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Communicated by Ramaswamy H. Sarma

ABSTRACT
Rotundone, an oxygenated sesquiterpene compound, responsible for the peppery aroma. The import-
ance of the rotundone in the flavor industry warrants search for the precursor genes in plants. We
report in this study, the first on the identification of rotundone backbone genes viz., a-guaiene syn-
thase & a-guaiene oxidase in black pepper. We identified the precursor genes of rotundone using
berry transcriptome profiling. The metabolite profiling using head space mass spectrometry showed
the presence of the direct precursor compounds for rotundone biosynthesis in black pepper berries.
The identification of the genes & compounds of the guaiene skeleton is expected to help in biopros-
pecting of black pepper varieties & also in recombinant production of the aroma compound.

Identification of rotundone backbone genes & precursor compounds from Piper nigrum

ARTICLE HISTORY
Received 3 August 2020
Accepted 25 January 2021

KEYWORDS
Piper nigrum; alpha quaeine
synthase; alpha quaeine
oxidase; berry
transcriptomemetabolite
profiling

1. Introduction

The black pepper berries (also called pepper fruit or pepper-
corn), contains various aroma-rendering mono and sesquiter-
penes. Rotundone an oxygenated sesquiterpene was
identified as compound responsible for the peppery aroma
of Shiraz wine varieties (Wood et al., 2008). Recently, the

VvGuaS gene from grape berries was demonstrated to pro-

duce a-guaiene, the precursor of rotundone (Drew et al.,

2016) & VvSTO2 as a a-guaiene 2-oxidase which transforms

a-guaiene to rotundone in the grape cultivar Syrah (Takase

et al., 2016). Rotundone is found in plants that also contain

a-guaiene and other guaiene type sesquiterpenes (Drew
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et al., 2016). Using chromatographic methods, the a-guaiene
and b-guaiene compounds were identified in black and
white pepper (Piper spp.) (Jirovetz et al., 2002). Higher
amounts of rotundone were reported in black and white
pepper corn, which was �1000 times the amount of very
peppery wine and other plants tested (Wood et al., 2008).
But there are no reports till now on the identification of the
genes involved in the rotundone synthesis in black pepper.

Because of its potent peppery aroma, the molecular basis
and genes in rotundone formation is of particular important in
black pepper. The identification of gene or genes responsible
for rotundone biosynthesis in black pepper would use them in
bioprospecting of black pepper varieties with desirable amount
of rotundone, use the genes in marker assisted selection and
metabolic engineering. The rotundone backbone genes in
black pepper unripe pepper corn from previous transcriptome
based studies (Jin et al., 2018) still remains undiscovered. In
light of this, we attempted the identification of rotundone
back bone genes of black pepper from the berry transcriptome
developed by us (Bio Sample accession: SAMN13981803). We
identified the a-guaiene synthase & a-guaiene oxidase genes
in the transcriptome. Furthermore, we showed the expression
levels in two tissues and phylogeny of the identified genes.
The identification of rotundone precursor compounds from the
metabolite profiling of berries using GCxGC Time-Of-Flight
Mass Spectrometer further confirms the presence of rotundone
synthesis in black pepper.

2. Results

2.1. Transcriptome mining for PnAGS & PnAGO genes

De novo hybrid transcriptome assembly of half matured berry
samples of IISR-Thevam was done using Illumina and
Nanopore sequencing data. The llumina sequencing

generated a total of 38,153,296 (38.1 million) raw reads. The
de novo assembly produced 308,369 contigs with an average
contig length of 1119 bp and a maximum length of
27,769 bp. This hybrid transcriptome assembly was used in
the present study for the identification of rotundone synthe-
sis backbone genes.

The tblastn resulted 115 contigs from the transcriptome
that are similar to the seed sequences transcripts with high-
est bits score was selected for further analysis. The blast ana-
lysis for PnAGS showed 42.33% similarity with characterized
VvGuaS gene. The PnAGO showed 51.96% similarity with
characterized VvSTO2 gene. In case of PnAGO the tblastn
resulted 500 contigs from the transcriptome that are similar
to the seed sequences. Transcripts with most bits score was
selected for further analysis.

Phylogenetic analysis (Figure 2(a)) revealed the ancestral
relationship among the PnAGS homologues. Sesquiterpene
synthase of Piper sps. were falling into one clade while the
other homologues of AGS from vitis and pogostemon are in
another group. All the a-guaiene synthase genes were clus-
tered as one group while the d-guaiene was distinct from
the group. The phylogeny of PnAGO (Figure 2(b)) showed
that the Cytochrome p450 genes and PnAGO were closely
related. PnAGO is highly closed to Cinnamomum micran-
thum Cyp450.

Through NCBI-Conserved Domain Database search, the
plant terpene cyclises & the terpene synthase metal binding
domains were identified in the PnAGS. The PnAGO showed
the p450 superfamily conserved domain (Supplementary File)

The Interproscan analysis also revealed the protein signa-
ture recognitions of PnAGS and PnAGO. The analysis con-
firmed the relationship of PnAGS to the superfamily of
plant terpene cyclases and Terpene synthase metal binding
and PnAGO to the Cytochrome p450 superfamily
(Supplementary File)

Figure 1. Half matured berry samples of Piper nigrum variety IISR-Thevam.
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2.2. Homology modelling

The homology modelling was done to find the amino acid
residues present near the FPP binding site as the difference
in the binding site amino acid determines the nature of
metabolite produced by the sesquiterpene synthase enzymes
(Greenhagen et al., 2006). The AGS had ASP471, TYR407,
GLU392 amino acids in their FPP biding site (Figure 3(a,b)).
In case of PnAGO, the homology modelling revealed that
THR 317, LEU381, CYS452 as the active site binding amino

acid residues in contrast to this Vitis vinifera guaiene oxidase
(VvSTO2) showed 35.50% similarity with the same template
(Figure 3(c,d)).

2.3. Quantitative real-time PCR

Real-time PCR analysis was depicted through relative quanti-
fication study to calculate the fold expression of AGS and
AGO in leaf and berry. Analysis was done using cDNA from

Figure 3. (a) Structure of PnAGS (grey) with 5JO7 (green), (b) FPP in active site (ASP471, TYR407, GLU392), (c) Structure of PnAGO (grey) with 5YLW (green), (d)
a-guaiene in active site (CYS 452, LEU 381, THR 317).

Figure 2. (a) Phylogenetic analysis of PnAGS, (b) Phylogenetic analysis of PnAGO.
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leaf (AGS Avg. Ct � 37.752) and (AGO Avg. Ct � 32.361) and
half matured berry (AGS Avg. Ct � 33.511) and (AGO Avg. Ct
� 32.412). Normalized using the Ubiquitin levels by the

formula dCT ¼ dCT (AGS/AGO) - dCT (Ubiquitin) where the
average values of ubiquitin are Avg. AGS Ct � 31.820 and
AGO Ct � 29.328. The AGS showed upregulation in leaf

Figure 4. (a) a-guaiene the precursor of rotundone. (b) d-guaiene the precursor of rotundone.
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while the AGO showed least expression. The expression of
both the genes were almost same in the berries. The blast
analysis of sequenced PCR products of PnAGS and PnAGO
confirmed their identity.

2.4. Metabolite profiling

To correlate the presence of the rotundone back bone genes
with the precursor compounds the metabolite profiling was
done with the unripe peppercorn and leaf of two varieties of
Piper by head space GC-MS. Comparison of mass spectra
with the MS libraries allowed the identification of the major
precursor compounds of rotundone viz., a-guaiene &
d-guaiene in the berries.The compound a-guaiene (Azulene,
1,2,3,3a,4,5,6,7,8-octahydro-1,4-dimethyl-7-(1-methylethenyl)-,
[1R-(1a,3ab,4a,7b)]-) with the retention index 1502 & reten-
tion time of 2260s was found in primary and 4.320 s in sec-
ondary column. The unique mass is 128 and the percent
similarity match with NIST is 82.3 as spectra (Figure 4(a)). In
the case of d-guaiene (Azulene, 1,2,3,5,6,7,8, 8a-octahydro-
1,4-dimethyl-7- (1-methylethenyl)-, [1S-(1a,7a,8ab)]-). The
retention index was 1655 & retention time 1900s in primary
and 2.415 s in secondary column was found. The unique
mass is 56 and the percent similarity match with NIST is 86.4
as shown in spectra (Figure 4(b)).

3. Discussion

The earlier fruit transcriptomes (Hu et al., 2015; Jin et al.,
2018) described only the genes involved in Piperine synthe-
sis and other terpene synthases. The rotundone backbone
genes in black pepper unripe pepper corn from previous
transcriptome based studies (Jin et al., 2018) still remains
undiscovered. They attributed the absence of the genes to
that of extremely low abundance of the transcript for
a-guaiene biosynthesis in peppercorn and cultivar specific
expression of the target genes in the genotype used for
metabolite and transcript profiling in their work. In the pre-
sent study, the identification of 115 & 500 contigs similar to
the AGS & AGO seed sequences transcripts, respectively,
showed its presence in the hybrid transcriptome. The PnAGS
phylogeny also placed this gene in sesquiterpene synthase
of Piper sps. clade and distanced it from the d-guaiene
group. In the same way, PnAGO was placed in Cytochrome
p450 gene clade. Along with the phylogeny the NCBI-
Conserved Domain Database search & Interproscan also
added the confirmation as PnAGS had the plant terpene
cyclases & the terpene synthase metal binding domains &
the PnAGO with the p450 superfamily conserved domain.
Hence, the present study showed the presence of the PnAGS
and PnAGO transcripts for the first time from a fruit trascrip-
tome of black pepper & it is expected that this hybrid tran-
scriptome would be a valuable resource for characterising
important genes from Piper species. The real time expression
and the validation of the identity using sequencing of the
PCR product showed the active backbone genes of peppery
aroma rotundone in our variety IISR-Thevam and IISR-
Shakthi. Although Jin et al. (2018) stated that the presence

of rotundone backbone genes are cultivar specific, the pre-
sent study showed the expression of AGS & AGO genes in
two important black pepper varieties. The genome wide ana-
lysis using reference genome (Hu et al., 2019) also evidenced
the genes in black pepper with PnAGS & PnAGO in
Pseudochromosome PN1 & PN10, respectively.

The template 5-epi-aristolochene synthase was used for
homology modelling of a-guaiene synthase gene (VvGuaS) of
Vitis. The amino acid residues T414 & V530 were found to be
present in binding site to FPP (Drew et al., 2016). The amino
acid ASP471, TYR407, GLU392 were found to be present in
the PnAGS gene to the FPP binding when the template
Vetispiradiene synthase 5JO7 was used which suggest that
these two may be the variant of AGS. The amino acid
sequence of PnAGS and VvGuaS shared 42.73 percentage of
similarity with each other.

The PnAGS transcript level was relatively less in berries
when compared to leaf. Jin et al. (2018) also showed the low
transcript level of three important sesquiterpene synthases
(PnTPS) of Piper in roots and fruits compared to stem and
leaves. The PnAGO transcript level was higher in berry, when
compared to leaf. This might be due to the major oxidation
of a-guaiene to rotundone by AGO in berries than leaf. The
transcript levels of both PnAGS and PnAGO were of same in
berry. This result is correlating well with the detailed analysis
of rotundone in pepper corn by Wood et al. (2008). In grapes
also, although the rotundone is identified in various plant
parts, the occurrence was more in fruit. Since we analyzed
the expression of PnAGS and PnAGO in only half matured
berries, we could not correlate the expression levels of these
genes at varying levels of maturity. Analysis focusing the dif-
ferent developmental stages of berry and different varieties
would provide more information on the dynamics of the
‘peppery flavor’ marker genes in this crop.

The head space GC-MS analysis of different developmen-
tal stages of peppercorns, including early stage and fully rip-
ened peppercorns showed no a-guaiene-type sesquiterpenes
(Jele�n & Gracka, 2015).Whereas the present study identified
the precursor molecules (a-guaiene and delta guaiene) of
rotundone synthesis in full and half matured berries of var-
iety IISR-Shakthi. The black pepper variety IISR–Thevam
showed the presence of a-gurjunene which is also demon-
strated to exhibit the characteristic guaiene-type 5, 7 bicyclic
carbon skeleton of the peppery aroma compound rotundone
(Drew et al., 2016). The presence of unique guaiene-type ses-
quiterpene in the tested varieties may be due to the cultivar
specific nature of these products. The WT VvGuaS enzyme of
grapes was also found to encode four major products of the
guaiene skeleton viz., a-guaiene, a-bulnesene, epiglobulol
and c-gurjunene.

To conclude, the in silico assisted approach identified the
precursor genes of rotundone using transcript profiling. The
metabolite profiling ensured the presence of the direct pre-
cursor compounds for rotundone biosynthesis in black pep-
per. The information on the gene sequence, expression
pattern will help in developing functional markers for use in
MAS in black pepper and also in recombinant production of
the aroma compound. The identification of the compounds
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of guaiene skeleton would help in bringing out elite chemo-
types towards bioprospecting of black pepper varieties for
aroma industries.

4. Materials and methods

4.1. Berry transcriptome

Half matured berry samples of P. nigrum variety IISR-Thevam
were collected from ICAR – Indian Institute of Spices Research
experimental farm, Kozhikode, Kerala (Figure 1). The total RNA
was extracted by modified Spectrum Plant Total RNA Kit
(STRN50-Sigma) protocol. RNA integrity was evaluated using
Bioanalyzer 2100 (Agilent, USA). Samples with RNA integrity
number higher than 6 were used for sequencing. De novo tran-
scriptome sequencing of berry samples was done by Illumina
and Nanopore sequencing. The Illumina data were demultiplex-
ing using bcl2fastq and nanopore fast5 data were base-called
using Albacore. The quality of the Illumina data was analyzed
using FastQC. The short reads were processed to velvet de novo
assembly. Data from both Illumina and Nanopore platforms and
a short-read transcriptome assembly was submitted to a hybrid
transcriptome assembly using IDP-denovo Assembler.

4.2. Identification of rotundone synthesis genes

Homologs of a-guaiene Synthase (AGS): Pogostemon cablin -
Q49SP3, Aquilaria crassna - D0VMR6, Aquilaria malaccensiswere -
A0A2L1K150, Striga asiatica - A0A5A7PMW7 and a-guaiene
2-oxidase (AGO): Vitis vinefera - F6I534, A0A438K0K2 &
A0A438EQZ5 were retrieved from Uniprot. These amino acid
sequences were used as the query sequence for tblastn. The P.
nigrum transcriptome (Bio Sample accession: SAMN13981803)
were used as the local nucleotide database for the identification
of AGS and AGO in Piper. The most matching sequence with
the E-value cut of e�10 were selected for further analysis.

4.3. Phylogenetic analysis

Phylogenetic analysis for PnAGS was performed with the fol-
lowing accessions with the highest similarity (AVY53326.1,
ANA50340.1) from blastp, predicted VvGuaS amino acid
sequences of V. vinifera, most matching sequence from Piper
nigrum whole genome (Hu et al., 2019) against the query
sequence and two identified AGS sequences (Q49SP3 and
D0VMR6) from Uniprot. PnAGO was performed with the
sequences from highest similarity accessions XP_010644547.1,
OVA07937.1, RWR72824.1, RVX14742.1, XP_028121781.1 and
QDZ36310.1 from blastp, predicted VvSTO2 amino acid sequen-
ces of V. vinifera, most matching sequence from Piper nigrum
reference genome (Hu et al., 2019) against the query sequence.
The sequence alignment and phylogenetic tree were done
using MEGA 10.0.5 and the parameters used in clustal align-
ment are 10 for gap opening penalty and 0.1 for gap exten-
sion penalty in pairwise alignment; 10 for gap opening penalty
and 0.2 for gap penalty in multiple alignment. The maximum
likelihood tree was constructed using 500 bootstrap tests with
Poisson model and other uniform rates.

4.4. Domain search

Domains that are present in the target sequences were ana-
lysed using NCBI Conserved Domain Search database
(https://www.ncbi.nlm.nih.gov/Structure/cdd/wrpsb.cgi) and
InterPro (https://www.ebi.ac.uk/interpro/search/sequence/) for
identifying the protein families.

4.5. Homology modelling

The template Vetispiradiene synthase 5JO7 with 40.65%
identity was retrieved from PDB and Homology modelling of
PnAGS was done in SWISS MODEL Workspace. The structural
analogue of FPP was included in the template structure to
find the residues present in the binding site of PnAGS. For
PnAGO the template Ferruginol synthase 5YLW with 32.46%
identity, structural analogue of a-guaiene were used for the
modelling SWISS MODEL workspace (Waterhouse
et al., 2018).

4.6. Primer design

The primers were designed using Primer 3 plus software
from the unigenes PnAGS & PnAGO for the rel time expres-
sion analysis.

4.7. Quantitative real-time PCR

RNA was extracted from black pepper variety IISR-Thevam
(Half matured berry and leaf) by Spectrum Plant Total RNA
Kit (Sigma Aldrich, USA) modified protocol. The cDNA was
synthesized using Revert Aid First Strand cDNA Synthesis Kit
(Thermo fisher, USA). Transcript levels of PnAGS & PnAGO
were determined by qRT-PCR using primer pairs 50-
GACACAAGTCAGGCAGGTATAA-30(F), 50-TCAGTGGAATCTCTT
CCTTTGG-30(R) and 50-GGAGCTTGCGACATATCCTTAT-30 (F), 50-
GTGGAACGACTCTATCCTCTTG-30 (R), respectively. The PCR in
a total reaction volume of 20lL containing 10 lL of 2�
Rotor-Gene SYBRVR Green PCR Kit (Qiagen, Germany), The
PCR reaction was run on Rotor-Gene 2000 Real Time Cycler
(Qiagen, Germany) with a temperature program of 5min at
95 �C, 40 cycles of 10 s at 95 �C, 30 s at 60 �C and 20 s at
72 �C. For each sample, three replications were kept for the
analysis. The Ct values were calculated. Ubiquitin gene 50-
CGTGGAGGAATGCAGATTTT-30(F), 50-GACACCTTCAACGCCATTT
AC-30(R) was used as the internal control.

4.8. Verification of amplified products

The qRT-PCR products were separated on a 2% agarose gel
and purified using GenEluteTM Gel Extraction Kit (Sigma
Aldrich, USA) and sequenced in order to verify their identity.
A local BLAST search was done with the Piper transcriptome
to match the sequences to the annotated transcripts, also
NCBI BLAST search was performed for confirming identity.
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4.9. Rotundone precursor identification using
GC3GC/TOFMS

A LECO PegasusVR (USA) 4D, GC�GC Time-Of-Flight Mass
Spectrometer (GC�GC/TOFMS) was used for identification of
Rotundone precursors in black pepper samples. The GC pri-
mary oven was equipped with a 30m DB-5MS capillary col-
umn, ID of 0.25mm and a film thickness of 0.25mm. This
was joined to smaller DB-5MS capillary column with an ID of
0.25mm and a film thickness of 0.25mm of which 1.8m was
coiled in the secondary oven. The injector was held at 250 �C
in the splitless mode with a purge-off time of 30 s, a 22.5mL
min�1 split vent flow at 1min. Ultra-high purity (UHP) helium
was used as the carrier gas at a constant flow rate of 1.5mL
min�1. The temperature program was 30 �C for 1min,
ramped at 3 �C min�1 to 250 �C and held at 250 �C for 1min.
The secondary oven program was offset by þ5 �C from the
primary oven program and the modulator was offset by
þ15 �C from the secondary oven and �80 �C chiller tempera-
ture. The MS transfer line temperature was 225 �C. The
detector voltage was set at �1700 eV.

Samples for GC�GC-TOFMS method development and
evaluation were prepared in equivalent amber glass vials to
prevent light degradation of some compounds. All samples
were incubated at 60 �C with agitation at 500 rpm for 10min
prior to extraction at 1000 rpm.

SPME fiber of 1 cm divinylbenzene/carboxen/polydime-
thylsiloxane (DVB/CAR/PDMS) 50/30 mm 23 Ga stable Flex
(Sigma Aldrich, USA) was used. DVB/CAR/PDMS SPME fibers
were found suitable for nontargeted analysis of volatile com-
pounds. Fiber desorption time of 5min. was given at 60 �C
inside the agitator. The components of headspace volatiles
were identified as different peaks of the chromatogram. The
compounds with different mass to charge (m/z) ratio have
different retention times and were identified based on the
National Institute of Standards and Technology (NIST 2005)
mass spectra library v2.0 and authentic standard compounds
like n-Hexane, Tetradecane, Pentadecane and Eicosane. The
compound c-Gurjunene identity was confirmed based on the
retention time, retention index (RI) with NIST (2005) library
and the compounds with spectral matching value of >700
were taken for analysis
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