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Abstract: HMA?2 (heavy metal ATPase 2) plays a crucial role in extracellular and intracellular Zn>* transport across

biomembranes, maintaining ion homeostasis, and playing an important role in the normal physiological metabolism,

growth, and development of plants. In our study, a novel HMA2 gene, named MaHMA2, was isolated and cloned

from white mulberry (Morus alba L.). The gene sequence obtained was 1,342 bp long, with an open reading frame of

1,194 bp, encoding a protein of 397 amino acids, with a predicted molecular mass of 42.852 kD and an isoelectric

point of 7.53. This protein belonged to the PIB-type ATPase transport protein family. We analyzed the expression of
the MaHMA?2 gene by quantitative real-time PCR. The results showed that the level of MaHMA2 gene expression

decreased to a Zn concentration of 800 mg/kg. Malondialdehyde and proline levels increased and responded to

increasing Zn when the MaHMA2 gene was silenced, whereas the activities of peroxidase and superoxide dismutase

tended to increase in response to increasing Zn*" ion stress concentrations but were lower in the gene-silenced plants.

These findings suggested that the MaHMA2 gene played an active role in the tolerance response of mulberry to Zn stress.

Introduction

Zinc (Zn) plays an important role in many biological processes,
including respiratory electron transport chain, photosynthesis,
oxidative stress protection, hormone signaling, cell wall
metabolism, and pollen formation (Rizwan et al, 2019). Zn
Deficiencies or excess can have adverse effects on plants. Soil
organic matter has a strong adsorption capacity for Zn,
which significantly reduces Zn effectiveness. Zn bioavailability
is reduced at a high soil pH and under other soil conditions,
leading to Zn deficiency in the plant (Wu et al., 2020). Plants
exhibit a range of injurious effects, such as inhibition of
photosynthesis, reduced lignification, the inhibition of protein
synthesis, reduced pollen viability, and decreased disease
resistance in response to Zn-deficiency. Due to this host of
injuries, plant leaves suffer chlorosis, susceptibility to
deformation, slow growth and development, reduced yield,
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and poor tolerance to abiotic stresses. As a consequence of
the rapid development of industrial, agricultural, and mining
activities, heavy metal elements such as Zn are deposited in
increasing quantities in soils, leading to heavy metal
pollution; thus, endangering the growth and development of
plants and animals and posing a threat to human health, and
planting Zn-tolerant mulberry species is a very effective
bioremediation measure (Qin et al., 2018). The Zn content of
Chinese soils ranges from 3 to 790 mg/kg, with an average of
100 mg/kg, which is twice the world average, and the
Zn content of soils near zinc mining areas is as high as
4025 mg/kg (Liu ef al, 2020). Excessive Zn concentrations
cause cycling between the reduced and oxidized Zn" states of
Zn ions to generate highly toxic hydroxyl radicals, which, in
turn, damage macromolecules (Wu ef al., 2016). Therefore, it
is imperative that plants maintain Zn homeostasis for normal
growth and development.

To maintain Zn homeostasis, plants have evolved a tightly
regulated network to control the uptake and transport of Zn.
Although excess Zn is generally highly toxic to plants, some
plants can still grow normally in environments with
considerable Zn** contamination through hyper-accumulation

www.techscience.com/journal/biocell

This work is licensed under a Creative Commons Attribution 4.0 International License, which permits
unrestricted use, distribution, and reproduction in any medium, provided the original work is properly


mailto:mdzhao@usts.edu.cn
mailto:wgzsri@126.com
http://dx.doi.org/10.32604/biocell.2022.021542

2328

of Zn* in their tissues to levels toxic to most other plant spp. This
suggests the existence/deployment of Zn-tolerance mechanisms in
Zn-hyperaccumulating plants that allows them to survive in
Zn**-contaminated soils (Guzman-Rangel et al, 2017).
Studying Zn>*-tolerance mechanisms in plants is important
for agricultural production and the phytoremediation of
Zn**-contaminated soils (Versieren et al., 2016).

The top priority in phytoremediation is to improve plant
tolerance to heavy metals (Wu et al, 2021). This can
be achieved through various routes, such as increasing the
activity of stress-related antioxidant enzymes, promoting
compartmentalization, and increasing the quantities of metal-
chelating molecules synthesized. The heavy metal-transporting
ATPases (HMAs) are transport proteins that actively transport
heavy metal cations across membranes in a process driven by
ATP hydrolysis. The HMA gene is widely distributed in plants,
and HMAI, HMA3, and HMA4 have been identified and
isolated from plants and shown to play important roles in plant
responses to environmental stresses (Takahashi et al, 2012).
The different HMA proteins are selective for specific heavy
metal jon transport. For instance, HMA2-4 are Zn/Cd
transporters, whereas HMA5-8 are Cu'/Ag" transporters. The
metal specificity of the HMAI transporter is still not completely
understood. The HMAs are predicted to be localized at the
plasma membrane, chloroplast, Golgi membrane (HMA?), or
tonoplast (HMA3) (Blindauer and Leszczyszyn, 2010; Romero-
Isart and Vasdk, 2002; Leszczyszyn et al, 2013). The gene
sequences, protein structural domains, and conserved motif
patterns among members of the different subgroups are closely
related to the phylogenetic diversity, reflecting the fact that they
all have different metal ion transport-related functions and
differences in the specific heavy metal ions transported (Lee et
al., 2007; Cun et al., 2014).

Virus-induced gene silencing (VIGS) is an RNA
interference-based technique widely used to down-regulate
various plant-specific transcripts and knocks-down the
expression of target genes using modified plant viral
genomes (Zhang et al., 2015). VIGS has been developed as a
new reverse genetics technique for the rapid functional
characterization of plant genes. So far, VIGS systems have
been established with RNA viruses, DNA viruses, satellite
viruses, and DNA satellite molecules as vectors (Geuten et
al., 2013). Compared with transgenic plant techniques such
as knockout and antisense, VIGS does not require the
construction of transgenic plants. It has a short cycle time,
is simple to perform, and obtains novel phenotypes quickly
and at a low cost.

The mulberry plant (Morus alba L.) is native to central
and northern China, and is now cultivated from the
northeast to southwest provinces and regions of China
(Zhao et al, 2007). The soil environment conditions in
these areas are harsh and usually heavily overloaded with
heavy metals, thus, providing a poor soil environment for
the large-scale cultivation of mulberry. Although research
on HMA gene expression in response to heavy metal stress
has been reported in other plant spp., little is known about
how mulberry plant HMA genes help in response to metal
stress such as Zn (Imran et al, 2016). In this study, the
response of MaHMA?2 gene expression and stress tolerance
to Zn stress in mulberry was investigated through a
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bioinformatics analysis and molecular approaches. This
work serves as a foundation for understanding the
MaHMA?2 gene regulatory effect in mulberry under Zn
stress and help breed mulberry variety to withstand heavy
metal contaminated soils (Fan et al., 2018).

Materials and Methods

Plant materials and growth conditions

Morus alba seedlings were obtained from the National
Mulberry Germplasm Nursery at Jiangsu University of
Science and Technology, Zhenjiang, China. The seedlings
were transplanted in pots containing vermiculite and loamy
soil (pH 7.0). When the seedlings reached about 20 cm above
soil, they were randomly divided into five groups. The groups
were treated with ZnSO,5H,0 at concentrations of 0
(control), 100, 200, 400 and 800 mg/kg to represent different
Zn stress treatments. Three biological replicates of each
treatment group were set up and sampled simultaneously
after five days of Zn treatment. For the VIGS suppression of
the MaHMA2 gene, M. alba seeds were sown in seedling
trays, and when the two cotyledons had emerged, they were
injected with either recombinant virus pTRV2-MaHMA2,
empty pTRV2 vector, or buffer. Thirty days after the
inoculation, seedlings with uniform growth and condition
were selected and transplanted into pots containing
vermiculite and loamy soil (pH 7.0) with the ZnSO,-5H,0
concentrations described above. The seedlings injected with
buffer were set as the blank control, pTRV2 empty vector as
the negative control and the recombinant virus pTRV2-
MaHMA?2 as the experimental group. A volume (100 mL) of
Murashige & Skoog (MS) nutrient solution was added to
each pot at a fixed time every day for five days and sampled
at the same time point, with three biological replicates (three
seedlings per replicate) of each group.

Bioinformatic analysis

Primers for PCR, quantitative real-time PCR (qPCR), and
vector construction were designed using OLIGO Primer
Analysis Software v.7 (Molecular Biology Insights, Inc.,
USA) and based on the coding sequence (CDS) of the
MaHMA2 gene (GenBank: MT444766.1) obtained from the
transcriptome library. Nucleotide sequences were assembled
using DNAStar software (DNAStar, USA). The BLAST
online tool (https://blast.ncbinlm.nih.gov/Blast.cgi) was used
to compare and analyze sequence correlation data. Sequence
comparisons were performed using the Clustal X 2.0
alignment program and DNAMAN software (version 8.0)
(Thompson et al., 1997). Expasy online tool (http://web.
expasy.org/compute_pi/) was used to calculate the molecular
masses and predict the isoelectric points of the predicted
proteins. The online SWISS-MODEL prediction software
(http://swissmodel.expasy.org/) was used for the 3D
structure studies of MaHMA2 (Zhao et al, 2011). MEGA6
software was used to construct phylogenetic trees using the
maximum likelihood (ML) method (Tamura et al., 2013).

RNA isolation and cloning of the cDNA
Total RNA was extracted from fresh leaf samples using the
RNAiso Plus reagent (Takara, China), according to the


https://blast.ncbi.nlm.nih.gov/Blast.cgi
http://web.expasy.org/compute_pi/
http://web.expasy.org/compute_pi/
http://swissmodel.expasy.org/

MAHMA2 GENE EXPRESSION AND FUNCTION ANALYSIS

manufacturer’s protocol. The concentration and purity of total
RNA were checked on a Nanodrop spectrophotometer, and its
quality was examined by electrophoresis on 1.0% agarose gel.
The extracted total RNA was reverse transcribed using
PrimeScript™ RT reagent Kit (Takara, China), following the
manufacturer’s instructions to obtain the cDNAs.

PCR amplification procedure

The target MaHMA?2 gene amplification was performed
according to the manufacturer’s instructions, using the PCR
Amplification Kit (Monad Biotech Co., China). The primer
sequences were: MaHMA2-F: 5-ATGCCTCTCGATGG-
AGTCAAAGAGG-3’, MaHMA2-R:5-ATCCACCAGTAA-
ACC-3’. The reaction mixture consisted of 4 pL cDNA, 2 pL
MaHMA2-F (10 uM), 2 uL MaHMA2-R (10 puM), 25 pL 2 x
Taq mixture, with ddH,O added to a final volume of
50 pL. Amplification was carried out using the following
PCR cycling conditions: denaturation at 95°C, 3 min;
35 cycles of denaturation at 95°C, 15 s; annealing at 60°C,
20 s; extension at 72°C, 1 min, then extension at 72°C for
5 min. The PCR-amplified target fragments were cloned
into pMD 18-T vector using Vector Cloning Kit (Takara
Biolnc., Japan) following the manufacturer’s instructions,
and transformed into E. coli TOP10 receptor cells by
thermal excitation. Positive colonies were selected and
sequenced for verification.

qPCR reaction procedure

Three-step qPCR was performed using the FastStart Universal
SYBR Green Master Mix kit (Roche, USA) in a LightCycler®
96 Real-Time PCR System (Roche, USA), according to the
kit instructions. p-Actin was used as the internal reference
gene (Jiang et al, 2015), and primer sequences were as
follows: gMaHMA2-F: 5-TCACAAAGGCTGCAACTTCC-3,
qMaHMA2-R: 5-CATCATCAAGAAGAGACCGAA-3’. The
qPCR reaction mixture consisted of 10 uL FastStart
Universal® SYBR Green Master, 1 uL. gMaHMA2-F (10 uM),
1 uL gMaHMA2-R (10 uM), 2 pL ¢cDNA, and the addition of
ddH,O to make a final volume of 20 pL. Amplification was
achieved using the following PCR cycling conditions: 95°C
denaturation, 1 min, 35 cycles: denaturation at 95°C, 20 s;
annealing at 60°C, 20 s; extension at 72°C, 30 s.

Physiological and biochemical index detection

Concentrations of soluble protein (determined by the
bicinchoninic acid (BCA) assay), proline (PRO) and
malondialdehyde (MDA), as well as superoxide dismutase
(SOD) and peroxidase (POD) activities, were determined
according to the appropriate assay kits (Comin, China).
Proline, MDA and protein content, SOD and POD activities
were determined as described in Liang et al. (2017).

Statistical analysis

Each study was replicated three times independently, and each
data point shown represents the mean + standard deviation
(SD). Data were analyzed by analysis of variance (ANOVA),
with multiple comparisons between samples conducted
using Duncan’s multiple range test. Statistical analyses were
performed using Excel 2013 software (Microsoft, USA) and
SPSS Statistics 19.0 software (SPSS Inc., USA).
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Results

Cloning and verification of the MaHMA?2 gene in mulberry
The HMA2 gene amplified from white mulberry had a total
length of 1,342 bp and an ORF of 1,194 bp, encoding a
protein of 397 amino acid residues (Fig. S1), with a
predicted molecular mass of 42.852 kD and an isoelectric
point of 7.53, which was named MaHMA?2. There are eight
members of the mulberry HMA gene family, and we
compared the nucleic acid sequences and amino acid
sequences of each of the eight genes, as shown in Figs. S2
and S3. NCBI online Blast sequence comparison showed
that the amino acid family encoded by the MaHMA?2 gene
belonged to several families, such as the HAD-like
superfamily, the zntA superfamily, and the ATPase-IB2_Cd
superfamily (Fig. S4), which have certain functions in Zn
ion uptake and transport, achieve the coordination of metal
homeostasis in plants, and promotion of growth and
development. The tertiary protein structure of MaHMA2
was predicted by the online software SWISS-MODEL
(Fig. S5). The predicted results indicated that MaHMA2 had
a high degree of structural homology with the P1B-type,
ATPase family of heavy metal transport proteins.

Homology-based alignment and phylogenetic analysis of the
MaHMA?2

The amino acid sequence encoded by the MaHMA?2 gene of
M. alba was compared with nine other species. The results
showed up to 90% identity between this clade and Morus
atropurpurea and Morus notabilis, and more than 70% with
other species (Fig. S6). The HMA2 amino acid sequences of
different species were selected to construct a phylogenetic
tree. Among the 21 species compared, the Guangdong
mulberry species ‘Da Shi’ mulberry line was found to be the
most similar to Sichuan mulberry (EXC27875.1 M.
notabilis) and least similar to grape (CBI40117.3 Vitis
vinifera), walnut (XP_018856913.1 Juglans regia) and wild
tea tree (XP_028114667.1 Camellia sinensis) (Fig. 1). Based
on the bioinformatics analysis, homology, and phylogeny
with other plant species, the closest genetic relationship with
MaHMA?2 was the HMA2 gene of M. notabilis (at 97%
homology) with a more distant relationship (at 97%
homology) to V. vinifera. Other species, such as J. regia and
C. sinensis, showed lower homologies, the lowest of which
was with V. vinifera. These data suggest that the HMA2
gene is highly conserved across species and may have
evolved in response to different growing conditions and
environmental factors yet had retained considerable
homology with MaHMA2.

Expression levels of MaHMA2 under different Zn concentrations
The expression of the MuHMA2 gene first increased and then
decreased in response to increasing Zn concentration. Relative
to the control (0 mg/kg), at Zn 200 mg/kg, the gene expression
increased to 5.67-fold, from which point the gene expression
gradually decreased as Zn concentration were further
increased (Fig. 2). These findings suggest that MaHMA2
may function in the uptake and translocation of Zn ions
and that the expression of the gene was upregulated in the
presence of low to moderate Zn concentrations but was
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FIGURE 2. Relative levels of MaHMA?2 gene expression in response
to increasing Zn concentration stress. The individual data points are
mean * standard deviation (SD) of the three biological replicates.
Bars with different letters indicate a significant difference between

expression levels at different concentrations (p < 0.05) on the basis
of Duncan’s multiple range test.

then downregulated once Zn ion concentrations exceeded a
threshold value.

Expression level under different Zn concentrations after
MaHMA2 gene silencing

The expression levels of the MaHMA?2 gene were then
measured in gene-silenced VIGS transgenic plants grown
under different concentrations of Zn. Empty pTRV2 vector
was used as a negative control (CK) (Fig. 3). Under different
concentrations of Zn stress, gene-silenced pTRV2-
MaHMA2-VIGS plants showed a slight increase in
expression relative to the 0 mg/kg VIGS plants followed by
a gradual decrease with increasing Zn concentration; at
100 mg/kg Zn, expression of the gene-silenced plants was
about 52% that of the empty pTRV2 plants. The expression
of the MaHMA?2 gene reached its highest value at a Zn
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XP 020426019.1 Prunus persica

XP 011019984.1 Populus euphratica
XP 006381163.2 Populus trichocarpa
XP 018856913.1 Juglans regia

XP 028114667.1 Camellia sinensis

FIGURE 1. The MaHMA2 homologous sequence
phylogenetic tree.
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FIGURE 3. The expression level of MaHMA?2 gene under Zn stress
with and without MaHMA?2 silencing. The individual data points are
the mean + standard deviation (SD) of the three biological replicates.
CK means the negative control using empty pTRV2. MaHMA2-
VIGS refers to the silencing of MaHMA?2 gene in the experimental
group. Bars with different letters indicate a significant difference
between expression levels at different concentrations (p < 0.05) on
the basis of Duncan’s multiple range test.

stress concentration of 200 mg/kg, indicating that Zn stress
affected the expression of the MaHMA2 gene, promoting
the adaptation of mulberry to Zn ion stress.

Physiological and biochemical indexes under different Zn stress
The extent of lipid peroxidation, achieved due to the stress-
induced accumulation of reactive oxygen species (ROS), was
detected by assaying the concentration of MDA (Fig. 4A).
As the concentration of Zn increased, plants injected with
buffer as a blank control (wild type, WT) or those injected
with empty pTRV2 vector as a negative CK showed no
obvious increase in MDA concentration in response to
increasing Zn concentration, but the gene-silenced pTRV2-
MaHMA2-VIGS plants showed significantly higher levels of
MDA which responded to increasing Zn concentration,
indicating that MaHMA2 gene silencing increased the MDA
content (reflecting the stress suffered) of the transgenic
plants. Proline is widely distributed in plant tissues, and it is
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FIGURE 4. Physiological and biochemical indexes of mulberry in response to different Zn concentrations. A: MDA content; B: Proline
content; C: POD activity; D: SOD activity; E: Protein content. The individual data points are mean + standard deviation (SD) of the three
biological replicates. WT (wild type) represents plants injected with buffer as the blank control, CK means negative control plants injected
with empty pTRV2, and MaHMA2-VIGS means gene-silenced plants. Bars with different letters indicate a significant difference between
expression levels at different concentrations (p < 0.05) on the basis of Duncan’s multiple range test.

known that increased proline concentration reflects stress
tolerance to some extent, with stress-tolerant varieties
tending to accumulate more proline. Proline concentrations
in the blank control, pTRV2 null-negative control, and
gene-silenced pTRV2-MaHMA2-VIGS plants all showed an
increasing trend with increasing Zn concentration. As with
MDA, however, the proline concentration in the gene

silenced pTRV2-MaHMA2-VIGS plants was significantly
higher than that in the two non-silenced treatments (Fig. 4B).

Under abiotic stress, the activity of antioxidant enzymes
such as POD and SOD, in plants facilitates stress tolerance by
decreasing the stress-induced accumulation of ROS. As the
concentration of Zn increased, the POD and (especially)
SOD activity of the wild-type and blank control plants
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increased, but there was a significant decrease in the activity of
both enzymes in the gene-silenced pTRV2-MaHMA2-VIGS
plants (Figs. 4C and 4D). This finding indicated that Zn
stress increased oxidative stress and hence increased the
activity of POD and SOD to help plants reduce the ROS
levels adapt to the stress. As the Zn concentration increased,
the protein concentration was significantly lower in gene-
silenced pTRV2-MaHMA2-VIGS plants than in the blank
control (Fig. 4E). The soluble protein content of control and
gene-silenced pTRV2-MaHMA2-VIGS plants gradually
increased with increasing Zn concentrations and reached a
maximum at 800 mg/kg. The soluble protein concentration
of the samples is commonly used to express enzyme activity.

Discussion

Plants have evolved complex molecular, cellular, and whole-
plant mechanisms to cope with various abiotic stresses
(Matsui et al, 2019). Previous studies have shown that
HMAs play an important role in regulating plant responses
to metal ion stress. Mulberry is an ecologically and
economically important perennial woody plant affected by
the adverse effects of various stresses on growth and
productivity (Kim et al., 2021). Higher plants usually adapt
to biotic and abiotic stresses by activating a cascade of
molecular networks involving stress perception, signal
transduction, and the expression of specific stress-related
genes. In this study, a cDNA sequence encoding MaHMA?2
was cloned from mulberry leaves with a full length of
1342 bp and an ORF of 1194 bp, encoding a protein with
397 amino acids. The predicted protein’s estimated
molecular weight and isoelectric point (pI) were 42.852 kDa
and 7.53, respectively. The predicted protein tertiary
structure of the amino acid sequence of the MaHMA?2 gene
was similar to the tertiary structure of the P-type ATPase
family of Zn transporter proteins. Phylogenetic analysis
showed that MaHMA2 was closely related to M. notabilis
and more distantly related to grape, walnut, and wild tea tree.

In the model organism Arabidopsis thaliana, HMA2 is
annotated as a Zn/Cd transport protein (Wong et al., 2009).
qRT-PCR revealed that the expression of MaHMA2 was
sensitive to changes in Zn concentrations. This is in
agreement with transcriptome sequencing results of Zn stress
in our laboratory, which indicated a large difference in
expression of the MaHMA2 gene in the experimental group
that was stressed by Zn compared with the untreated group
(data not shown). The HMA2 in arabidopsis is a Zn'-
dependent ATPase that is also activated by Cd** and, to a
lesser extent, by other divalent heavy metals (Pb**, Ni**,
Cu**, and Co®*) (Eren and Argiiello, 2004). The observed
increase in MaHMA2 expression was aimed at increasing the
transport of Zn to above-ground parts and provide for the
study of the regulation mechanism of mulberry resistance to
heavy metal stress and the cultivation of the mulberry. qRT-
PCR analysis of MaHMA?2 expression in response to Zn
applications showed that compared to the control, the
expression of the MaHMA2 gene was first increased, reaching
the maximum value at 200 mg/kg, and then gradually
decreased. However, even at 800 mg/kg, the expression was
maintained higher than control levels. Partial suppression of
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MaHMA?2 expression was achieved after VIGS treatment of
M. alba with pTRV2-MaHMA2 (ca. 2-fold reduction).
Interestingly, the expression pattern of MaHMA2 in the
modified seedlings (MaHMA2-VIGS) in response to Zn
treatments was very similar to that observed in WT, although
proportionately reduced at all Zn concentrations.

In our research, the mobilization of plant defense in response
to Zn treatments was studied indirectly from physiological (MDA,
proline, protein synthesis) and enzymatic (POD, SOD) markers of
stress. The results indicated that while Zn treatments did not
induce significant differences in WT MDA (indicator of
oxidative stress) levels, changes in the levels of the other
markers (proline, protein synthesis, POD and SOD) confirmed
that Zn treatments caused a significant mobilization of plant
defense responses, especially at 200-800 mg/kg. The partial
repression of MaHMA?2 in MaHMA2-VIGS seedlings led to
significant alterations in the plant response to Zn. Relative to
the WT response, MDA production was elevated while
protein content, POD and SOD activities were reduced at all
Zn concentrations. The sensitivity of MaHMA2 gene
expression to external Zn concentrations and its effects on
the mobilization of plant defense responses, suggests that
MaHMA?2 is involved in the maintenance of plant Zn
homeostasis to attenuate Zn stress.

In conclusion, we treated mulberry species with varied
concentrations of Zn to induce Zn stress in mulberry plants.
We isolated and characterized a novel MaHMA2 gene RNA
sequence technology and confirmed that Zn stress induced
the gene. We found that silencing MaHMA2 with VIGS
could improve Zn tolerance by regulating physiological
changes, phenotypic traits and Zn stress-related genes in
mulberry. Our study revealed the function of MaHMA?2 in
mulberry and laid the foundation for further understanding
the mechanisms of plant responses to Zn stress.
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CCTCTCGATGGAGTCAAAGAGGTAACTGTGATTATCGCCACZ—\AGAACCGTCATTGTT
M Pp L D GV K E Vv T Vv I I A T R T V I V
CTTCATGACAACCTCCTCATTTCCCAGACTCAGATTGTAAAGGCACTAAACGAAGCAAGG
L H DN L L I s Q@ T @ I V K A L N E A R
CTAGAAGCAAATGTTAGAATTTACGGAGGTGACAATTTCAAGAAGAAATGGCCAAGCCCT
L E A NV R I ¥ G G D N F K KK W P S P
TACTCAATCGCTTGTGGAGTTTTGCTTTTGTTGTCGTTTCTCAAGTATGTTTACCGTCCG
y s I A C¢C GGV L L L L S F L K Y V Y R P
CTTGGGTGGTTGGCTCTTGCTGCTGTCGTTATCGGAATTTGGCCCATCTGTCTCAAAGCT
L 6 W L A L A AV YV I G I wWw P I C L K A
CTTGCAGCTACTCGGAATCTTAGGCTTGATATCAATATTCTCGCTATTGTTGCAGTGATT
L A A TURNULIRUL DI NI L A I V A V I
GGGACAGTGGCCATGGGTGACTATGTAGAAGCTGGCACCATCGTCTTTCTCTTCACCGTT
G T va M G DY V EA G T I V F L F T V
GCCGAGTGGCTCGAGTCAAGGGCAAGCCACAAGGCAAATGTGGTAATGTCATCGCTGATG
A E W L E S R A S H K A NV V M S S L M
AGCATGGTCCCTCAGAAAGCCGTCATAGCGGAAACCGGAGAAGTTGTAGATGCCGATGAG
s M VvV P Q K AV I A E T G E V V D A D E
GTGAAGCTGAACACAGTGCTAGCAGTCAAGGCAGGGGAAGTGATACCAATTGATGGAATA
vV K L N T V L AV K A G E V I P I D G I
GTGGTAGAAGGAAACTGTGAAGTGGATGAGAAAACACTAACAGGAGAGTCTTTCCCAGTC
v v E G N C E V D E K T L T G E S F P V
GCCAAACAGAAGGATTCTACCGTTTGGGCCGGCACCACCAATCTCAATGGCTACATTAGT
A K Q K b s T Vv WwAOG T TN L N G Y I S
GTGAAGACCACGGCCTTGGCTGAAGACTGTGCCGTGGCTAAAATGGCTAAGCTTGTGGAA
v K T T A L A E D C A V A K M A K L V E
GAGGCTCAAAACAGCAAGTCAAAAACTCAGAGATTCATTGACAAATGTGCTAAGTTTTAC
E A Q N S K S K T Q R F I DK C A K F Y
ACCCCAGCGGTTCTGATAATATCAATTTCTGTGGCTGTGATTCCTGCGGCACTAAGACTT
T p A V L I I S I s v A V I P A A L R L
CCACACCTCAGCAAATGGTTTCATTTAGCACTGGTTGTTTTGGTAAGCGCATGTCCTTGT
P H L S K W F H L AL V VL V s A C P C

GGACTAATCCTCTCAACGCCTGTTGCAACTTTCTGTGCGCTCACAAAGGCTGCAACTTCC

G L I L s T P V A T F C AL T K A A T S
GGTCTTCTCATCAAAGGAGGCGATCACCTCGAGACGCTCTCCAAGATCAAGATTGCCGCC
G L L I K 6 G D H L E T L S K I K I A A
TTTGACAAGACCGGGACGGTCACTAGAGGCGAATTTGTGGTCTCCGATTTTCGGTCTCTT
¥F DK T 6 TV T R G E F VV S D F R S L
CTTGATGATGTTGGCTTGGAAACTTTGGTTTACTGGTGGATCCCGAATCTC

L DDV GGL ETULV Y W W I P N L *
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SUPPLEMENTARY FIGURE S1. The MaHMA?2 gene cDNA sequence and the predicted amino acid sequence. ATG indicates the start codon;

TAG indicates the stop codon.
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6 C...TTCAGAGGTCGCCGACTTICGGCTCGGCRGSCTCGTTTTICNC 6 ccc,\ccrrccacrcco’rrcuac,\u'cc.\cn.\an AACCCCTTTCAAGTAGT
8 CGAATTTTTCTATTCATGACTACTGGTTTTCTGACCATTITCTCI[IC 8 TG.ACATTA. » . TGAATICTAGA . ACATGCAAT TCACTATCATCCATAGGAGTAGCA
s TCGTCAACGAGGAGACCATTCGCGAGACGATCOANAGATGTTGGAT T, s ATGTTGGAGCACAACATTGCCATTCC gr',\c.\rscamanrcr.\crnm AAGCT
7 TGGTCAAGGATGAAGACATCAAGAGCSCAATCOAGGATGCTGGG T, 7 ATGACTGAGAGTGGANTCAACATCCCIGATGATGIGGAAAAATTTGTGGTAGATCTT
4 TGATTAATGTGAAAGAAATCAAGGAAACCTIGGAGAACACAGGT(NT, 4 ATGCGTGCTTTTAATGICCCGGTTGGICCAAATGTTGAGGCGTATATTTCGIAACAT
2 GAAATGGCCAAGCCCTTACTCAATCGCTIGTGGAG. . TTITIGCT(NT 2 wisinzarale simivings = wiwis|ofs o wisiwivin sioke
3 GAAATGGCCAAGCCCTTACTCAATTIGCTIGCGRAG . . TTTTGGT(T 3 AAAACTCATITCAAGCTCTTGTTGTGATAACAAATGTHAAAACTCAGATAATTTGCA
1 SOOI RMNSDOEEDOS i IORSESSD O 1 ATCACCTCACGTTGTANATCCAAATALGATTCAGAAANGATCANGGACGCTGTCAAT
ss0 s¢o s70 s80 2460 2470 2400 2420 2500 2310
6 .rcnccrmrcccrc,\’;‘,\mrcrcrccccccgcscsc.\ccrr ACGGCGCCGCAT 6 g A.\.\rc.\rcacurc,\.\rcrcrcc?cr,\c-.1.mcm-manncﬁl. . .TCTTGCIRGC
8 CTCCGCTTCGGCCATGGCGCTAACTCCAATAGCGATCGTTT T AGGCCTCTICIC 8 3,\1rccaa-ncvcu.\a.\ca.\r*cv TACKTTGGACGTGAAGGTGAAGGCATTA rc.<J T
s .. .CTGATTCAAGGCGAGACAAGCGAGAGGTCTACGCAAGT CGAA.....TACG S . GGCTTGGCTCAAACTGGGATTC T THTATCAATACACGGAGH. « « AATAGCCGOA
7 TACCTGAATCCAGTGCAGT TGGGACAAAGCCTIIAAGGAACCCT CAGGGCAGTICTC 7 AA. . GACAGTGCGAAAACAGGCATACT IGTCTCATATGATGGTAN. . . TTTAATCAGT
4 G...AACTAGA. ... 0ATAGAAGTATG. .€CGGC. ... . TGAG 4 FAG . . . CAACTGGCTCGGACATGTGIIT TTCHTCGCCATTGATGGGGH. - .CGTTGCTGGA
2 GTTTACCGTCCG. « LT TCGGTGGT[TGGCTCTTGCTGCTGTCG 2 _l'\ iluisis sisiuiain s slofars
3 GTTTACCGTCCG. TGCTGCTGTICG 3 G. .. TGATTGCGCAAGTAGTAATAGATIEGCGTGGAGCGCAACATTGTCACCATGIAA
1 CAGTTC 1 CATCTTCTTATGGAAGTGAAT TTOTCGTECTGCACT TTCAGTCANTGAAAAGGTANCT
660 25290 2530 2340 2550' 2569 217?
6 cccc)\c)‘ccH"c'cc’?jrcccccccfﬁ'rn CGGCTTICGG 6 T TATITGAGT AT CAGATICAGGGAATATIIC TAGACAAG T TG TGA . ATCTTTGTC
8 CCGCAANGACG T CHTATICC . CCAAGGE . .ACGGCGATATCTICIC 8 T GCAGHIATC TG ACAGT I[TGCGCCATIRATIRC TAAA T TTACTCITAACAGGC TCCAG
s TATAAANGGCATGACATGE . ACGTCT|T AATCAGUATTGCAAGCAG  § TAGCCAL .\rcc ’tcccr* AAACCGEGTIHCCAAGGAAGTGATTTC. AATACTGAA
7 TATAGGAGGCATGACATGT . GCAGCT|T AGGCATCTTAAGAGATC 7 ACCCACTGAAAAGSTANGC TGCTGTGGTAGITGA . GGGCCTGAG
4 GATTAANGGAATGGCATIGEC « ACAAACT AACGTGCCCTTCAAATGG 4 e TCTGN AAACCTIPAGGCAAGGCTTGTCATATC . ATTTCTCCG
2 TTATCOGAATTTGGCCOAT v v v v v + € AGCTAITCGGAATCTIA 2 | . . - :
3 TTATCGGAATTTGGCCOAT . v v vt s CAGCTATCGGAATCTTA 3 A v T G G T
1 TACCCOIACTTCAGACHCT . o v v . € ELCTAGACSTTCGTCTTCCA 1 Agreace d < TGT AGAGAATTACAA
670 ¢80 3 710 720 2580 2590 0 2620
3 rccaalrx e AGGTGG. GACT rf'cc«:cuccc.\ 3 = AA. .nr.\.\'rcru?\'r N7 GOTA TTRGOR ACARAAGAAATACAGTAGAATAT
8 CCGTOAAA TCCCAGCTT. .G ACGAA TCT 8 STA. .MCAAAACTGTICC TCTTA TGO GAG HCAGGGAAGAGGCAG TTGCAAGE
s AGGGCACAAGTC AGAAG "crcn\cc s AAG. [TAAGAAGCAITC f IGNTANTTGGGGCACTGGCAATTCC
7 NAAGGGCGGTCGTT, GGTGAAGICGAGTATG 7 GCG . .[JTCGACCAGHT] G 5 GGG ACA X ncc.\cc.\c,\cd,\cccccc
4 AAAGCAGTAGTIC 3 GCAAAGAITICCATTITIC 4 GCA. .[TATCCAGCGTCATG TG AT ATAACCTATCTACAGTAATTGCT
2 INTATTCTCGCTATT] : TGGCC TGACT 2 cr o
3 INTATTCTCGCTATT] AI[TGGGACAGTGGCTAIIGGGTGACT 3 CT. .[GTATTAGAT] AAGACANTCATCATGTAACGAAATTCA
1 TTTADAACTCTCE. . CGCTAATTG. BCEGAAACTGATGAGTIHTCTCCAAA 1 AAAGCICCATETAA TEGTEACCACAAGTCAAGTEIGTTGAGA
730 740 750 760 770 2640 2650 0 2670 2680
6 sTc'A,\c.\rrcccccr NCAGGAGCTORGGATSTITGGGCTARCCCTACAGA. . . TGTCR 6 T¢I A7 ATcccarAN CETGAAGTAAAATCAGAGGA
8 HCTCHGGAAT . L COGCCTCCEAA . . CAGGAATCGCEAGSAGGAGAGTCCT]. N8 AGAG TAGGAAAG, CTTCATTAGCTGCACAGAA
s Wcce Aaacrccrchcr ACAATCAGCIICTTGCANGATATA arm,\cx,:cancc,\x& s AAA ATAGAGGCT AGAAGCTAGGCICTGAACA
2 TCCAHGCCATART CAGCHARGAGGATATAGTCAATGCGAT TG AAGATGCT GCITITCANG 7 ITAAG AGAGGTAATGGCTGCAGE
4 T CCAGCGTTAT TAATACTICACCGCATAATAGANGTAAT GATGCTEGCTTIGOAT 4 AAAG CTGAGACGGATCCAGTGGG
2 TG THGAAGC TCGCACCATCS ICTICACCGTTGCCOAGTGGCTCEAGTCAAGSS 2 .
3 BTG IGAAGCTGGCACCAT CICTTCACCH )T GTGGCTCGAGTCAAGGE 3 A X GATC &c TTCATGACT]
1 Bccoaacanrceealy. JuTes ETCCATATCIGATCEECGTCGGCL v o v v s ANE 1 G ITAATGANGT. . . . JJICATTGEAGCCTGAAGC:
780 810 820 830 26990 2700 2710 2729 2730
[3 TATT ErCeOATGOIRACTIGCSG E‘c.\rcrcc;\ccr.\crcf—“ 6 ATAGATACAAGTTCGTTAGCAAACTTCAGGAGCA . LOAACAT TG . fIRCS]
8 TGTCCGGOA TG ATGIGCGGTGGATGCGTCTCCCGAGT, 8 GPAATIIACAAGT TATCTCTICCCITAAAGCTGGG . LGGATATCAC A
B TTCTGGGOANGACAIITACCANGATAGACCTCCAAGTC, B AMANGOAGAAAGAGT TAAAGATI[IGCAGGTTTCA . L [GGCTACACAG
7 AGCACTGANCAAGAT. + +  ANGATIGTTTTGGGGGTT 7 A A TAATCTAATTCOTTCOIITCAAAATGAT . L IGAAGTACGG
4 TCTGGGANTIGATGCTAACANAGTGCATCTAAAACTTGAAGGGGT 4 AAAGSTEATAAGATCAAAGAAT[TACAGATGAAA . . [GGAATGAATG
2 TS TCATCGCTGATGAGCATGGTCCCTCAGNAAGCCG 2 ] I W (o .|
3 CATAAGS TGTCA 1 CGCTGATGAGCATGGTCCCTCAGAAAGESG 3 TGCAGECACTCTGTTTCTTCATI[IGCAGAAAGCG - L NAACACCGAT,
1 cTgecTeg AANCGL). . . . GHGCGTCCCCOGTCAACTCGCCCAGAE 1 ACCTICAGTCATGTCAAGGAAA I TC TAGAGACA TS TG
059 860 270 000 020 27690 2779 2700 2790 2000
3 GAAAGTCAACCTCATG TG TCRTICAGE TAGTGTAAATCT TACK \W.G.\GAC.\:;:AQ 6 RACE AT 6T GBAGOC TIARC A TRA TIACATAT TR AAR T Rc cAfe 66 TG T
8 TCCTCCGACGAGCGHUATCG Jcccccccccrc.\ac.\rcnr \CCGAGACGGCGS 8 ANTIG AT GOACOAT GT CIITIRC T CTT SIS GATT ATTGCTCTNGCGTATT
B xrnt‘cnccnc«\cur% [CGA. ... .AGAGTCCCTCGAAGCG . CTTCCAGE  § HIGACTOACCAG CATIIAGT GGOAGEA ANTGH GG GAN TIGGCAAT TG TGCT
7 CAGTGACGTGGATGTACAGE ATACTTAGEAACTTIGAAGE 7 s v adr o dociNaecs G TTGGAGCG
4 CTCAGGANGACATTNCCATAA T t. . ATCCTCTCTTGAGTIGGCACTC. G 4 A qrIEAGTTCS G TAGGTGCG
2 GCGGAAACCGGAGANAGTTCTAGATGCCGATGAGGTGAAGCTGAACACAGTGCTAY 2 ) oo i . N
3 GCGGAAACCGGAGAAGTTGTAGACGCCGATGAGGTGAAGCTGAACACAGTGCTAY 3 A s AAACT
1 TCTTCCACTCGGOACTGCOATT v u v arsases s TTCTTCTGEAGGCTTCAGANS 1 a_a?r_..;rc:ccgc T S, ¢! TGCCCAA
210 220 230 240 250 2020 3 0
6 TTG ncEccrcrccc'rc.\mcc,\.\cor'crcccac )\crcccn.\cn.\cnarmccl\chi 6 AGTGTTGGAG. +++..C r,\c'rcmErcr‘ TNGGCT]
8 CGATICANGCTGA. AGGT TCT! AATGTGGCGS 8 cucccc.\AGAAA.\rcccgcfncr.\h <G CAAAT[TIA
s TGT[HCAGGCTATAGACTCAAGTCCTGACGTGAA urrcrccnncr TATAAACCAG  § GGTACAGATA. .. ATTGAGGCAGH ACT[TG
7 GANHGAGGCAATTTTATT T TCACCGANTTACAAGHGAACTTGAAGTCCTATTIGATCCTE 7 GGGACAGATA. .. ng ATTGA NATT[IG
4 TCTNACTIGATGTTTCTTTTGACACGANAGATCATNAGGTAACTATTAGC . TATGACCCAN 4 GGCACTGACG. .. TATTGANGCAGH CNACT[TG
2 CAGHCANGGCAGGGGAAGTGATACCAANTTGATGGNA . o . TAGTGGTAGAAGGAAACTGTS 2 Ceeesnsesen .
3 CAG[HCANGGCAGGGGAAGTGATACCAANTTGATGGNA . . TAGTGGTAGAAGGAAACTGTS 3 TTAMACCATGTTGTGTTCIGGAACCTCIAGAN T CACAACA
1 TTGCCTACTA. + 44+ . GAAGCTTCARTTTCTCOUATTTCCGTTGCGCCGCGAAGGCCSS 1 CGTGCTAGTGCAA. . . CTEOTGTAGCAGTAGY u CaaTAlT
269 270 280 290 1000 1010 2860 2070 20 2890 2900 2910
6 Gr. 7. . GCTARGCATTTGACANAT TG TGG: r«)’ﬁ'r < [JIAATCTCCGAGAT[ICAG 6 TCACAGTGCTTGATGCT T CTGAGTAGGC TARTCATISRAGACTGTIGAAGTANTAT
8 C.TTGGCCCGGAGGTTGA NGTGCGGATTICTCGT . L [GGAAGAGGAGGGTT(ICCG 8 TCACAAGHTGTAGATGCT ITCGAACT TGCACAGGCANTJANTIGTICAAAAGTIG TACTAARAT
B GACAGGGCCGAGNACTTTCATCAACGTG CAACCGGGTCTAGGCGAITCA  § GAGGACGCATAACTGCCATIGAT TTATCTAGAAAANCC Tielic TCOTANTCGTITGA AC
7 TGTCAATTCAAGATCATTAGTTIGATGGGAT TIGAA AGTAGCGGAAGGITIA 7 c,\cc,\'rc:c.\rnccccc&rc;\rcrcrccac.\.\ac‘\cc. TS TCGANTICAGATT GANT
4 ACTGGCC TCCCTTATIWAAGTGC. AGAAGOAGGACATGACCCCAACA 4 GAAGACGI|TGTCACAGCCATAGACCTCTCCAGANAGAS CAGGAT|TCGCOTTANC
2 ATGAGANNACACTAACAGGASAGTCTTTGCCAGTCGGCAAACAGAAGGAT(ICTA 2
3 GATGAGAANACACTGACAGGAGAGTCTI|T AAACAGAAGGAT[ICTA 3 I\AGATC:\CACCACTATTG;\:GTAJ\CGCGTG:\"‘L\! AGCATGITGAATCGOAG TS
1 AC. .GGTCHCANTCATCACCHTCATCAGE Y lJ. GATCATGATCATEATC 1 TCTGGTOITCCATTCTCTANTECCAAGTCTCGTCAANIANGTL \rﬂ:‘\_‘fh\,\:\:,\:\ﬁ?
1020 1030 1040 :oso 1060 2920 2930 2940 2930 2960
6 GGGGAGATAATTTTCTTARAGTTTTTGCAC. . AAAAGCATTGCCG 6 CTTTGG’GGGCrTﬂCE"CA?AT—ATA‘"TG BeaaTIBqIcq .
8 cAccrcc...\crcccrc,\d)\ucrcmcncr ATGCAGAAGAAGAAGGAAGA 8 TTAGCATGGGAAATTGCAIACINAC G KICAAT .
s L AGGCGACAATATTTCCCGAAGGAGATGGAG . . GGAGAGNAACT TINTAGAAAGGATGAAA S TACATTTGGGATCHTGITATINATGIGS CTATTG .
7 “Av . s ATTACATGTCGCINAACCCTTATTCA . . AGAATGACTITCTNAGGATGTCIAAGAA 7 TATGTGTTIGGCA AT eTATTG 5
4 CATTCGGTGCAAGCTTATATGTTCCTCCACG . « ACGAA \ACANGAGCAGTTGCACGA 4 TATGTGTGGGACCIGRGCACHACAICOTGGCATERICAAT .
2 CCGTT?G.GGCCGGC:\CC\ CAATCTCAATGGCTACATT .‘or"‘ AGACCACG, CTTG 2 . e olele e .
3 CEGTTTG. GGCCGECACANTCAATCTCAATGGCTACATTAGTGTANAGACCACCHECTIC 3 CTTG AGT G
1 ATCACGATCTTCAGCACCHTCACCACCACCATTGCGGCANTIGCGECAATTGCCECGAGS L GTGGCCCTTETS T AT IGGCCTCCK .
10790 1080 1090 1100 2980 3000 30190 °
[3 kT .AAAG.R,\. . . AGTGRICG . COAGC. . « TCTCTTGRGCC] 6 - TTGROAGTTACT] TAATIEOATEATTGC TGTAGE TCTCRTAG T
8 \’cqrcrcc.vc. . .,\b.\.\’c' c.c,\,\rccccrlc TTGCTTICGACT( 8 L CITCOAAAATTC, TG ATAC \CTCTCAGATGGGTTCATGGCT. . TT
s TCAGGCAALTAC. T T nCCAl) s . rpcc?ccacc < < ATTGCTGUAGCTGCANTGGCA. cc
7 cco*ca.\‘\ TATGTT] GG 7 . dGTCGTCG TGCKIT GANGEGCAGC T TGCATGGC
4 { HATTTAGAA R TICAA ACGALT] 4 . CCCTAACC TeceeedT TTGCTGGCGCTIGCATGGCT .
2 CTGAAGAC[GTGCCGTGEOTA CAAATGGCT. TGGAAGAGGC 2 ool (]J !
3 GETGAAGAS rcccgrcc TA.AMATGGCT, GTGGAAGAGGC] 3 AT TCGGGATCHGCAT CCATGANTTOTTRA SGCT TGGAIAAGAGAGAANTGG . GT
1 TEICGGAGCEIGA + « AGGAGICT + « « + « CAGA BT TCTCAGATTC! 1 .l ccm\c*croc TAACGGTTCT THTACACCANGETGGCACAGT TCTTGIT IGCCTCAA
1110 11290 1130 113590 30490 3030 3060 3079 3080
] [efecTer. [rifFccfirTrreeTcRICTCIR T AT TGGAGCTAAGGC]T 6 GAGTIITATTGG ACGCTTAATICATIGE TCTGAAAA
8 TGTGGATCIICACGCTTCA . CATC T TTITGCA T[S TCGGAAT(T 8 AAGCTCGATATTTGTAGT TACAAATICG T TGC] ACA TGGGTCTGACAA
s T TAACCTCCNTORT TN TCATG TATA TCCC TRGANT TIAAGAAC GG T 3(1] B CTCTT -\'crncrc"ccnrccrccx TTTGCCT[T oA.\cnn.\c:\.\cmcccc.\,\cu
7 TrCHCATACG GT:\T'X GTCCTCACA accadreRTirAdTecTTAT] 7 GTCTTTGTTAGIGT TIGTATGITCTILITIGIIA jucc.\cu.\cacau.\cc,\,\ccc*r
4 TG TTCTCOATGRT nccnvcc rcc- AT ACTGGCT) 4 TTCATICCTCAGCGTGOT TTGTTCAT, CCCTTINAIGCAGTCCTATAAGAAGCCTTTGEA
2 GRICAAAAAC TCAGARIAT(T curc.\ca\{\f\rcrccru\crrr’:.\cm.w 2 .o
3 GICNAAAACTCAGAIIATITCATTGAC GTGOTARGITTTIACA 3 GGCTGATGCAGGAGCTACATGAAGGAATGE THTAGIIAAGEACGEACATCTTGGEGTTGCE
1 COREIGAGATGOACCBAALTGGCGA . TCCTECOECAGAACTTGCT ! 1 CTCANETCGTGCTCTAAATAATCCCACATGG TS T TEGAGGCAGGAT TTTTGGCACTTAAT

SUPPLEMENTARY FIGURE S2. (Continued)
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1170 1180 1190 1200 1210 3090 3100 3110 3120 3130 3140
6 TGGATKCATGOANTTCATTCCACCGGATTIC . CATCT. . .+ . . ITICCTIBICTIMATITAC 6 TCAGAAACHAATITRTGGATCATCTGCAAA . ACCCRTGGATT. L ACGTTAATITTGATC.
8 TCGATKCGTT I TGEAGGTACT[TICACAATTICGTATCTGAAGGGIGGTCT ;a;.pacc%c 8 GAGGAGT TG TT[ITGCCTACACATAGCAGAGATGTGT TTGTTCAAACCAAATTAAGAAA .
s GT AAC TGAGTGTIEGCOACATTATAAGATGCGGTCIICTCCACTCCAGTTIENA 8 . GCTGGATAACCHTG. ATAT . . TCGTGOAATAAGCAT TGAGTAGTGGTGAAT .« « « .
7 GAT TTCCAA . ATGEGTCATTGG T TGAAGTGGGCATIGCTONGTGCI[IGTT .:% 7 .TACCACT)\T,\C‘.?Q.AA:\TAACTGT'\G,\A“ AANGTGTGTCAAGGAAAAA. . . .
4 ATICACAACATGGT TACAGT IHGGATGCTTTTAAGTIGGATCEICTGEACACCIGTOEAG 4 AGTTGAACACACHTG - AGGGC . CGATTGACTTITCOATTAACTCGTGGCARATTTATACA
2 AATATCAATI[ICIIGTCC . « CTGTCATTCCTGCTOCCACTANGACHH]. TCCACACCICACEAA 2
3 AMTATEAATIICHICTOS.. - CT(TCATICCTGCCCCACTAAGACH. TCCACACTCAGENA 3 TTTGGAGGACT GAAGTTGTCATTGATTAGGTNATTCACCCAACATTTTGGAGAAGG
1 TCGG! T TCTCCCCE GCTTTCCCTCACTTGCITCCCUAGCCAGCSSTC 1 CAATGAACECAANTETAGACTCGTGTITTTT ACATAACACCAGCGCAGGCAATAT
12209 1230 1240 1260 1270 3130 3160 3170 3180 3190
6 STeCree TR IAGCCGGGANCT IR RAGAL TARGAGCTST 6 TTCCCAAGGACCGAGAACAGATAGTGAGSCS . « TCATG T TCTGATGCTAGATGGAA
8 T[TGCTGGCACCAICACCAGACCTCT NGGG 1o 8 TAATGGAGTACTTCGGATTATAGCCACGTTG . . GCGTTTAGCTGAAGAGGAATAGAG
s TECATCA. AlGTTGGCGGTT JAGG K S +GG. .ACTTTTCGTGCAATCANGTGAATIGG . . CCTGATGATAGAAGCAGTAATCA.
7 TG AAAGCGGTTC HGA T 7 © e JAGTTAAAAATAAAAAGTTAAMNATITCACAT. . TCATT[ICACAGGAAGGTTACTGAT
4 TRCAT] ACAAAGGTT S CATG; 1o 4 LCTTGGCTACTTTTTGTGGCTTCCATTGACATGCA . TCCOACCATCAAAAAGTCAATTGT
2 AGGT ACTGG. ... T IS < 2
3 Al TCTGG. ... T AGCGCATGT, < 3 GCATAATAATATCCCTCTGATITIMITIGAGT TGGAAGGGATNITTTAGGAGTTTTIGTGAA
1 AANGCCr [CAAAACG. .. CCTTSCITICE 1 CCAGGCTGCTCCTTTIGTGATTGCANCTIGCGCTA. LCTTIGEITTGATCTITICTICCCTT
10 3200 3210 3220 3230 3240 3250
6 Mcel ‘I‘ITq 6 AGCTGCATGATGACATTTGAAAATGGCGAAATTITICATITTAGTACCCTICTIGTIGTATCAG
; :1:(:: TTT g ATATGAATAATGAGGTTTGGGAATCGTTATCGCTTTICCACGGAATITTTTGTAAATATGG
7 GG ATCG, 7 ATTTACATAAAGTGGGTCTCGATGGAATTTGGGCCCAAATTTIGTGTITITITITITIGIT
4 TAGGCATAAAT 4 TTCTGATTCTTCCCAGCCTAGAATCATIGCAAGCAATGACGGGCCTTATTITCTTGGAATT
3 T AAG 3 ATGTTATGAGCGTGGGAATGAAAATGCATAAATIGAATGAGATATGGGGAATTATGGCCT
1 LT AgTegrecal 1 GTACAATTCGTTTCAATCATATGTATTTAGAGAAAAAGCAAGATCGGACTAATTTAAATG
0 1360 :26? 3270 3290
6 GCATGATTAGCA. . .GOCTMTR CTGGGTTGGANGAT 6 AATTTGAGTTTTOT . o+« s ACCATCTOTTTITTTAAN t oo veenooanansnosnanns
8 GTGEGGTCTCG. . . CTCCT CTTCAGTGGGATEY 8 AATAACTGTATGATGATATGATAATAAATATITTAATTTATTTGAGTGGAAAACTGATAT
s ACTCCGTGTTAAGAGCCE CATTTCAAGGGTAG s
? GCGUACTTCTGTAT TG GGTTITTIGGTCGC. N ki TTCTTTTATTITITTITCCCACGTGGTGTAATTICTACCACCCCAGTCCTTGTAAATGCTACTT
4 ATGTAGCGATTAAAG AT} ACATTTGAA T 4 TCCCTTTCTAAAGTCAATTATGTAGTGAG. CAATGATCAACTCTGATTCATCTTCTITTIT
2 TCTFATCAAAGGAGSGCS TCTCCAAGATIGAAGAIT TGCCGC 2 vesess ves ooe oos . .o
3 TCTHATCAAAGGAGGCGAL TCTCCAAGATOAAGAII TGCCGC 3 AATGATATGAAGTAGATTAATTITGTACATATTIAT TGTT
1 TANIGGCTCTAGCTIEEC T TTTATGGGGAATCG o+ oleede v v 4 C 1 TAAATATTTGTGGCAGGAGAAAGGGCCAAA e v vt v v sanannsssnnnssssnnnnnns
1380 1320 1400 1429 1430
3 AGAACCAATIATGCRANTAGCATTCGTCT FGGAGGARTCIEAACAGAGAGETAN 6 .
8 TGAACCGGTCATGCRTATTGGTI TTGTGE ACGTICTCIGGAAGAGAGGGIANG 8 TGAGATTTGGACCAGAAAAAAAAAATTAATAATAAA. -
s cacc.\ccnm:ﬁx CNTTTCTTTTATTY AAGTATCIA x’rr'rcrr‘cccc,\' s .
7 AACAAGTGCAATGCRGATCACGT TTGTGC| AAAGTATCTGCAGTGTCITGOANA 7 GTATAATAATTTICTITGGTTTTAACCTTTTGTCAATCCA. i .
4 GACCAGTGCC, 7§7 CATTTCT[TTCATT AAAGTAGIEGGAAATTGITGETAN 4 GGTTTGTTAGAATTCTAAATTCTACCATICAAGAAAAAAAAAACGAGAAGAAAAGAGGTA
2 CAAGACCGGGA cc;\cr,\c.\cc,cc.\.\r TCTCCOATIIICCETCICHICHTON 2
3 CAAGACCGGGACGARCACTAGAGGTGAAT K{TCTCCOATTNTCGGCC T TCMT 3 TCACATTTGATCAGTACTAGCTAATTTGATCTGTATATGTAATCAATGCAATATAGCATT
1 AGGAGGGTTACITCHIGCCATCITTAATT ATATTG AGAGTACTICASTAG 1 3 .
1440 14350 1460 1400 14920
6 AATTAAAGCARCARGIFATATGACAGEGERCCT . « « « . TAGTATTTTGCIATCAAANGGT 6 . .
8 GCTCAGAGCICTAGTGATATIGAATC TTTGTCACTCATATCCACIGGTCAAGST 8 . .
B AGGAAAGACT[ICCGAN |TGCAA CAT.....GGACTTGGCACIHAGAGACSS B . .
7 GGGGAAAACATICTGAC TCAAGA GGT. ... .AG{'\ACTTGCAC:\GC:\;\C:\‘? 7 . . .
4 AGGGAAAACGIICAGAT T[TAGCAAY CAC. ... . TGACCTTGCACITGATTCAS 4 T TGCAAT
2 TGATGTTGGCHTGOA GGTTT GGT. ... .GGNTCCCGAATIHTCTAG. .|, 2 . .
3 TCATGTTGGCHITGOAN IGGTTT GG.uue s s GTGTCAAGCATIIGAGAGCAA 3 G .
1 CCGTTCAATCATCCATATH. L. AAAG AAA. ... CAGHAAATCATCEAGAATTTE 1 . .
1500 1510 1530
6 CGT. .CIGETG. « TTANMATANTGA .+ « « . TGAA CTCGCTCAN 6
8 TGTGAT[IACTITCCTCAGAAAGITIGAAT . CCTCA C[TGACTCTG 8
s SIEGETG. L ACGTTGOA Newooo IGACAAAC S
7 IFHGC T+ - ATCAAAGA GAXG. ... IATCGGA. 7
4 < TA.  ACATTAGAN CAN. oot TCATTGCA 4
3 COACTCATICCAATGGCCACTGOACTGGTCGCCTANCGRANNATCCCTTTCANT(I G, 3
1 CTT..GOCHG. « GATATGANIGA . . . . . . . COYTAGACTTCCCAACACCITELCATTTCG 1
1540 1330 1560 1579 1500
6 Cf: s STTERAGICCCATGTAACAGTC[ICTTAGTCGGAGRCC TAATG T TGIACTACTIfE .
8 THTGTGTAGAGGIICCTAACTGATGACATCGAGT TGGGGACTCAGHGT TGGHT TTGCHT[G 1: MaHMA1
s GAA L L GAAGANAATICGACAGTCGGT TGAICCAAAAGAATGATGTGATCAAGATICATTCLGS
7 G‘)‘é' <A NAATIAGATGCCCTAT TAAITCAGCCTGG TG ACACAT[IGAAAGHT TTACKISH
4 or AATAACACTCAATTGAIIAGAGAGGAAT] ‘]c;\rrx AAGAT|TGTTCH(TG
F R aAGOAGTCEAMMNE T TT S CCo0IB ARSI EAT SR GARTTED 2: MaHMA?
2 L GOlCCCTETACATAACGIAGAAATGGEAT ST TATAlIT TToAlITGEACKITE
1590 1600 16190 1620 1630 1640
6 TABACCG T GATGC, .\nﬁr.\c.\ccr'—(\\rr'ﬂ'mrc,\fi‘!rc.\:c,\‘ctcm\
8 AGEAGACCAT GATGIAAAAG TITCTTGCAGGAAGAAGTGT TG m-c,\gnc,\ 3: MaHMA3
S (S.CAAAN“. | CATGGITTISICATATGGCSUACAAMAGCCATGICAANIGAGAGCA
7 GIGCAAAGG T GATGETCTIGITGCTTGGGGTACANGT TATGIIIGAA FCAAAGTA
4 rﬂ:c.\a.\,l‘cr GATGOAGTCR ICATAGATIOGCCAANGT CATCIAAA 1 AGTA
3 AANAGATA! £ ATTGCAAGCANGANAATITOTACANGAGC T TOT TGTGNAACAG 4: MaHMA4
1 STEAGTCTETOCC TO TAGATTETGANE HT T TCOANGGATAGTECAACAATACAGTGAAC
1660 1670 1680 1690 1700
6 argq&?cccun\@,\d?rmrhArmccrc caccc.\mﬁmu\(ﬁcﬁ?.\
8 PONSGACAATCACTICGC TG TTONACCAAGAASGTCTTTCTOMATCACC TG GAA 5: MaHMAS
s AGAKG GAG NAGCGAGGC OA AAGGAANGGTGATCAAGITICAT TICCAGGTA  Ma.
7 AGTGGTIc NATC TG TAC T GTT TCANAGCAGG TCOGT TCA AGACIITATICOATHIA
4 GAGAGGCAAGGE CCAIITGCANAGAAACC TG GEGACAAGGIITAT T, :CT A
3 A GAAGGCTTIGOTANGGATGSANAGTC! cﬂrcccmc.\r TAleGTS G L
1 AQ N AGTCAAACCATIAGAGATAAAAGTCE ;\c.\c,\ccxmrccl\z‘c;\_rﬁc 6: MaHMAG
1720 17390 17490 1750 1760
6 Eircrr.\fitcr?“\r-\r"?.\c.\cﬁrc AGTICRGGAGGCCITGT GG ITAGACTGHTA
8 AACTGGGATGGTCCTITAAGGATG, ,\cdo;\hcnc.\,\cxpc,\,\cu TTCAALAA 7. MaHMA7
s ANTGAGANTGGTGTAT[IGCAT AT AGGGGANCGAATG T TEGATCOE MAAGTGIGC +Ma
7 NTTTACATGGCGCTCIACACAITAC :j:r}\ccuacn\ TCIGATACAGITT
4 ANTGAGANTGGATGCI(TAC TGO T ANGIG GOACCCATG T TGGAACAG AGAC TCTAC
3 I cccrc;:.\.\;'rnr,\ CTCTECONTEQITGTCOATC TG GGG TCHTIGCACGIAA 8: MaHMAS
1 BATTTGOATCETAGCAIGAT TS ANCEOTWCAANGACAZGCAAAGAG TCAAGAC - Ma

SUPPLEMENTARY FIGURE S2. Nucleic acid sequence alignment of the HMAs gene family of mulberry.
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1 19 20 30 a9 59
MNLKNCNVKMEANGNDDLKAPLLQCADSVAITIHEQ. .. .DHKTNEKVSTIMFRVRGIEC
MAAKLLALACIRNESRGGSSGLSPRPHYPSMPKYPKGVAAEEMTAEAEKKALFAVSGMTC
MAPNSRSLQLTQLSVSG.AGDSGDLEEVRLLDAYENSEEEGVIGEGTMKRIQVGVTGMTC
MAPNSRSLQLTQLSVSG.AGDSGDLEEVRLLDAYENSEEEGVIGEGTMKRIQVGVTGMTC

HFOoWNSaLs
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AACSNSVEAALMSVHGVLRASVALILONKADVVFDPRLVKDEDIKSAIEDAGFEAEILPES
AACSNSVEAALMSVHGVLRASVALILONKADVVFDPRLVKDEDIKSAIEDAGFEAEILPES

GANSNSDRFGFRPLLPQRRRIPKA|UPLNGRRYLLPSKSNPSFVPSSSLOQTKTSTQESASE
SKTVTTQMEALPYPIGVGKYNSLL|LSRKRSVPVNSPRPVLFHSGLRFSSVRFR.......
120 130 140 is0 160

...... ELDIEVCRLRIK| TNCSESVERA|LIOMVNGVIKKAV[VIGL EEAKIHFEPSVI

HFOWNYOOS

....TSERSTQVCRIRIKIGMT/TSCSSTVESAILQAVHGVIQRAQVIALIATIEEAEVLY[DIPKVL
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SAVGTKPQGTLSGQFSIGGMTICAACVNSVEGI|URDLP|GVIKRAV[VALIR T|SLGEVEY[DPAT I
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170 180 190 200 210 220
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SQTQIVKIALNEARLEANVRIYGGDNFKIKKWPSP . e v v v v v eu R
SOTQIVKRAILNEARLEANVRIYGGDNFKIKKWPSP . ¢ o v e et v e e vevvsssocsnnsosss
AEAGFSARNVADSLARRLTECGFSSKRRVSGAGVAENVRKWKEMQ
NCGEVSE|LKESQKAFLRFAKAVRWTE|ILANFLREN . . . .t t sttt ittt et e nonannans
230 240 250 260 270

TKDHKVTISYDPKVTGPRSLIKCIEEAGHDPNTFGASLYVP.PRRREQEQLHEIMVFRNQ
PDVKKFSISYKPDMTGPRTFINVIETTGSRR. .FKATIFPEGDGGRETYRKDEIRQYYRS
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RITRELEVLFDPEVVNSRSLVDGIEGGSSGR..FKLHVANP.YSRMTSKDVEEASNMFRL

HFOWNSaLe

HOWNYOOS

HOoOWNNSaLa

]
FLVISICLFTIPVFMFSMVLPMLIPPYGDWLEYKIHNMLTVGMLILISWILCTPVIQF IVIGQRFYV
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FISIS|LFLSVPVFLIRVVCPHIPILIYSLLLWRCG.PFQMGDWLKWALVSV|VIQFVVIGKRFYI
FISSILFLSVPVFLIRVVCPHIPILIYSLLLWRCG.PFOMGDWLKWALVSV|VOFVVIGKRFYI
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AAAR| NGST) MDVLVALGTSESYFYSVCALLYGAVTG.FWSPTYFBTSA ITFVL
KALA NLR INILAIVAVIﬁTVAMGDYVEAG ................. TII|VF LF T|
KALA NLRLDINIMMAIVAVIGTVAMGDYVEAG. . v v v v vt v v v v aennn TIIVELF T
KGSP| MNSLVGFGSLHAFAISAVSLLN...PBLQWDASFFDEPV LGFVL|
GGK IHVLMALAAFESVFMGNALEGG.................L LAMFN

420 430 440 450

KGKITSDALAKMTDLAPDSAIYLLTLDADGNVIAE. . . v v vn s MEINTQLIERN
K G| TSEAIAKLMDL'PETgTLLTLDBEGNVTNE ......... EEIDSRLIQKN
KGKITSDAIKKMVELAPATAMLLIKDKDGRCIGE . . v v v v v v REIDALLIQPG
KGKITSDAIKKMVEL PATHMLLIKDKDGRCIGE ......... REIDALLIQPG
SHIKIANVVMS SpAMSM PQKEVIAETG.................BVVDADBVKLN
SHKIANVVMS SpAMSM PQKHVIAETG ................. EVVDADEVKLN
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460
4 DIIKIVP| Ig
5 DVIKIIP I1G
6 DTLKVLP| IG
7 DTLKVLP IG
2 TVLAVKA| W
3 TVLAVKA| WA
8 DSVLVLP| SA
1 SYILIG E H LESV K13 PG
520 530 550 560 ‘
4 HVGTETALSQ PVRKLARQISRVFVET[VTVAF ITWHLGWYISGK. . . A
5 NVGSESALSL PV[KFARRISKYFVP|LNILLSFSTWLGWF LAGK. . . F
6 KvGSDTVLSQI|IsiLvRlTIoMSIKIAP 1K FARF IASIFVP|T{VMLALLTLLGWYMAGA . . . L
7 XKVGSDTVLS QI sjnvjadT| PIMKFARFIASIFVP[TVMLALLTLLGWYMAGA. . . L
2 ALAEDCAVAK SKT[RFIPKCAKFYTPALIISIS . vvvnenn. .V
3 ALAEDCAVAKMA SKT[RFINKCAKFYTPARLIISIS. . . cvvuenn. ..V
8 STGTNSTIAKE R PIMRLANKIAGPFVY|SYMTLSAATFAFWYYIGSNAFP
1 KTWKESTLSR PKLERWLBOFGENYSKIVIVVLSVAIAL .. ... ... ..
580 0 600 610 620 630
4 GIYFJKHLIPXDMDGFELALQFGIS ARG A TP TRV M VS GKG
5 HGY[P[KSWIPSSMDSFQLALQFGIS[VMYIIACIESAMGIL ATIHTRVMVIGTGVG
6 GAY[P|ESWLPENGNHFVFALMFSIS cia el AT TRV MVITGVG
7 GAY[P|ESWLPENGNHFVFALMF S I S|VVIYI|a cCiIAMGlL A TRTEVMVPITGVG
2 AVI[PAALR. . . LPHLSKWFHLALVVILYYSIA clZelcii1(r s TVENTFcllL Tk
3 AVI[P|AALR. .. LPHLSKWFHLALV|VILY{S|: CISGH 1| s THVEATFCllL TK
8 DVL|UNNIAGPDGDPLLLSLXLAVDVILYV|S ClZdaMclL aTRTII LviGTS LG
1 GPFVIFKWPFFGTSACRGSVYRALG sixaalva  Hufvatihlissc
640 €70
4 AffElkaH VSAV.LFSNFSME...............[EVCDMA
5 AEISAH VSTR.LLKNMVLG.....0vov.n... [EFYELV
6 ARERA TTTK.VFTGMDRG.......u.us... EFLKLV
7 AERA TTTK.VFTGMDRG. ....v.u.us... EFLKLV
2 HPSEITLS SDFRSLLDDVGLE. .. cvevvevsn.. [TLVYAW
3 HISEITLS SDFRPLLDDVGLE. . v vuuvensssns. [TLVYHV
8 VIAERL ssxasrvyaos.................gxnkxa
1 VEADAL KAIEPIYGHQVRHNNSNFTACCAPNCEKEALAVA
680 700 710 720
4 TATEaNSEFPIFKFVfAEHAKRLR. . .. ... ... .. .QKFGSNTEHVADVKEFEVHLGTGV
s AAT[ElVNSE[H P[LAKIAVVEYAXKFR. . .. ... .. ... .EEENP...VRPEARDFISITGHGV
6 asalEla s SE[HP[LAKIAI[VAYAQHFHFFDDSAPKDAESNNKDSAVSGWLFDVAEF SALPGRGV
7 Asalela s sEfsp[LAKAIVAY AQHFHFFDDSAPKDAESNNKDSAVSGWLFDVAEF SALPGRGV
2 s,55lilsn s sfeslshilbblililisaspsnisvannnnissannses iznannsagssnans samsn
3 ss1felsks sls pMATAILMAYGKSLS . . v vt v v ev .. .. . IEPKPDNVEEFQNFPGEGI
8 AAV[EINTA S| PlI[AlKIAlT/TINKAESLG. . .. ... . . LSTPVTTGQLVEPGFGTLAEVDGCLVAV
1 AaMEKGTTEET DHSVGKDLP.......SVSVESFEYFPGRGLVATLNSFQSQSET
730 740 750 760 770 780
4 SGKVGHRTVLVGNKRLMRAFNVPVGPNVEAYISEHEQLARTCVLVAIDGD . VAGAFS VT
5 KAIVRNKEIIVGNKSLMLEHNIAIPLDAEDVLSEAEGLAQTGILVSIHGE . IAGVLAIS]
6 QCFIDGKQILVGNRKLMTESGINIPDDVEKFVVDLEDSAKTGILVSYDGN . LIGVLGY
7 QCFIDGKQILVGNRKLMTESGINIPDDVEKFVVDLEDSAKTGILVSYDGN. LIGVLGVA
2 ........................IPNL....................!.... 48 o6
3 YGRIDGKDIYIGSKKISTRASCETVPTLEGFAKDGKSVG. ...YIYCGGR.SAGIFTLS
8 GSLEWVRDRFQTRTNTSDIMNLEHAIHQSSIGVAYSNYSKTIVYVGREGEGI I|GAIAVS|
1 GDGKLLRASLGSVDFITSRCKSKYDSEKIKDAVNASSYGSEFVRAALSUNEKV{ILIHLE]
790 800 830 840
4 PVKPEARLVISF[RS KEFGIET.. FFAETDFVGKADKIK
5 PLKPGAKEVISI|UKT KE[VGI[EAESVIAEARPEQKAERVK
6 PLKREAAVVVEG|LSK KE[VGI[HD..VRAEVMPAGKADVIR
7 PLKREAAVVVEG|LSK KE[VGI[HD..VRAEVMPAGKADVIR
2 805 6 % 3554 @ 8 E]a b5 o ili s alsm o sonnmslilsililes s ma
3 ACRSGVVDAIKE[LKLL EQLGHAIGVVHAELLPEDKAKI IK
8 SLRHDAKFTLNRILOQK EV[VGI[GKES IKSSLAPQKKISEVIS
1 RPRPGVVDVIRE[LQDQ NAVGIINE. . VHCSLKEEDKILSHVK
850 880 890
4 ELQ . MK[GMN V] MAIGAG. . TOVEIEARD IVIKSNLEDTVT
5 DLQ. VSGYTV] MAIGAG. . TDIMIEANDIVIMKSNLEDVIT
6 SFQ.NDG[S T V] MAIGAG..TDIMIEANDYVIUMRSNLEDVIT
7 SFQ.NDG|STV| MAIGAG..TDIRIEAADYVLIMRSNLEDVIT
2 5w 5 58| s A T mne
3 EFK.REG.PTAMIGDGLN DIGVSMGVSG. SALTET|GHV I[L{LSND IRK[IPK
8 SLK.AGGYHIAMVGDGIN DVIGIIALRIEAQENARISNAASI I|LGNKLSQVVD
1 EISRDMEGGLIIMVGEGIN TIGIVLAQR.ASATAVAVADVLILRDNISGPF

SUPPLEMENTARY FIGURE S3. (Continued)
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SUPPLEMENTARY FIGURE S3. Amino acid sequence alignment of the HMAs gene family of mulberry.
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SUPPLEMENTARY FIGURE S5. The MaHMA?2 protein tertiary structure.
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SUPPLEMENTARY FIGURE S6. The MaHMA?2 gene encodes a multiple sequence alignment of amino acids.
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