). Lanes 1-9: L. buchneri, isolated from started Q, which
amplifies hdc gene. Lanes 11-16, 19-21: L. brevis which amplifies tdc gene. Lanes 17-18: presumptive L. rossiae isolated from starter D, which amplifies
hdc gene. Lane 10: positive control Lactobacillus 30a which amplifyies hdc gene.

Table 2. Amino Acid and Biogenic Amine Content Results by HPLC Analysis
at the End of Fermentation with Starters A and D, Compared with Negative
Controla

histidine tyrosine histamine tyramine putrescine

negative control 6.74 ( 0.56 6.48 ( 0.36 ndb nd nd

starter D nd 1.34 ( 0.40 nd 2.69 ( 0.43 nd

starter A nd 1.83 ( 0.29 nd 2.90 ( 0.25 nd

a Values represent the average of two replications ( standard deviations.
Concentrations are reported in mg/L b nd: not detected.
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open the packages just before use; but the results of the present
study indicate that commercial yeast starters can be contaminated
with lactic acid bacteria in unopened packages. The problem
arises during production of these starters, where it is very difficult
to maintain sterile conditions, and the results obtained in the
present study confirm the presence of contamination.

It is known that commercial yeast starter preparations contain
lactic acid bacteria contaminants (36), but an important problem
can occur if these bacteria are able to produce BAs during
alcoholic fermentation; no previous study has taken this factor
into account. This work demonstrated that the risk of BA
production exists, and it depends on the contaminating bacteria
species and thatL. brevis can survive during the fermentation and
can produce amines. In fact, in the fermentation performed with
the two starters A and D, tyramine was detected at the end of
fermentation. Moreover the failure of the presumptive L. rossiae
to produce histamine is referred to the conditions used in this
study. It could be hypothesized that, since this species contains
hdc gene, it can produce histamine in other conditions of
fermentation.

The tyramine content is low, but this amount is dependent on
the fermentation conditions used; in other conditions this quan-
tity could be different. The possibility that the presence of BAs in
wine is the result of a bacterial contamination has been reported
by some authors: Ough et al. (37), Arena and Manca de Nadra
(28),Moreno-Arribas et al. (20),Karovi�cov�a andKohajdov�a (38)
and Costantini et al. (24).

In this work is shown one of the possible ways of entry of
contaminatingmicroorganisms able to produce BAs in wine. The
results of this study have, therefore, relevant implications onwine
quality, especially for microbiological and toxicological aspects.

An interesting finding of the work is a presumptive novel
species of Lactobacillus able to produce histamine. In the litera-
ture there are reports that lactic acid bacteria able to produce
histamine belong to the species L. hilgardii (23), L. buchneri (33),
L. reuteri (39),O. oeni (17,18) andL. sakei (22). In this work, two
presumptive strains of L. rossiae were shown to contain the hdc
gene; this species was detected in sourdough by Di Cagno et
al. (40), but no author has described their ability to produce BAs.
This property could be strain-dependent, and further study is
needed, but Vogeser et al. (41) reported this species as a new beer
contaminant with a high spoiling potential.

LITERATURE CITED

(1) Lloret, S.; Deloyer, P.; Dandrifosse, D. Level of biogenic amines as a
measure of the quality of the beer fermentation process: data from
Belgian samples. Food Chem. 2005, 89, 519–525.

(2) Silla Santos, M. H. Biogenic amines: Their importance in foods. Int.
J. Food Microbiol. 1996, 29, 213–231.

(3) Shalaby, A. R. Significance of biogenic amines to food safety and
human health. Food Res. Int. 1996, 26, 675–690.

(4) Stratton, J. E.; Hutkins, R. W.; Taylor, S. Biogenic amines in cheese
and other fermented foods: a review. J. Food Prot. 1991, 54, 460–
470.

(5) Ten Brink, B.; Daminink, C.; Joosten, H. M. L. J.; Huisin’t Veld,
J. H. J. Occurrence and formation of biologically active amines in
foods. Int. J. Food Microbiol. 1990, 11, 73–84.

(6) Halasz, A.; Barath, A.; Simon-Sarkadi, L.; Holzapfel, W. Biogenic
amines and their production by microorganisms in foods. Trends
Food Sci. Technol. 1994, 5, 42–49.

(7) Soufleros, E.; Marie-Lyse, B.; Bertrand, A. Correlation between the
content of biogenic amines and other wine compounds. Am. J. Enol.
Vitic. 1998, 49, 266–277.

(8) Caruso, M.; Fiore, C.; Contursi, M.; Salzano, G.; Paparella, A.;
Romano, P. Formation of biogenic amines as criteria for the
selection of wine yeasts. World J. Microbiol. Biotechnol. 2002, 18,
159–163.

(9) Vidal-Carou, M. C.; Ambatille-Espunyes, A.; Ulla-Ulla, M. C.;
Marine-Font, A. Histamine and tyramine in Spanish wines: their
formation during the wine making process. Am. J. Enol. Vitic. 1990,
41, 160–167.

(10) Coton, E.; Torlois, S; Bertrand, A.; Lonvaud-Funel, A. Biogenic
amines and wine lactic acid bacteria. Bull. O.I.V. 1999, 815-816,
22–34.

(11) Bover-Cid, S.; Hern�andez-Jover, T.; Migu�elez-Arrizado, M. J.;
Vidal-Carou, M. C. Contribution of contaminant enterobacteria
and lactic acid bacteria to biogenic amine accumulation in sponta-
neous fermentation of pork sausages. Eur. Food Res. Technol. 2003,
216, 477–482.

(12) Romano, P.; Fiore, C.; Paraggio, M.; Caruso, M.; Capece, A.
Function of yeast species and strains in wine flavour. Int. J. Food
Microbiol. 2003, 86, 169–180.

(13) Lambrechts, M. G.; Pretorius, I. S. Yeast and its importance to wine
aroma: a review. S. Afr. J. Enol. Vitic. 2000, 21, 97–129.

(14) Brandolini, V.; Salzano, G.; Maietti, A.; Caruso, M.; Tedeschi, P.;
Mazzotta, D.; Romano, P. Automated multiple development
method for determination of glycerol produced by wine yeasts.
World J. Microbiol. Biotechnol. 2002, 18 (5), 481–485.

(15) Garcia-Moruno, E.; Carrascosa, A. V.; Munoz, R. A rapid and
inexpensive method for the determination of biogenic amines from
bacterial cultures by thin-layer chromatography. J. Food Prot. 2005,
68, 625–629.

(16) Alberto, M. R.; Arena, M. E.; Manca de Nadra, M. C. Differences
between biogenic amine detection byHPLCmethods using OPA and
dansyl derivates. Methods Mol. Biol. 2004, 268, 481–487.

(17) Le Jeune, C.; Lonvaud-Funel, A.; ten Brink, B.; Hofstra, H.; van der
Vossen, J. M. Development of a detection system for histidine
decarboxylating lactic acid bacteria based on DNA probes, PCR
and activity test. J. Appl. Bacteriol. 1995, 78 (3), 316–326.

(18) Coton, E.; Rollan, G. C.; Lonvaud-Funel, A. Histidine carboxylase
of Leuconostoc oenos 9204: purification, kinetic properties, cloning
and nucleotide sequence of the hdc gene. J. Appl. Microbiol. 1998, 84
(2), 143–151.

(19) Arena, M. E.; Manca de Nadra, M. C.; Munoz, R. The arginine
deiminase pathway in the wine lactic acid bacterium Lactobacillus
hilgardii X1B: structural and functional study of the arcABC gene.
Gene 2002, 301, 61–66.

(20) Moreno-Arribas, M. V.; Polo, M. C.; Jourganes, F.; Munoz, R.
Screening of biogenic amine production by lactic acid bacteria
isolated from grape must and wine. Int. J. Food Microbiol. 2003,
84, 117–123.

(21) Marcobal, A.; De las Rivas, B.; Moreno-Arribas, V.; Munoz, R.
Multiplex PCRmethod for the simultaneous detection of histamine-,

Figure 3. tdc gene amplification with primers Pt3-Pt4 of the colonies isolated at the end of fermentations with two contaminated starters A, D. M: molecular
marker 1 Kb (Sigma). Lanes 1-24: colonies isolated. Cþ: positive control L. brevis ATCC367 tdcþ.



Article J. Agric. Food Chem., Vol. 57, No. 22, 2009 10669

tyramine-, and putrescine producing lactic acid bacteria in foods.
J. Food Prot. 2005, 68, 874–878.

(22) Coton, E.; Coton, M. Multiplex PCR for colony direct detection
of Gram-positive histamine- and tyramine-producing bacteria.
J. Microbiol. Methods 2005, 63 (3), 296–304.

(23) Lucas, P. M.; Wolken, W. A.; Claisse, O.; Lolkema, J. S.; Lonvaud-
Funel, A. Histamine-producing pathway encoded on an unstable
plasmid in Lactobacillus hilgardii 0006. Appl. Environ. Microbiol.
2005, 71 (3), 1417–1424.

(24) Costantini, A.; Cersosimo, M.; Del Prete, V.; Garcia-Moruno, E.
Production of biogenic amines by lactic acid bacteria: screening by
PCR, thin-layer chromatography and high-performance liquid
chromatography of strains isolated from wine and must. J. Food
Prot. 2006, 69, 391–396.

(25) Valler, G. L.; Recsei, P. A.; Fox, J. L.; Snell, E. E. Histidine decarbo-
xylase of Lactobacillus 30a. J. Biol. Chem. 1982, 257, 12770–
12774.

(26) Momany, C.; Ghosh, R.; Hackert, M. L. Structural motifs for
pyridoxal-50-phosphate binding in decarboxylases: an analysis based
on the crystal structure of the Lactobacillus 30a ornithine decarbox-
ylase. Protein Sci. 1995, 4, 849–854.

(27) Moreno-Arribas, V.; Lonvaud-Funel, A. Tyrosine decarboxylase
activity of Lactobacillus brevis IOEB 9809 isolated from wine and
L. brevis ATCC 367. FEMS Microbiol Lett. 1999, 180 (1), 55–60.

(28) Arena, M. E.; Manca de Nadra, M. C. Biogenic amines production
by Lactobacillus. J. Appl. Microbiol. 2001, 90, 158–162.

(29) Rodas, A. M.; Ferrer, S.; Pardo, I. 16S-ARDRA, a tool for
identification of lactic acid bacteria isolated from grape must and
wine. Syst. Appl. Microbiol. 2003, 26, 412–422.

(30) Marchesi, J. R.; Sato, T.;Weightman, A. J.; Martin, T. A.; Fry, J. C.;
Hiom, S. J.; Dymock, D.; Wade, W. G. Design and evaluation of
useful bacterium-specific PCR primers that amplify genes coding for
bacterial 16S rRNA. Appl. Environ. Microbiol. 1998, 64 (2), 795–
799.

(31) Henschke, P. A. An overview of malolactic fermentation research.
Aust N.Z. Wine Ind. J. 1993, 8, 69–79.

(32) Landete, J. M.; Ferrer, S.; Pardo, I. Biogenic amines production by
lactic acid bacteria, acetic acid bacteria and yeast isolated from wine.
Food Control 2007, 18, 1569–1574.

(33) Martin, M. C.; Fernandez, M.; Linares, D. M.; Alvarez, M. A.
Sequencing, characterization and transcriptional analysis of the
histidine decarboxylase operon of Lactobacillus buchneri. Microbio-
logy 2005, 151, 1219–1228.

(34) Sumner, S. S.; Speckhard, M. W.; Somers, E. B.; Taylor, S. L.
Isolation of Histamine-producing Lactobacillus buchneri from Swiss
cheese implicated in a food poisoning outbreak. Appl. Environ.
Microbiol. 1985, 50, 1094.

(35) O’Brien, S. S.; Lindsay, D.; Holy, A. von. The presence of Enter-
ococcus, coliforms and E. coli in a commercial yeast manufacturing
process. Int. J. Food Microbiol. 2004, 94, 23–31.

(36) Manzano, M.; Giusto, C.; Bartolomeoli, I.; Buiatti, S.; Comi, G.
Microbiological Analyses of Dry and Slurry Yeasts for Brewing.
J. Inst. Brew. 2005, 111 (2), 203–208.

(37) Ough, C. S.; Crowell, E. A.; Kunkee, R. E.; Vilas, M. R.; Lagier, S. A
study of histamine production by various wine bacteria in model
solutions and in wine. J. Food Process. Preserv. 1988, 12 (1), 63–70.

(38) Karovi�cov�a, J.; Kohajdov�a, Z. Biogenic Amines in Food. Chem.
Pap. 2005, 59 (1), 70–79.

(39) Copeland, A.; Lucas, S.; Lapidus, A.; Barry, K.; Detter, J. C.,
Glavina del Rio, T., Hammon, N.; Israni, S.; Dalin, E.; Tice, H.;
Pitluck, S.; Goltsman, E.; Schmutz, J.; Larimer, F.; Land, M.;
Hauser, L.; Kyrpides, N.; Kim, E.; Walter, J.; Heng, N. C. K.;
Tannock, G.W.; Richardson, P. Complete sequence of chromosome
of Lactobacillus reuteri DSM 20016. Unpublished.

(40) Di Cagno, R.; De Angelis, M.; Gallo, G.; Settanni, L.; Berloco, M.
G.; Siragusa, S.; Parente, E.; Corsetti, A.; Gobbetti, M. Genotypic
and phenotypic diversity of Lactobacillus rossiae strains isolated
from sourdough. J. Appl. Microbiol. 2007, 103, 821–835.

(41) Vogeser, G.; Heidenreich, B.; Hertel, C. Identification of a new beer
spoiling bacteria species;enrichment and specific detection by
PCR. 2005, 30th EBC Congress, Prague.

Received for review March 31, 2009. Revised manuscript received

October 2, 2009. Accepted October 11, 2009. This work was partially

supported by a grant from Regione Piemonte Det. Dir. n.4 of 3rd

October 2007 and partially financed by COLMIA project DM 16101/

7301/08.


