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hyperglycemic hormone {CHH), molt-inhibiting hormone
{MIH), and gonad-inhibiting hormone {GIH) (Charman-
tier et al., 1997), CHH has been widely studied as a result of
1s abundance and the well-established assays for biological
activity (Leuven et al, 1982; Gu et al, 2000). Although
CHH functions mainly in the regulation of glucose me-
tabolism, recent studies have indicated that it might also
play a role in reproduction and molting.

The primary structure of a hormene with both hy-
perglycemic activity and molt-inhibiting activity (CHH-A}
has been described in Homarus americanus (Chang et al.,
1990). Moreover, H. americanus CHH-A is also involved in
triggering the onset of vitellogenesis, whereas CHH-B is
responsible  for stimulating oocyte maturation before
spawning (De Kleijn et al., 1995, 1998). In Metapenacus
ensis, an important role of CHH-related neuropeptides, so-
called MeCHH-A and MeCHH-B, in regulation of glucose
metabolism and regulation of vitellogenesis in the female
has also been demonstrated {Gu et al., 2000). A high level
of MeCHH-A may be needed for the initial gonadal stage,
and a high level of MeCHH-B is required for gonad mat-
uration during middle and late vitellogenesis (Gu et al,,
2000). In addition, CHH has been implicated in the regu-
lation of lipid hepatopancreatic enzyme secretion and gill
ion transport (Van Herp, 199%; Spanings-Pierrot et al.,
2000).

In Penaeus monodon, 6 complementary DNA  se-
quences encoding peptides in the CHH/MIH/GIH family
have been reported so far (Davey et al, 2000; Udomkit
et al, 2000). The biological activity of the peptides trans-
lated from these ¢cDNAs has yet to be demonstrated.
Though several recombinant peptides dn this family, such
as CHH and MIH of M. ensis {Gu et al., 2000, 2001) and
MIH of P. japonicus (Ohira et al., 1999), were successfully
expressed in Escherichia coli expression system, the ex-
pressed proteins aggregated in an insoluble form. The
problems of complicated downstream processes resulting
from E. coli expression systems such as solubilization and
renaturation of the recombinant protein could be over-
come by using eukaryotic expression systems, among
which Pichia pastoris is one of the most powerful for
synthesizing heterologous proteins {Higgings and Cregg,
1998}, Pichia pastoris 1s a methylotrophic veast that can
grow on methanol as a sole carbon source. The first step in
the methanol utilization pathway is catalyzed by alcohol
oxidase, which accounts for more than 30% of total cel-
fular proteins. The highly inducible promoter of the alco-
hol oxidase I (AOX!) gene has been used for efficient

production of a wide variety of heterologous proteins
{Cereghino and Cregg, 2000).

In this study a recombinant peptide in the CHH/MIH/
GIH family of P. monodon, so-called Pem-CMG, from
P. pastoris in the form of secreted protein was expressed.
The purification and biological assay for CHH activity of
the recombinant Pem-CMG peptide are also described in
this report.

MATERIALS AND METHODS

Construction of an Expression Plasmid

A DNA fragment containing the coding sequence for the
mature Pem-CMG was obtained by polymerase chain re-
action (PCR) amplification from the plasmid Pem-CMG-
EX2.1, which contains the mature Pem-CMG ¢DNA in-
serted in pET3a expression vector {(Chooluck et al., 2000).
The amplified DNA fragment was then cloned into the
pPICZaA expression vector (Invitrogen).

The resulting recombinant plasmid, *CMG, contains
the coding sequence for mature Pem-CMG, fused in-frame
with the a-factor secretion signal of 8. cerevisine without the
double Glu-Ala repeats, under the control of AOX] pro-
moter. The physical map of the recombinant plasmid
aCMG is shown in Figure 1.

Transformation of Pichia pastoris
by Electroporation

The recombinant plasmid aCMG was linearized by Prnel,
and used for transformation of P. pastoris strain KM71
{Invitrogen) by electroporation (Gene Pulser, Bio-Rad),
with the following conditions: 1.5 kV, 25 pF, and 200 Q.
After the addition of | mi of 1 M sorbitol, the cells were
incubated at 30°C without shaking for 1 hour. Then |
ml of YEPD (1% yeast extract, 2% peptone, 2% glucose)
was added, and the incubation was continued with
shaking at 30°C for 2 hours. The cells were collected
and resuspended in 100 pl of sterile distilled water. The
cell suspension was spread on a YEPD plate containing
100 pg/ml Zeocin and incubated for 2 to 3 days untl
colonies formed. The transformants were screened for
integration of ¥CMG into the genome by PCR amplifi-
cation with 5 and 3 AOXI primers (5 AOXI, 5-
GACTGGTTCCAATTGACAAGC-3" 37 AOXI, 5 -GCAAATGGLUATTC

TGACATCC-3")
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Figure 1. Physical map of aCMG. The recombinant «CMG plasmid
contains the mature Perni-CMG <[INA fused in-frame with the
a-factor secretion signal without Glu-Ala repeats. Expression of the
mature Pem-CMG 15 driven by the AOX] promoter in the 5" AOX
region. The expanded region spans the junction between the
a-factor secretion signal and the mature Pem-CMG cDNA, in
which the KEX2 cleavage site (KR} at the 3" end of the the a-factor
secretion signal is followed directly by the mature Pem-CMG
<[DNA.

Expression of Recombinant Pem-CMG

A single colony of P. pastoris KM71 recombinant confain-
ing xaCMG was inoculated in 5 ml of YEPD and incubated
at 30°C with shaking at 250 rpm for 48 hours, following
which the cell culture was transferred into 100 ml of fresh
BMGY (1% yeast extract, 2% peptone, 100 mM potassium
phosphate, pH 6.0, 0.67% YNB, 4 x 107% biotin, 1%
glycerol) and grown under the same conditions untii the
culture reached an ODggy nim of 5 to 6. The cell pellet was
harvested and resuspended in BMMY (1% yeast extract, 2%
peptone, 100 mM potassium phosphate, pH 6.0, 0.67%
YNB, 4 x 107°% biotin, 0.5% {vol/vol] methanol) using
one-fifth volume of the original culture. Absolute methanol
was added to a final concentration of 3% ({vol/vol) to
provide induction for 3 days. The expressed recombinant
Pem-CMG secreted into the culture supernatant was ana-
lyzed on 16.5% Tricine gel for sodium dodecyl sulfate
polyacrylamide gel electrophoresis (SDS-PAGE), and the
amino acid sequence at the amino terminus was deter-

mined by sequencing.
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Purification of Recombinant Pem-CMG

After 3 days of induction, the culture supernatant was
subjected to partial purification by precipitation with
30% to 50% ammonium sulfate and concentrated by
ultrafiltration wsing Centriprep centrifugal filter devices
{Amicon). Further purification was achieved by reverse-
phase high-performance liquid chromatography (RP-
HPLC} on Jupiter Phenomenex C18 column (Phenome-
nex, 5 y particle, 300 A pore size, 250 x 4.6 mm). The
column was eluted with a linear gradient of 0% to 10%
acetonitrile in 0.1% (vol/vol) triffuoroacetic acid (TFA)
for 1 minute, then held at 10% acetonitrile in 0.1% (vol/
vol} TFA for 10 minutes, followed by a linear gradient of
10% to 60% acetonitrile in 0.1% (vol/ivol) TFA for 40
minutes, and finally held at 60% acetonitrile in 0.1%
{vol/vol) TFA for 10 minutes at a flow rate of 1 ml/min.
The expected fraction was collected and then freeze-dried.
The purified protein was dissolved in phosphate-butfered
saline (PBS), pH 7.4, and used in the biological activity
agsay.

Biological Assay for Hyperglycemic Activity
of Recombinant Pem-CMG

Farm-grown black tiger prawns {(P. monodon, 16-25 g)
were kept in Plexi Glass tanks filled with seawater (approx
11 ppt of salinity) at a depth of 8 to 10 cm with good
aeration for 3 to 4 hours. Prawns were then bilaterally
evestalk-ablated with a pair of sharp scissors, the wounds
were immediately sealed with hot forceps, and the prawns
were returned to the tanks.

After biiateral eyestalk ablation the prawns were
starved for I8 hours, following which 100 ul of hemol-
ymph was removed from individual prawns tor the
measurement of baseline glucose levels. For each exper-
imental and control group, 10 prawns were used. Bither
5 pg of purified recombinant Pem-CMG or 25 pg of
total crude recombinant Pem-CMG protein in a volume
of 100 pl was injected into an individual prawn through
the arthrodial membrane of the second walking leg.
A 100-pl volume of PBS and 1 pair-equivalent ot eve-
stalk crude extract was injected into the negative and
positive controt groups, respectively. After injection the
prawns were returned to the tanks, and the glucose levels
in the hemolymph were determined at 0.5, 1, and 1.5
hours after injection using a glucose diagnostic kit

{Sigma).
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Figure 2. Coomassic blue-stained tricine SDS-PAGE analysis of
the expression of the recombinant Pem-CMG protein from P.
pastoris transformant. Lane M shows a broad-range protein
marker (Bio-Rad). A 100-pl volume of the culture supernatant
of the P. pastoris transformant containing pPICZaA vector only
and o«CMG after induction with 3% (vol/vol) methanol for 3 days
were precipitated with TCA and loaded in lane | and lane 2,

respectively.

REsSuLTS

Analysis of Pem-CMG Expression in Pichia pastoris

An SDS-PAGE analysis of the culture supernatant of P.
pastoris transformant containing aCMG showed a major
protein product of about § kDa, which is the expected size
for Pem-CMG (Figure 2, lane 2). This protein band was
not present in the culture supernatant of P. pasteris
transformant containing pPICZaA vector alone (Figure 2,
lane ). The result of amino-terminal sequencing of this
protein showed that the first 5 amino acid residues were
Ser-Leu-Ser-Phe-Arg, corresponding to the amino acid
sequence deduced from ¢DNA encoding the mature
Pem-CMG.

Purification of Recombinant Pem-CMG

Partial purification by ammonium sulfate precipitation was
successful in removing some endogenous proteins from the
culture supernatant of P. pastoris transformant containing
aCMG, as shown in Figure 3 (B, lane 1). The RP-HFLC
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Figure 3. Purification of recombinant Pem-CMG. A: HPLC analysis
of the partially purified recombinant Pem-CMG at wavelength of 280
nm. B: Tricine SDS-PAGE of 3 ug of the partially purified Pem-
CMG from 30% to 50% ammonium sulfate precipitation {lane 1),
and RP-HPLC purified fractions at retention times of 16, 26, 31, and
35 minutes (lanes 2, 3, 4, and 5, respectively). Lane M shows a broad-
range protein marker (Bio-Rad).

elution profile of the partially purified Pem-CMG and the
result of Tricine SDS-PAGE (Figure 3 A and B) showed that
a protein of the expected size for Pern-CMG eluted at 31
minutes (B, lane 4). The expected fraction was reloaded
onto RP-HPLC column under the same conditions as the
previous step so as to confirm the purity of the purified
Pem-CMG protein. The chromatogram and Tricine SDS-
PAGE revealed that Pem-CMG eluted as a single popula-
tion at 31 minutes, and no contaminating proteins <o-
eluted at this stage (data not shown). The final yield of the
purified Pem-CMG was 260 ug/L of the culture medium as
determined by Bradford’s method using the Bio-Rad Pro-
rein Assay kit

Hyperglycemic Activity of Recombinant Pem-CMG

The hemolymph glucose level increased by 5 to 10 mg/dl
after injection of 1 pair-equivalent of eyestalk extract into
eyestalk-ablated prawns, whereas injection of PBS had hittle
effect on glucose level in the hemolymph (Figure 4, A and
B). Recombinant Pem-CMG, in both crude and purified
form, had the ability to etevate hemolymph glucose levels of
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Figure 4. Determination of hyperglycemia in bilaterally eyestalk-
ablated P. monoden after injection with crude recombinant Pem-
CMG {A) or with purified recombinant Pem-CMG (B). The y-axis
represents the glucose concentration (:'ng/dl) and the x-axis
represents time at 0, 0.5, 1.0, 1.5 and 2 hours after injection. The
level of the hemolymph glucose after injection with PBS (m),
evestalk extract (@), and crude Pem-CMG, after subtraction of the
background glucose level from pPICZaA in A or purified Pem-
CMG in B (A), was determined every 0.5 hour. The error bars
represent the SEM value (n =5 and n=6 for A and B,

respectively).

evestalk-ablated prawns, although to a smaller extent than
compared with the crude eyestalk extract. The hypergly-
cemic effect could be observed from 0.5 hour, after injec-
tion. The highest levels of 3.5 and 325 mg/dl of
hemolymph glucose were detected at 0.5 hour and 1 hour
after injection with crude and purified recombinant Pem-

CMG, respectively.
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Discussion

The recombinant Pem-CMG was successfully expressed as a
secreted peptide in P. pastoris. The result of amino-terminal
sequencing showed amine acid sequence identical to that
deduced from the ¢DNA encoding the mature Pemn-CMG
peptide (Udomkit et al, 2000). This suggests that the
amino-terminus of the recombinant Pem-CMG was cor-
rectly processed by the KEX2 enzyme regardless of the
absence of the double Glu-Ala repeats downstream of its
cleavage site. The Glu-Ala repeat was suggested 1o be nec-
essary for efficient cleavage by KEX2 (Cregg, 1999). The
Glu-Ala residues left at the amino-terminus of the secreted
peptide after Kex2 cleavage will later be removed by a
dipeptidyl aminopeptidase encoded by the STE!3 gene
(Clare et al., 1991; Wagner et al., 1992; Cregg et al., 1993;
Van Nostrand et al., 1994; Raemaekers et al, 1999).
However, our result demonstrates an example in which the
Glu-Ala repeats are not necessary for KEX2 cleavage. A
similar result was obtained with the expression of ASP2 in
P. pastoris {Briand et al., 1999). i

As determined by RP-HPLC, the acidic conditions in
the purification step did not seern to affect the structure,
and hence the biological activity, of the recombinant
Pem-CMG, as the protein still retained activity atter pu-
rification. The same strategy was successful in purification
of CHH (Sithigorngul et al., 1999} and MIH (Ohira et al.,
1999} in other species. It is possible that these peptides
can tolerate a denaturing environment because their
structures are held by 3 disulfide bends that help stabilize
the proteins.

Although the yield of the purified recombinant Pem-
CMG expressed in this study was lower than that of other
crustacean recombinant eyestalk neutrohormones expressed
in E. coli {Ohira et al., 1999; Gu et al, 2001), the re-
combinant Pem-CMG could be purified by one step of RP-
HPLC, making the solubilization and renaturation steps
required for oblaining active proteins expressed in E. coli
unnecessary.

The ability to elevate the glucose level in the hemol-
ymph of eyestalk-ablated P. monodon suggests that the
recombinant Pem-CMG induces hyperglycemia, and thus
Pem-CMG functions as CHH in P. monodon. This s
in agreement with its primary structure—ue., the fack of
the amino acid glycine at position 12 of the mature pep-
tide compared with those of MIH and GIH and the pres-
ence of an amidation signal, GK at the carboxy-terminal,

which are characteristics of most CHH characterized so
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far {Chang, 1997). The modification of translated pro-
teins by amidation reaction is widespread in inverte-
brates and vertebrates but seems to be absent from yeast, as
has been shown in Saccharomyces cerevisiae (Rourke et al.,
1997). The recombinant Pem-CMG in this study may
have different feature from the natural peptide in that it
does not have the amidated carboxyl-terminus because
of the possible lack of amidation in P. pastoris. The
carboxy-terminal amidation could be essential for bio-
logical activity of proteins (Martinez et al., 1986); There-
fore the lack of amidation may account for the low
hyperglycemic activity of the recombinant Pem-CMG
compared with that of natural substance in the eyestalk
extract.

Although the major function of CHH is to regulate
glucose metabolism in crustaceans, several studies have
indicated that it may also contribute to the regulation of
reproduction and the molting cycle (Chang et al., 1990; De
Kleijn et al., 1995; Gu et al., 2000}, Therefore the possibility
that Pem-CMG also serves other functions in prawns
cannot be excluded.

As shown in this study, veast recombinant technology
can produce biologically active proteins with high yield. As
such, the recombinant crustacean eyestalk hormone is
more desirable for further studies on topics such as struc-
ture-function relationships than are the native hormones
that require large numbers of animals and complicated
purification steps in the preparation process.

In summary, we have achieved expression of a
biologically active eyestalk neuropeptide of P. monodon
using the P. pastoris expression system. The recombinant
Pem-CMG protein was characterized ms a hyperglycemic
hormone. As Pem-CMG is the first eyestalk hormone with
a defined hyperglycemic activity that has been demon-
strated in P. monoden, we propose that it be referred to as
Pem-CHHL.
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Abstract

Crustaccan hyperglycemic hormone (CHH) is thc most abundant pepuds = the eyestal}. of
orustacean. This hormone not only, piays its shajor role in controlling glwzse dovel in the
haemolymph, bat is also 51gmﬁcant’£o other processes such as acdysteroid svrmesis and ovarian
maturation. Multiple forns of CHH have been reporied in several species. In adinon to the Pem-
CHHL of Penaeus monodon regenlly’ uicnuﬁed, here, we report the cloning anc ;narcterization of
the ¢cDNA ¢acoding another two Pem-CHH peptides, so-cslled Pem-CHH? eaé 3am-CHH3. Both
¢DN Ay conlained 381-bp apen reading frame cacoding 127 amine agids. The cles.age at the putative
processing site of the-signal peptide. KR, would generute o 74 amino acids maws ~armone for both
Pem-CHHZ and Pem-CHH3. Amino acid sequence analysis rgvealed that PemCHM2 and Pem-
CHH3 shared 95% 1der.mty in their amino acid scquences W that of Pem-CHE® Soth recombinant
Pem-CHI112 and rewmbmant Pcm-CHH3 cxpressed us seereted proweing m Pickiz sastoris exhibited
hyperglycemic activity at the comparable level to that of Pem-CHH1. Furthermers. investigation of
the transcripts of cach Pem-CHH in several tissues by RT-PCR showed tha: s1>ression of Pem-
CHHI, Pem-CHIM2 and Pem-CHH3 was not restricted only 1o the eyestalk but a'ss detectable in the
heart, [n.addition, he runscopt of Pern-C1I1 was also present in the pill CxHs from various
ongins may play different wles and thus contribute towards its pieiotropic nanas.
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1. 1ntroduction

The eyestalk of decapod crustaceans contains neurosecretory neurons, from which a
variety of peptide hormones is synthesized and secreted (Keller, 1992; Chanmanner et al.
1997}, Among the eyestalk peptides, crustacean hyperglycemic hormone (CHI) 15 the
most abundant and the best studied. CHH s a1 member of a structurally related peptide
tamily, which also includes molt-inhibiting hormenc (MIH), gonad-inhibiting hormone
(GTH) and mandibular organ-inhibiting hormone (MO-IH) (Wainwngh et al, 1996,
Chang. 1997). In addition to its major role in blood glucose regulation (Cooke and
Sullivan, 19823, CHH is also involved in the regulation of scveral phyaiological procésses
such as edysteroid production (Yasuda et al., 1994), lipid metabolism (Santos et al., 1997),
ovarian physiology {Khayat et al . 1998) and osmaregulation ((“hmmantxcr—[)aurcs € al.,
1994, Serrano o al., 2003).

CHH has been isolated from severzl crustaceans such as crabs (Kazcl of al 1989
Chung et al., 1998}, lobster (Tenscn ot al., 1991), ¢rayfishes (Kegcl ¢ a"1991; Huberman
et al., 1991) prawn (Sithigorngul et al., 1999) as well as 1sopod (Martin et al., 1984}
CHH-relsted peptides were also found in insects. For instance, the amino acid sequence of
the ion tansport peptide of the locust, Schistocerca gregaria, was reported and revealed
sunilarity to that of CHH (Meredith ¢t al., 1995), and a ¢cDNA encoding 8 CHH-family
peptide was recently isolated from the silkworm Bombyx mori (Endao et al., 2000).

CHH exists as multiple isoforms in scveral of the species examined so far. Two
isoforms of CHI were reported in Homarus americanus (De Klcijn et al., 1995), Jasus
{filandii (Marco ¢ al., 2000), Orconectes limusus (D¢ Kleijn et al | 1994) and Procambarus
clarkii (Yasuda et al., 1994), whereas at least; five peptides with hyperglycemic activily
wete reported in Penaeus japonicus (Yang eral., 1997).

In Penaeus monodon, a cDNA-encoding CHH has been identified and characterized
(Udomkit et al.. 2000). The combmmt protcin expressed from this cDNA showed the
ability to clevate glucose Jevel in the haemolymph of eyestalk-ablated P monodon, and

thus designated Pem- CHIﬂ (Tréerattrakool et al., ipdpeCss). In this study, another two
Pem-CHH ¢DNAs werg isolated from the cyestalk of P monodon. The biological activity
of the recombinant protcms expressed from these ¢DNAs was doetermined and their

expression in different tissues of P, monodon was also investigated.
Ed

2. Ma_&ria’!ﬁ and methods
2 1. RNA extraction and cDNA cloning

Tota] RNA was isolated from a pair of eyestalks of a single shrimp. Afier removal of the
cuticle and non-neural tissues, the dissected eyustulks were homopgemized in TRIZOL
Reagent (GIBCO BRIL), and the RNA was extracted according to the manufacturcr's
potocol.

Rapid amplification of cDNA ends (RACE) technique was used o amplify both the ¥
and the 5" regions of ¢DINA. The detatled protocols described carlier (Lidomkit et al., 2000
were tallowed exeept that about 5 pg of 101a] RNA were used as  femplate for first strand
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¢DNA synthesis instead of poly(A) RNA. The degenerate oligonucleotide PM2 was used
as a gene specific primer in 3’ RACE for both Pem-CHHZ and Pem-CHHI ¢cDNAs. For
5 RACE, CHH2-CSP! and CHH3-CSP1 were used to prime first strand ¢DNA synthesis
of Pem-CHH2 and Pem-CHH3, tespectively. Another two specific primers CHH2-CSP2
and CHH2-CSP3 were used for amplification of 5 Pem-CHH2 ¢DNA, whereas CHH3-
CSP2 and CHH3-CSP3 were used for 5' Pem-CHH3 cDNA.

The coding regions of the cDNAs were amphified by RT-PCR using pomers CDF-2 and
CDR for Pem-CfI112 and pnmers CDF-3 and CDR for Pem-CHH3.

The nuclcotide sequences of the primers used in thesc cxpetiments are shpwn in
Tabie 1. .o
2.2, DNA sequence analysis %

The PCR. products were either cloned into pUC18 at specific gites or directly cloned
into pGEMX.-T Easy vector (Promega). Nucleotide sequences were determined by the
method of ABI™ PRISM Dye Terminator Cycle (PE Applied Biosysterns).

2.3. Protein expression gnd purification

The ¢DNA encoding the mature Pem-CHH2' pepride was amplificd with primers
CHH2.Ex and CDR-2. The amplified fragment was digested with Sall and Xbal before
ligating to Pichia pasioris expression vector pPICzoA (Invitrogen) that had been digested
with Xhol and Xbal The cDNA encoding the mature Pem-CHH3 peplide was amplified

with primers CHH3-Ex and CDR-2, then subcloned into pPICZaA using the same
) ;:/‘ -~ oo
Table 1 E: 'g\‘ ’
Primers used for cDNA clonipgy” |
Name . 7" Scquence (5'— 1) Size T (°0)
YRACLE PM2 o CCGGAATTCTUYGAAGAYTGYTACAAC 27 m
¥RACE J H
Pem-CLIM2 .~ CHH-CSFL CCGGAATTCCCTTTGACGAGGCCGCAAC 28 N
CHH2-CSP2 CCGAAGCTTGTCCACGCAGTAGAG 24 76
© GHH2-CSP3 CCGGAATTCACCTCGTTGTGGAAACAG 7 g2
Pem-CilH3 x CHH3-CSPI ATGCTTTATGAAGACATTAC 0 53
7 CII3-CSP2 CGTCAATATGGTUTCAGC 1] 54
: . CHH3-CSP) GCAAGCTTCCTAGAGTCTGGTCATTC 26 5y
Coding region
Pem-CHH2 CDF.2 CGGOATCCATGGTTGCGGTCCGATTGO 27 82
CDR CGGGATCCCTACTTGCCGAGCCTCIA 26 77
Pem-CHHA CDF-3 GGCATATGOTTGCGGTCCGATTGG - 24 GG
Proteia eapression
Pem-CHH2 CHH2-Ex ATGAATTCGTCGACAAAAGATCTATATG k¥ 65
GTTCAATTC
COR-2 GCTCTAGACTACTTGCCGAGCCICTG 26 60
Pem-CIII3 CHH3-Ex ATGAATTCGTCGACAAAAGAACCATGTC 37 71

GTTCAGTTC

90

91
92
3
94
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strategy The physical maps of the resutting plasmids, @CHH2 and o CHH3, are shown in
Fig. 1.

An overnight culture of Puwhig transformants was transferred into 100 m] of fresh
BMGY medium [1% {(w/v) ycast extract, 2% (w/v) peptone, 0.67% (wsv) YNB, 4 pg/ml p-
biotin, 100 mM potassium phosphate, pH 6.0 and 1% (v/v) glycerol] and was grown at 30

°C with shaking at 250 rpmmn until the ODgge rcached 5--6. The cell pellet was then
collected and resuspended in 175 volume of BMMY medium {1% (w/v) yeast extract, 2%
{w/v) peptonc, 0.67% (w/v) YNB, 4 ug/ml n-biotin, 100 mM potassium phosphate]. The
culture was added with methanol ar various concentrations from 0% to 5% (v/v) before
incubated at the same condition. An aliquot of the culture was callected daily from 0 to 7
days. After the cells were discarded, the culture medium was subjected to further analysis
for Pem-CHH?2 and Pem-CHH3 expression.

The recombinant Pem-CHHs expressed and secreted into the culture mcdmm werg
partially purified by ammoaniwn sulfate precipitalion peior to purification. using Bplg®
system (Amersham Pharmacia Biotech). The protein sample was loaded to a Supcrdex 73
PC 3.2/30 column. The columnn was eluted with two-column volume of phosphate buffer
suline (PBS) pH 7.4 at the flow rate of 0.4 ml/min. The cluted*fractions werce collected
every 1 ml by the fraction collector (Frac-900, Amersham Pharmacia Biotech), and were
vacuurn-dried before dissolved in PBS, pH7.4 und used for biological assay. The amount
of proteins was detetmined by Bradford's method {Bmdford {976} using the Bio-Rud
Protein Assay kit

Pom~CHH2

odactar signal
Pom-cHH3

Xousa ——®

5 AGGGGTHDCTCTCGACAAMGATCTATATGGTTCMTTCB '
5 AGGGG’E.RTCTC‘I‘CGACAAAAGMCCATGTCGTTCAGTE‘CJ

e e 5§

Fig. 1. The physical map of «CHH? and «CHH3 expression plasmids. The SaftAbal dipested cDNA fragments
encodimy the mature Pem-CHH2 and Pem-CHH3 wer: inserted izl pPICZaA veetor at Aol and Abal sras. This
mgertion allows the muture Pem-CHIL aad Pem-CHHI cDNAs 1o fuse m-frame with the o factor secreton
signol. The expanded region shows the nucleatide sequence of the junction st which the o factor secretion signal
is followed by the cading sequence for the dibaasic KR cleavape sitc (AAAAGA), which precedes the cDNA for
the mature Pem-CHH2 ynd Pem-CHEL
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2.4. Biological assay for hyperglicemic activity

Farm grown black tiger shrimp, P monodon (-~ 20 g), were bilaterally eycstalk
ablated and kept in tanks filled with seawater (approximately 11 ppt of salinity) for 18
h with starvation. About 50 pl of the haemolympn wete collected from individual shrimps
for the mcasurement of baseline glucose level. Five micrograms of cither the purificd
Pem-CHH 2 or the punficd Pem-CHH 3 were then injected into 10 individual shomps
through the arthrodial membrane of the second walking leg. For the nepative and positive
control groups, cach individual prawn was injected with 100 p! of PBS and one parr
equivalent of eyestalk's neuron crude exiract. respectively. The glucose levels in the
haemolymph of individual shrimps were determined at 0.5, 1 and 1.5 b afier injection
using a glucose diagnosnc kit (Sigma). 3

2.5. Dor-blot hybridization

Screening for the recombinants by dot-blot hybridization was conducted as follows.
One microliter of 10 pg of each DNA sample was heat-denatured in boiling water for 5
min, snap cooled on ice and dotted on the GeneScreen Plus® hybridization transfer
membrane (Dupont). The hybridization was performied as described below.

The DNA probes were synthesized by incorpocation of Fluorcseein-11-dUTP with the
Gene Image random prime labelling module-{Amersham Pharmacia Biotech) fellowing
the manufscturer’s protocol. Hybridization was performed in hybridization solution
{5 % 85C, 0.1% (w/v) SDS, 5% (wv), doxtran sulphate, 20-fold dilution of liquid block
and 100 pg/ml denatured salmon speem DNA]J at 65 °C overnight, After hybridization,
the first wash was performed in 1 % SSC, 0.1% (w/v) SDS at 65 °C for 15 min, followed
by the second wash in 0.2% SDS; 0.1% (w/v) SDS a1 the same temperature for 15 min.
The detection stcp was conductedacestding to the protocol of the Gene Images CDP-Star
detection module (Amctsham Pharmacia Biotech).

.‘ J‘\ R
2.8, Reverse zmnscnp;lan po!ymerase chain reaction (RT-PCR) of Pem-CHH transcripts
¥

Total RNA éxtragledfrom several lissues of P. monodon including eyestalk, gil!, heart,
muscle and thoracic ganglia was used as a2 template for RT-PCR. The reverse ranscrption
sicp was performed with Impromt-Jiitm) ™ Reverse Transcriptase {Promega) according to
the manufacturer's protocol using PRT1 primer (5'-CCGGAATTCAAGCTTCTAGAG-
GATCCTTTTTITTTTITTTITT-3) to pnme ¢cDNA synthesis. The amplification of
cDNA was performed with CMG-F primer {5-CGGAATTCTCAGTGCAGAGGGA-
GAGCC-3') and PMI primer (5-CCGGAATTCAAGCTTCTAGAGGATCC-3). The
product trom the fitst round of amplification with CMG-F and PMI primers was used
as a templae for specific amplification of Pem-CHH I and Pem-CITH3 ¢cDNAs using the
following pairs of primers: a-CMG (5-ATGAATTCGTCGACAAAAGAAGCC-
TATCCTTCAGGTC-3") and CDR-2 for Fem-ClIfl] and CHH3-Ex and CDR-2 for
Pem-CHH3, Specific amplification of Pem-CHH2 cDNA was performed using CMG-F
and CHH2-R (5-GCGGATCCCTGCTTTATGAAGACACT(G-3) in the first round and
using CHH2-Ex and CDR-2 primers in the second round. The amplificanon was achicved
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by 35 successive eycles of 95 °C for 30 s, 55 °C for 30 s and 72 °C for | mn followed by
a final extension at 72 °C for 7 min.

3. Results

3.1, Cloning of the cDNA encoding Pem-CHH2 and Pem-CHH3 pepndes

The PCR products from 3RACE were purified and cloned into pUCHS veetor at
EcoRT stite. A 1otal of 130 wansformants were [firstly screencd by DNA dot-blot
hybndizaton using a 384-bp open reading frame of Pem-CHH/, previously called
Pem-CMG (Udomkit et al, 2000) as a probe. Five reccombinant clones pmdtjcmg
positive hybndizanon signal were subjected to subsequent analysis by DNA scquenc-
ing. The nucieotidc sequences of these five 3-cDNAs were aligned using Clustalx
program. Three of thesc 3'¢DNA showed 97-99% identity in their nucleotide
sequences to the cDNA cncuding hyperglyccmxc hormong.: homo‘log of £ manodon,
PmSGP-1V (AF104389), PraSGP-[[ (AF104387) and PmSGP-II (AF10438%), previ-
ously submitted to the Genbank datsbasc by Davey et al. Whereas the other two
clones, designated 3'-CHHZ and ¥-CIHH3, shared dround 72% nucleotide identity to
the cDNA encoding Pem-CHHI (AF233295) (data not shown). Using g set of specific
primers derived from the ¥-CHH? and 3'-CHH3 ¢DNA, the commesponding §' fragments
were suceessfully cloned. The combination of the tncleotide sequenccs between the 3
and 5 fragments gave rise to the complete Pem-CHI2 and Pem-CHH3 ¢DNA. The
nuclcotide and deduced amino aeid sequence< of Pem-CiIH2 and Pem-CHH3 are
shown in Fig. 2 S

3.2. Nucleotide sequence anabysis gf Fem-CIHH2 and Pem-CHI3 ¢DNA

Pem-CHH2 ¢DNA contained 8 381-bp open rcading frame encoding 127 amino acids.
A cleavage at the putative processing site (KR) of Pem-CHH2 would penerate a 53
amino acids signal peptide and a mature peptide of 74 amino acid residucs. A 381-bp
open reading frame pf Pem-CII[3 also coded for 127 amino acid residues. Pem-CHH3
containced & putative mature peptide of the same length as that of Pem-CHH2, The
alignment &f the amino zcid sequences of the putative mature Pem-CHH2 and Pem-
CHH3 peptides with that of the previously characterized Pem-CHIII in Fig. 3 revealed
that thelr mature peptides shared high level of similarity (95%). The three Pem-CHH
peptides also cxhibited u unique characteristic of the CHH/MIH/GIH family, ie., the
alignmient of the six cysteine residues at identical positions.

3.3, Expression of recombinant Pem-CHH2 and Pem-CHH3 in P pastaris

Pem-CHH2 and Pem-CHH3 ¢DNA were separately cloned into pPICZaA vector to
produce @CHH2 and aCHH3 recombinant plasmids, respectively (Fig. 1). The recom-
binant plasmids were later introduced into P pasioris KM71. The transformants having
either «CHHZ or «CHH3 imegrated into their genome were examined by PCR. The
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A

tcagtgragagygagagocctegaagteggtggteottgtiadettorgerctetgtogagt 60
ccagcgaaatggitgegatecgattggtgeagteagotgttertgtgtucttgetggrag 120
M v AV R L V Q § A V L v 5§ L L V
cacrtrccggectgigtecacaacttctgaaaadacgaargaaatascggegtecateorot 18Q
A L PR CV TT S E NTWNETIZPASE I L
cctocooctggggatteoetttragaagaccaaagcataageaaacgectetatarggtca
$ 5§ P G D 8 L § 8B D Q s I sS[K R|]5 1 w F
attcttgecacgggogtetacgacegogaacttetigtaaggetcgacogegtatgegaag apa
N § ¢ T G3 V Y D R EL LV R L DRV CE
ac¢rgcracaaccetictacegogacgteggagrggeggecgaatgcaggagtaactgtitee 3690
D ¢ ¥ ¥ L Y R D V & V A R E C R S5 K CF )
acaacgaggtgttoctgtactygegtggactacargrtoocggectogocagaggaaccagt 420
H N E v F L Y ¢ ¥V Db Y M F R P R 0 R K Q '
accgggccgccctccagaggctcggcaagtaggcggctcgtcttcgghcaacchtcc:g 480
Y R A A L Qg R L @8 K
cggggacgctcgccgtgagattttttc;aggctctchtcggthgcttctgtatcctaag; ‘540
tvagaaacggataacatattgacgtogaggrgtttcatgtacagtgtcttcataaageayg: 600

B e
tcagtgcagggagagagectegaagteggrggioghtgttecegetgatetgttgogagt 80
ccagcgaaatqgattgeggtcogactggtgcagioagetgttctaghgt ogetgetggtay 120
M I AV RLV Q@ S A VYV LY SL LV
catttcoggoctgtgtcacgacttotgaaaacacgaataasatactggegtocattetbe 180
A F P A CVTTSE&ENTNIETILIILAS 1L
cctecccctggggaticoct tacacgagaacadageoataageaaacgcaccatgtegtica 240
$ S P & B 8 L T RE QS "8I RIT M 5 F
gttettacacgygtgtotacgaccgegaact ccttdtaaggctCgaccgcgtgtgcgaag 100
SSCTGVYDRELLV«sRLDRVCE
uctgcnacaacctctaccgcgacgttggagtggcggccgaatgtaggagtaactgtttcc 36D
D C ¥ NL Y R D V G, ¥9.A A E C R S N ¢ F
acaacgaggtgktectgtactgegtggactacatgtttoggectocgocaaaggaatcage 420
H ¥ B VvV F L ¥ ¢ v~y Y M F R P R Q0 R N Q
accgggccgccctgcagaggcccggcaagtaggcggctcctatccggccagctcttccgc 480
¥ R A A L @ R L
acgggcgctcgctgtgagactéthgnatgaccagactctaggccctcttcggttgcctc 540
tgtetcctaagttagaagctgacaccatattgacgccgaggtgtttcatgtgtaaLgtc' 600
tcatzaageat (_- 611

Fig. 2. The nucleotide and dcd.uced ammo acid sequences of Pem-CHII2 (A) and Pon-CHH3 (B). Amino acids
are shown in onc—lctfcr symbe] Asterisk marks the stop codon. The putative cleavape site, KR, is boxed in both
Sequences.

opnmal condmon for cxpression was induchion with 3% (wv) methanol for 2 days for 189
Pem-CHH2 and induction with 4% (v/v) mcthanal for 2 days for Pem-CHH32. An SDS- 200
PAGE snalysis of the culture supernatant of both aCIIH2 and oCHH3 P pastoriy 201
wansformants showcd major protcin products of sbout & kDa, which were of the 202
expeefed size for Pem-CHH2 and Pon-CHH3 (lane 1 in Fig. 4A .8, respectively). These 203
protcin bands were not present in the culmure supemnatant of £ pastoris wansformam 204
containing pPICZaA vector alone (data not shown). Punfication of these scereted 203
products hy size exclusion could remove all contaminated proteins from Pem-CHH2 206
and Pem-CHH3 as shown by SPS-PAGE in lane 2, in Fig. 4A R, respectively The final 207
vicld of the purificd Pem-CHH2 and Pem-CHH3 was 270 and 450 pg/ of the culture 208
medium, respectively. 209
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Pém- CHH2 50
Pem-CRH2 S0
Pem- CHH) 50
Pm-SGP -1 50
Pm-5S0P-_1 5€
Pm-5@F-121 50
Om-SGR-1V 50
Pm-SGFP-V ST
Pcm-CHH1 74 -
Pom-CHIH2 T4
Pem-CHH3 7a
Pm-8GP-~1 74 5
Pm-8GE-12 74 %
Pm=-5GP-1I1 74 H
Pm-3GP-IV 74
Pm-SGR-V 72

.

Fig. 3. An alignment of amino acid sequences of Pem-CHHT 0 3 (Udoraiar er al., 2000 and this study) and Pra-
spp-T 1o -V (Mavey ot 4l 2000). The amino acid rosidues that wre identical in all sequences are highlight in black.
The grey and light-grey cofor higblipht the amino acid residues that are jgentical in six or sevep and five
sequences, respecnvelv. The uming acid block MERPRQRNQ presensed onl} in (he seqaences of Pem-CHHs s
boxed, :

kDa - .-kDa

66.2 — 66.2 — .
450 — 450 — L‘~
31.0 —| 31.0 — e

215 —| G
Coan . 14.4 —]

R (L ey QTP
R 65 —
6.5 —| Wk .

Fig. 4. Trcine SDS-PAGE anatysis for expression of Pem-CHH2 (A) and Pem-CHH3 (B} in £ pastorss. Lane M
represents broad range prowein marker (Bio-Rad, USA) as a malccular weight standard, Lune | represeats 100 ul
of culhure supemaant of Fichia transformaat currying Pem-CHH2 cDNA induced with 3% (v/v) methanel fur 2
davs (A) und of Pichia wansformant camying Pem-CHH3 cDNA induced with 4% (viv) methang! for 2 days (H).
Lane 250 (A} and (B) represents 0.5 py of Pem-CHIL2 and Pem.CHHJ sfier purificaion. respectively.
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Fig. §. Determinahon of glucose level in the hemolymph of eyestulk-ublated P Sronodon afier injestion with 100
ul cack of PBS (- B-), crude extract from one pair of eyestatk (—@ - ). 5:pg of purified Pern-CHHZ (- & -) and
5 jig of purificd Pem-CHHR (- w—). The hyperglycemia was pfiscated as a change in glucose concentration

(mgidl) at each time points corparing to thosc at 0 b (before injection) for cach grown.
3.4. Hyperglycemic activity of recombinans Fem-CHH2? and Pem-CHH3

The hyperglycemic effect in the hacmolymph of cycstslk-ablated P monadon could be
observed within 0.5 h after injection with both recombinant Pem-CHH2 and recombinant
Pem-CHH3 (Fig. 5). Although the highest levels of hacmolymph glucosc (3.58 and 3.05
mg/dl for shrimp injected with Pem-CHHZ and Pem-CHH3, respectively) were somewhat
lower than the level raised® by injection of extract from evestalk’s ncurons, they were

« ES

210
2N

212
213
214
215
216G

TG

¥ Pem-CHH2

Pem-CHH3

Fig. 6. Fxpression of Pum-CHH transenipts in diffecent Ussues of £ monodon. The RT-PCR products for Pem-
CHH I, Pem-CHH2, Pem-CHH3J and B-actin were snalyzed on 1.5% ngwrose pel RNA from cyesmik, gill, heart,
wuscle and thorucic panglia was & template for KISPCR 1g the lanes indicared £5, G, H. M und TG, respectvely.
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significantly higher than that of the PBS-injected shrimps and, thereforc. demonstrated the 217

hyperglycemic activity of both Pem-CHH? and Pem-CHH3. 218
219
1.5 Expression of Pem-CHHs in P monodon 220

The wanscripts of each Pem-CHH genc in P monodon were examined in several tissues 22
by RT-PCR. The RT-PCR products of Pem-Ciffi], Pem-CHH2 and Pem-CHH3I were 222
2

detected 1in both the eyestalk and the hear. These transcripts were not present in other 223
tissucs, i.e., gill, muscle and thoracic ganglia, except for the transcript of Pem- CHHJ thatr 224
was also ddt,ctable in the giil (Fig. 6). T 225
4. Discussion ' 226

Multiple molceular forms of CHH have beenrcported in severd] species: two forms of 227
CHH werc dentified in /. americanus (Tensen ct al, 1991) and Metapenaeus ensis (Gu 228
and Chan, 1998, Gu ct al., 2000} and five pepndcs with hypérglycemic activity were 229
reported in P japonicus {deg ct al.. 1997). In P monodon, the first CHH, namely Pem- 230
CHHI, has been described (Udc»mkn et al, 2000), Another five CHH-homologs in 2 231
monodon (Prm-sgp-1to -V) were also identified by Davey et.al. (2000). These suggest that 232
CIHHs are also encoded in multiple fortns in P monodon as in other species. Here, we 233
reported two additional P monodan’s CHHs, so-called Pem-CHH2 and Pem-CHH3. Both 234
Pem-CHH2 and Pem-CHH3 share 60--70% similarity to CHH of other crustaceans. Most 235
of the differences in the amino ac1d seguence among the three types of Pem-CHH lic 236

within the first five amino acid resndues at the N-terminus of their manuwe peptides. 237
However, these Pem-CHHs can be distinguished from Pm-sgp-I to -V by the presence of 2 238
conserved amino acid block \'{bRPRQR'\IQ, residues 56 .-64, which can be found only in - 239
Pem-CHH! -3. This different feature suggests that Pem-CHH and Pm-sgp belong to 240
different subgroups of the CHI i P monodon. 241

Both Pem-CHH2. and Pem-CHH3 showed hyperglycemic activily through the capa- 242
bility 10 elevate the glucose level in the haemolymph of eyestalk ablated P monodon. The 243
hyperglycemia levels,produced by Pem-CHH2 end Pem-CHH? were comparable to that of 244
Pem-CHHI. {CHH is classified into type T of CHH family peptides (Lacombe ot al,, 1999). 243
One of the distinctive characteristics of the hermonces in type Tis the amidated carboxyl- 246
terminus (C-terminus). Recently, this carboxyl-terminal amide moiety has been shown to 247
play significant role in conferring hyperglycemic setvity of crustacean hyperglycemic 248
homyong, Pej-SGP-1. in P japonicus (Katayama ¢t al., 2002). The recombinant Pej-SGP-1 249
having a free C-terminus showed lower hyperglycemic activity by approxirnately one 250
order of magnitzde than that of the recombinant Pej-SGP-1 with an amidated C-terminus. 25t
In our studies, the recombinant Pem-CHIIs were expressed in P pastoris, in which no 252
information about amidation is available. However, {t was demonstrated that the yeast 253

Saccharamyees cereviciae lacks the ability 1o amidate proteins (Rourke et al,, 1997). Ttis, 234
therefore, possible that the recombinant Pem-CHRs expressed i F. pastoris may have free 2535
C-termious and, as a consequence, exhibited lower hyperglycemic activity than that ol the 236

07
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Althouph the evestalk has long been known as a source for CHH production
(Kieinholz et al., 1967), the results of RT-PCR showed that Pem-CHHI, Pem-CHI2
and Pem-CIfH3 werc also expressed in the heart. CHH-hke peptides onginated from
pencardial organ neurosecretory cells, so-called PO-CHH, have been found in the crab
Carcimus maenas (Dircksen et al, 2001). The PO-CHH and the CHH from sinus gland in
this species anisc by altermative splicing of the same mRNA prceursor. As a consequence,
these two types of CHH have the same amino acid sequences in the N-terminal part bur
are different at the C-terminus, In addinon, PO-CHH did not exhibit hyperglycemic
activity, In this study, the nuclcotide sequence of the Pemy-CHH transcript from the heart is
identical to that of the sinus gland-derived CHH (data not shown). However, physiolog-
ical roles of CHII synthesized from the hean of £ monodun remain to be elucidated.
[nterestingly, the wanscripts of Pem-CHHI were also detected in the gitl. Ju the other
experiments, the RT-PCR product from the gill was also observed for Pem-CHH3 (data
not shown). Although therc has been no report on the mll-associated CHH in other species
so far, the CHH isolated form the sinus gland ol the crab Pac!:y;gmpsu: marmoratus was
demonstrated (o be involved in the control of il ion trangport: (Spanings-Pigrrot ¢t al..
2000). It is possible that the CHH originared from the gill way be a major factor that
conlribuies to the control of osmoregulation, Howc» er, its physlologcal role needs further
investigation.

In summary, cDNAs cocoding two additional LHH of P monodon, so-called Pem-
CHH2 and Pem-CHH3, wcre cloned and cha:m:tmzed. The recombinant proteins
expressed from Pem-CHE? and Pem-CHH3 ¢DNAs in P pastoris were biologically
active and exhibited hyperglycemic activity at a level comparable o that of Pem-CHHI1.
Furthcrmore, expression study of the three Pem-CHH gencs in different tissues of I
monodon showed that transcription’ *of Pem-CHILl, Pem-CHH2 and Pem-CHH3 was not
only resmicted 1o the eyestalk but dlso occurred in the gill and the heart. This result implics
that CBH may play multi-fanctional roles and thus supports the evidences pravided by
several workers, Functional swdy of these tissue- -specific CHHs wil] provide an mference
for clearer undcntandmg of the physiological roles of this plefotropic hormone.
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Abstract
Crustacean hyperglycemic hormone (CHH), molt-inhibiting hormone (MIH)} and gonad-
inhibiting hormone (GIH) are members of novel peptide family produced from the X-organ sinus
gland complex in the eyestalk of crustaceans. This peptide family plays important roles in
controffing several physiological processes such as regulation of growth and reproduction. In this
study, the cDNA encoding a peptide related to the CHH/MIH/GIH family (so-called Pem-CMG) of

the black tiger prawn, Penaeus monodon, was successfully expressed in the yeast Pichia pastoris

by AOXT promotor. The recombinant Pem-CMG was secreted into the culture medium using O~
factor signal sequence from Saccharomyces cerevisiae with an accumulated yield of 150 mg/i in
the induction medium. The N-terminus of the recombinant Pem-CMG was determined and the
result showed that it was correctly processed. The recombinant Pem-CMG was purified by one-
step reverse phase HPLC and was used in biological assay for CHH activity. The recombinant
Pem-CMG produced from P. pastoris demonstrated the ability to elevate glucose level in the
haemolymph of eyestalk—abléted P. monodon suggesting that Pem-CMG possesses the aclivity of

hyperglycemic hormone.

Introduction

The X-organ sinus gland (XOSG) compiex located in the optic ganglia in the eyestalk is the
major neuroendecrine control center of crustaceans. The major hormene family produced in the
XOSG complex is composed of crustacean hyperglycemic hormone (CHH), molt-inhibiting hormone
(MiH) and gonad-inhibiting hormone {GIH). Apart from the small quantity presented in nature, the
similarity in size and the primary structure of this neuropeptide family limits the isolation and
purification of these peplides directly from crustacean eyestalk. Recombinant DNA technology is

one of the simplest and fastest methods to obtain large quantities of purified proteins. Recently, the
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cDNA sequences encoding peptides in the CHH/MIH/GIH family in 7. monodon were reported
(Udomkit et al.,2000 and Davey et al.,2001. The recombinant protein from one of these cDNA
sequences, Pem-CMG, was expressed in E£. coli expression system (Chooluck, 1999).
Unfortunately, The protein was expressed in an insotuble form. To overcome the problems of the
complicating downstream processes such as solubilization and renaturation of the recombinant
protien, Pichia pastoris was chosen to be used as expression system for Pem-CMG in this study
because it is an ideal eukaryotic host cell for synthesizing a great deal of heterologous proteins.
Moreover, it usually gives higher expression levels and less complicating downstream processes as

it has a tendency to produce heterologous protein in a soluble form (Hitzman RA, 1981).

Materials and Methods

Construction of expression plasmid

A DNA fragment containing the coding sequence for mature Pem-CMG was obtained by PCR

amplification from the ptasmid Pem-CMG-EX2.1 {Chooluck, 1999). The amplified DNA fragment

was then cloned into pPICZCLA expression vector resulting in the recombinant plasmid OLCMG,
which contain the coding sequence for mature Pem-CMG fused in-framed with the C-factor
secretion signal of Saccharomyces serevisiae without the double Glu-Ala repeats. The physical

map of the recombinant plasmid tCMG was shown in figure 1.

Transformation of Pichia pastoris by electroporation

The recombinant plasmid OLCMG was linearized by Pmel, and used for transformation of
Pichia pastoris strain KM71 by electroporation with the condition: 15 kV. 25 JF and 200 Q). After
addition with 1M sorbitol, the cells were incubated at 30°C without shaking for 1 h, then YEPD was
added and the incubation was continued with shaking at 30°C for 2 h The cells were pelletted and
resuspended in 100 LU sterile distited water. The cell suspension was spread on YEPD plate
containing 100 Llg/ml Zeocinw, and was Incubated for 2-3 days unt!l colonies formed. The
transformants were screened for integration of (LCMG into the genome by PCR amplification with

5A0X and 3' AOX primers.

Expression of recombinant (XCMG
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A single colony of P. pastoris KM71 recombinant containing QLCMG was inoculated in 5 ml

of YEPD and incubated at 30° C with shaking at 250 rpm for 48 h. Then, the cell culture was
transferred into 100 ml of fresh BMGY medium and grown in the same condition until the culture
reached an ODgy of 5 — 6. The cell pellet was harvested and resuspended in BMMY using 1/5
volume of the original culture. Absolute methanol was added to a final concentration of 3% (v/v) to
maintzin the induction for 3 days. The expressed recombinant Pem-CMG in the culture supernatant
was analyzed on 16.5% Tricine SDS-PAGE and the amino acid sequence at the N-terminus was

determined by N-terminal sequencing.

Furification of recombinant GCMG

After three days of induction, the culture supernatant was subjected to partial purification by

precipitation with 30-50% ammonium sulfate and was concentrated by ultrafiltration using the

® _ . ® . . .
Centriprep centrifugal fitter devices (amicon bioseparations). The concentrated partially purified

protein was further purified by reverse phase-HPLC on Jupiter Phenomenex C18 column

(Phenomenex, 5 U particle, 300°A pore size, 250 x 4.6 mm). The column was eluted with a linear
gradient of 0-10% acetonitrile in 0.1% {v/v) trifluroacetic acid (TFA) for 1 min, holding at 10%
acefonitrile in 0.1% (v/v) ftrifluroacetic acid (TFA) for 10 min, followed by a linear gradient of 10-
60% acetonitrile in 0.1% (v/v) trifluroacetic acid (TFA) for 40 min, holding at 60% acetonitrile in
0.1% (viv) trifluroacetic acid (TFA} for 10 min at a flow rate of 1 min/ml. The expected fraction was
collected and then freeze dried. The purified protein was dissolved with PBS (137.9 mM NaCl, 2.7
mM KCI, 8 mM Na,HPO,.2H,0, 1.76 mM KH,PO,, pH7.4) and used for biological activity assay.
Biological assay for hyper‘g!ycemic activity of recombinant Pem-CMG

Shrimps (16-25 g} were cultured in the tanks filled with seawater (approximately 11 ppt of
salinity} at the depth of 8-10 em with good aeration for 3-4 h. Shrimps were then bilaterally
eyestalk ablated with a pair of sharp scissors and the wounds were immediately sealed with hot
forceps and returned to the cuiture conditions.

After bilaterally eyestalk ablated, the shrimps were fasted for 18 h. Ten shrimps were used
for each group. One hundred microliters of hemolymph were removed from the individual shrimp

for baseline measurement of glucose fevels. Five micrograms of purified recombinant Pem-CMG in
a volume of 100 LUl was injected into an individual shrimp through the arthrodial membrane of the

second walking leg by a syringe. A volume of 100 LlI of PBS ard two eyestalk-equivalent of crude

extract was injected in each control group as negative and positive controls, respectively. After
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injection, shrimps were returned to the culture tanks, and 100 LU of haemolymph of the individual
shrimp was removed at 0, 0.5, 1 and 1.5 h for measurement of glucose level using the glucose
diagnostic kit (Sigma, LISA).

Bl

.Pmel
Dral Figure 1. The Physicat map of (ICMG the

recombinant OCMG plasmid contains Pem-

CMGcDNA that fused in-frame with the Cl-factor

Zeocin

secretion signal without Glu-Ala repeats, AOX1

™

promoter and Zeocin resistant gene.

Results

Analysis of Pem-CMG expression in P. pastoris

An SDS-PAGE analysis of the culture supernatant of ACMG FP. pastoris transformant
showed the major protein product of about 8.3 kDa, which is the expected size for Pem-CMG
(Figure 2, ifene 1). This protein band was not present in the culture supernatant of P. pastoris
transformant containing pPICZGLA alone. The N-terminal sequencing of this protein showed that the
first five amino acld residues were Ser-Leu-Ser-Phe-Arg corresponding to the deduced amino acid
sequence from the Pem-CMG cDNA. The t:;)tal yield of secreted proteins form P. pastoris

transformant centaining O.CMG was 150 mg/l as determined by Bradford’s method using Bio-Rad

Protein Assay kit.

FPurification of recombinant Pem-CMG

Partial purification by ammonium sulfate precipitation was successful in removing some
impurities from the culture supernatant of 7. pastoris transformant containing ACMG as shown in
figure 2 (lane 2). The RP-HPLC elution profile of the partially purified Pem-CMG and the result of
Tricine SDS-PAGE (Figure 2A and 2B} showed that the protein of the expected size for Pem-CMG

was eluted at 31 minutes.

A
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1 2 3 M 3 6 16 26 31 35 Figure 2. Purification of recombinant Pem-CMG

Panel A shows the chromatogram pattern of partially

f?gg—" g n purified recombinant Pem-CMG by HPLC observed a

the wavelength of 280 nm. Panel B shows a Tricine
SDS-PAGE of 3 g of the culture supernatant (Lane

1), 3 Mg of the partially purified Pem-CMG from

30-50% ammonium sulfate precipitation (Lane 2)

10 Hg of the concentrated partially the punfied by
ultrafiltration (Lane 3) and the purified fractions o
- ; : \, Pem-CMG by using HPLC at the retention time of 3, 6
B. : E 16. 26, 31 and 35

Hyperglycemic activity of recombinant Pem-CMG

The result of an assay for hyperglycemic activity showed that injection of two eyestalk-
equivalent protein extract of . monodon raised the haemolymph glucose level of eyestalk-ablated
P. monodon to about 5 mg/dl. The purified recombinant Pem-CMG also had an ability to elevate
haemolymph glucose level aflér injection into eyestalk-ablated P. monodon to a level of about 3
mg/d! whereas injection of PBS had no effect on glucose level in the haemolymph (Figure 3).

Discussion

Hypergiycemia after injection

8 © _moPaS
' s ES

4 sgmmesrencvs  Pem-CMG  in P, morodon. Effect of purified

— Figure 3. Biclegical assay of purified recombinant

i’ . . recembinant Pem-CMG on haemolymph
% i : : hypergiycemic activity. The Y-axis indicates the
§ i ‘ . increase i haemolymph glucose level (mg/dl} and
;; od ' 1} the X-axis represents the time of haemolymph
g 1 sampling after 0, 0.5, 1.0 and 1.5 h
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The recombinant Pem-CMG was successfully expressed as secreted peptide in P. pastoris.
The result of N-terminal sequencing revealed that the N-terminus of the recombinant Pem-CMG
was correctly processed by KEXZ2 enzyme regardless of the absence of the Glu-Ala repeals
downstream of its cleavage site. Our result demonstrates an example in which the Glu-Ala repeats
are not necessary for KEX2 cleavage. Similar result was obtained with the expression of ASPZ in
P. pastoris. (Briand L et al., 1999).

Reverse phase HPLC was used for purification of Pem-CMG. The denaturing condition in
the purification step did not seem to affect the structure, and hence, the biological activity of Pem-
CMG as the protein was still active after purification. Similar resuits were observed with the purified
CHH and MIH in other species (Sithigorngul et al., 1999 and Ohira et al., 1999). It is possible that
the peptides can tolerate the denaturing environment because their structure was held by the three
disulfide bonds that help stabilizing the proteins.

The recombinant Pem-CMG could elevate. the glucose level in the hemolymph of eyestalk-
ablated P. monodon suggesting that it possess CHH function. This is in agreement with its primary
structure i.e. the lack the amino acid glycine at position 12 and the presence of amidation signal,
GK at the C-terminus, which are the characteristics of most CHH characterized so far.

Although, CHH's major function is to regulate glucose metabolism, recent studies indicated
that it might also play a role in the regulation of reproduction and molting cycle (De Kleijn et al.,
1995, Chang ES et al.,, 1990 and Gu P-L et al, 2000}. It is possible that Pem-CMG also serves
other functions as MIH and GIH. Therefore,_, it is of interest to determine other functions of
recombinant Pem-CMG pe?tide, including the ability of Pem-CMG to inhibit the release of

ecdysone from Y-organ or viteflogensis in the ovary of P. monodon.
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Moliecular cloning and expression of a putative molt-inhibiting hormone of

Penaeus monodon.
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Abstract Growth in  Crustacean occurs only when the exoskeleton is removed by a
physiological process called molting. Molting is triggered by ecdysterieds that are syntheéized
and secreted from Y-organ. The synthesis of ecdysteroid is negatively regulated by molt-
inhibiting hormone (MIH), a member belonging to the CHH/MIH/GIH peptide family of eyestalk
neuropepiides produced by X-organ sinus gland complex (XOS8G). In this study, a cDNA
encoding the mature region of MiH of the black tiger prawn, Penaeus monodon, was obtained
by ampification of first stranded cDNA from eyestalk using gene specific primers. This cDNA
contained a 231 bp open reading frame encoding a 77 residues of putative mature MIH {(Pem-
MIH) that shows comparable degree of identity (94%) with the active MIH of P. jaonicus.
Pem-MIH cDNA was inserted downstream of Cl-factor secretion signal of pPICZ QLA Pichia
pastoris expression vector under the control of AQX? promoter. The putative recombinant
Pem-MIH, of expected size about 8.5 kDa, was expressed and secreted to culture medium

approximately & mg/! after induced with 3% (v/v) methanol for 3 days.

Introduction

Melting 15 a physiological process that plays an important role to remove the old exoskeleton
and allows growth In crustaceans to occur. This process is regulated by antagonistic function of
two hormones. Ecdysteroid hormone, synthesized from Y-organ, stimulates moll. The activity of
ecdysteroids 15 negatively regulated by the second hormone called molt-inhibiting hormone
(MIH). MiH 1s a neuropeptide belonging to the CHH/MIH/GIH famity that s produced by a group
of neurcendaocrine cells in the X-organ sinus gland complex (XOSG) located in eyestalks. The
hormones in this family comprise crustacean hyperglycemic hormone {CHH), molt-inhibiting
hormone (MIH} and genad-inhibiting hormone (GIH) that are involved in bload sugar regutation,
inhibition of ecdysteroid synthesis and regulation of reproduction, respectively (Chang, 1993,
Huberman, 2000). Thesa hormaones consist of 72-90 amino acid residues of ther mature

peptde and contain six conserved cysten residues at identical positions.
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In Thailand, Black tiger prawn (FPenaeus monodon) is one of the most economically
important species that is raised in numerous aguaculture farms along the coast line. One of the
problems that most of the shrimp farms are encountering is growth retardation that can be
related to molting process. Study of MIH will lead to understanding how the molting process is
regulated. This could be the major contribution toward the improvement of black tiger prawn
guality. Isolation and purification of MIH from crude eyestalk extracts have some limitations due
to the similarity in size and primary structure of the peptides in this family. To avoid this
problem, recombinant DNA technology has been employed in order to ebtain a large quantity
and higher purity of MIH. In 2001, Gu, P.L, et al. cloned a cONA encoding MIH of
Metapenagus ensis (Mee-MIH) and expressed the recombinant Mee-MIH in E. cofi. Although
the bacterial expression system produced the recomhinant protein at high level, this protein
could not be dissolved and existed as inclusion bodies in the cells. Therefore, to avoid the
probiem of solubilization and renaturation that are needed to convert protein product into
biclogically active form, utilization of eukaryotic expression system would be more appropriate
as the product should be expressed in its native form.  Pichia pastoris, an industrial
methylotrophic yeast that is capable of metaboiizing methano! as its sole carbon source, was
chosen as an expression system for the putative molt-inhibiting hormone of Penaeus monodon

(Pem-MilH) in this study.

Material and methods
Amplification of putative mature Pem-MIH cDONA

A cDNA encoding the mature Pem-MIH was obtained by amplification of the first
stranded cDNA from eyestalk using gene specific primers MIH-F and MIH-R1 that were
designed from the 3' and 5' RACE fragments of Pem-MIH (Fig. 1). The amplification by
polymerase chain reaction (PCR) was performed in a total volume of 50 LI containing 4 Lt of
first stranded cDNA, 0.2 UM of each primer, 0.2 UM dNTP, 1.5 mM I‘v‘zg2¢ and 2.5 units of Tag
DNA polymerase (Biotool). Amplification was performed in a DNA thermal cycler (GeneAmp
System 2400, PE applification Biosystems) with 35 cycles under the following condition: 95 0C
. for 30 seconds, 50 OC for 30 seconds and 72 OC for 1 minute. The last PCR cycle was
followed by a final extension at 72 0C for 7 minutes. One microliter of the resulting PCR
product was subjected to a secondary amplification in order to increase the specificity of the
amplifie¢ product by using gene specific primers MIH-F and MIH-R2.1. The amplification was

performed with the same condition as primary amplification.

El
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Oligo nuclectide primers

Forward primer EcoRl Sall Kex2 start

MIH-F ;5 CTTCGAATTCGTCGACAALAGAAGTTTCATAGACGGCAC 3

Reverse primers

MIH-R1 : & GAGCGAGGCCTTGCAAGTGGAAGGAG 3

Xbal  stop
MIH-R2.1 15 GCGTTCTAGATCACTGACCGGCGTTCAGGATG 3

Fig. 1 Nucleolide sequence of putative Pem-MIH CDNA denved from the sequence of 5 and 3' RACE
fragrments (previous work). "The 15 bp overlapping sequence is black shaded. The 315 bp open
reading frame is depicted by capital letters. The deduced amino acids are written in one-lefter

symbols. The mature peplide slarts from block arrow. Black arrows represent pnmers.

Construction of expression vector

A cDNA encoding the mature Pem-MIH fragmenl was cloned into pPICZCLA expression

vecior by inserting downstream of (L-factor secretion signal. In the resulting construct, pPICZQ

AMIH (Fig.2), the Pem-MIH cDNA was placed under the control of AOXT promoter and the
expressed product was expected o be secreted into the culture medium by the Ol-factor
secretion signal ihat contains no Glu-Ala repeals. The construct, pPICZOA/MIH was then
transformed into E. colt strain DH5(L and the recombinant clones were sefected on LB agar

plate supplemented with 25 [lg/ml Zeocinw_ The transformants clones were subjecled to PCR

| ,ﬂ
|
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screening and the DNA sequence of the positive clones were determined by the method of ABI

PRISMTM using ABl PRISM Model 377 Dye terminator cycle Automate DNA sequencer {PE

Applied Biosystems).

3 A0X1 TEF17
EMZ7
Pem-MIH
Zeocin
u- factor []
ColE [
5T AOXT
Pmet

Fig 2. A physical map of pPICZ QLA/MIH. The recombinant vector contains Pem-MIH cDNA that fused

in-frame with the COl-factor secretion signal without Glu-Ala repeats. The fusion protein is under the
control of § AOX?T promoter TEFT and EM7 promoter drive expression of the Zeocin ™ resistance

gene in Pichia and E. coli, respectively. Co/ET allows replication and maintenance of the vector in £

coli.

Transformation of Pichia pastoris by electroporation

The recombinant vector, pPICZOLA/MIH, were linerized by Pmel within the 5
AOX1 region. About 500 ng of linearized vectors were precipitated, resuspended in 5 LU
sterile distill water and subsequently incubated with P. pastoris competent cells. The mixture
was transfer to an ice-cold 0.2 cm electrocuvette and pulsed by using Bio-Rad Gene Pulser
with the condition: 1.5 kV, 2.5 LLF and 200 €). The transformed reaction was added with 1 mi
of 1 M sorbitol and incubated at 30 °C without shaking for 1 h. Then, 1 mi of YEPD was added
and the incubation was continued at 30 'C with shaking for 2 h. The P. pastoris recombinant
were selected on YEPD plate supplemented with 100 Hg/ml Zeocin'" and subsequently
analyzed for the integration of pPICZOA/MIH into P. pastoris genome by using PCR
amplification with 5'A0X1 and 3'A0X1 primers.
Small scale expression of recombinants Pem-MiH peptide in P. pastoris.

A single colony of recombinant P. pastoris was inoculated in 2 ml YEPD supplemented
with 100 Jlg/mil Zeocin'  at 30 'C with shaxing for 72 h. The culture was transferred to 5 mi
BMGY mediumn, starting at OB, = 0.2, and grown at the same condition until ODg,, reach 5 -
6. In the induction step, the cell pellet was harvested by centrifuge at 5,000 rpm for 5 minutes

at room temperature, then resuspended in 1 m! BMMY medium. Absolute methanol was added



to a final concentration of 3% (v/v) every 24 h to maintain the induction for 3 days. To moniter
Pem-MIH expression and secretion from the cell, the culture supernatant was analyzed

on 16.5% Tricine SDS-PAGE.

Results
Amplification of putative mature Pem-MIH cDNA

By using gene specific primers to amplify the ¢cDNA encoding the mature Pem-MIH, a
single band of amplification product was obtained (Fig. 3) and subsequently cloned into
pPICZOLA expression vector. The nucleotide sequence analysis reveaied a 231 bp open
reading frame encoding 77 residues of Pem-MIH. The deduced amino acid sequence of Pem-

MiH was compared with MIH, GIH and CHH peptide from other crustaceans (Fig. 4). Pem-MIH

showed the highest similarity in its structure to that of the processed active MIH of P. japonicus,

Pej-MIH (Chira et al., 1997)

bp

100 Fig. 3 The PCR products amplified using gene specific primers.

200

M: 100 bp DNA ladder markers.
Lane 1. Primary amplification using MiH-F and MIH-R1 primers E

Lane 2: Secondary amplification using MIH-F and MIH-R2.1

16
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Fig. 4 Comparison of the amino acid sequence of Pem-MIH peptide with those of F. japonicus MIH
(Pej-MIH, Ohira et al., 1997), M. enesis MIH (Mee-MIH, Gu et al., 2000), P. monadon sinus gland
peptide (Pem-SPG-C1, Krugkasem et al., 2002), Nephrops norvegicus GtH (Nen-GiH, Edomi et al.,
2002), H. americanus GIH (Hoa-GIH, De Kieijn et al., 1994), H. americanus CHHB (Hoa-CHHB, De
Kleijn et al., 1995). Procambarus clarkii CHH {Prc-CHH, Yasuda-Kamatani et al., 1999), Masupenaeus
japonicus CHH (Mej-CHH, Qhira et al., 1999), Macrobrachium lanchesteri CHH  (Mal-CHH, Ju et al,,
1998) and P. monodon CHH1 (Pem-CHH1, Treeratirkool, 2001). The amino acid residues that are

identicat to Pem-MIH peptide are highlighted.

Determination of Pem-MIH cONA integration into P.pastoris genome.

The recombinant vector pPICZOLA/MIH was linearized with Pmel before transformed
into P. pastoris. Dige‘stion with Pmel provides the integration region for Pem-MIH cDNA
fragment to integrate into £. pastoris genome. P. pastoris transformants were firstly screen for
Zeocinw-resislance using YEPD supplemented with 100 flg/ml ZeocinTM plate. Genomic DNA
of Zeocin' " transformants were extracted and further identified for integration by PCR analysis
using 5" AOX1 and 3° AOXY primers. PCR screening of ten P. pastoris transformants that were .
transformed with pPCZOLA/MIR showed PCR products with the sizes of 754 bp, while a band
of 589 bp was cbserved from transformants containing only pPICZOLA expression vector (Fig.
5). These results suggest that the linearized veclars containing Pem-MIH fragment was

integrated into the P. pastoris genome in all ten clones.
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Fig. 5 PCR screening for integration of pPICZ (LA fecombinant plasmids into the genome of F. pastoris
transformants.

M: 100 bp DNA ladder markers

Lane 1: PCR product of P. pastoris genome

Lane 2: PCR product of transformants containing integrated pPICZ OLA vector.

Lare 3 ~12: PCR product of fransformants containing integrate d pPICZOLA/MIR plasmids.

Lane 13: PCR product of pPICZ OLA plasmid.

Lane 14: negative control in the absence of DNA template.

Small scale expression of recombinant Pem-MiH

The positive clones that contains Pem-MIH fragment integration were chosen for small
scale expression in order to select for the ‘élor\es that give highest level of expression. These
clones were grown in BMGY medium until ODggy reach 5-6. To induce the
expression, cells were harvested and resuspend in BM containingf 1% (viv) of methanol. The
methanol was subsequently added to final concentration of 3 % (v/v) every 24 h. for 3 days.
The secreled Pem-MIH expression was detected by 16.5 % Tricine SDS-PAGE as a band at
the expected size about 8.4 kDa (Fig. 6). The three highest level expression clones {clone 22,
25 and 28 i lane 7, 9and 12 respectively) secretedabout 5 mg/l of Pem-MIH into cullure

medium.
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Fig. 6 Tncine SDS-PAGE protein profile of the P. pastoris transformants containing pPICZ GLA/MIH
integration. Panel A and B show total lysale OD o= 0.2 and 100 pl culture medium of P. pastoris
recombinant after methanel induction, respectively.

M : Molecutar weight marker
Lane 1. pPICZCQLA P. pastoris fransformants
Lane 2: pRPICZCLAI/CHH P. pastoris transformants

Lane 3 -12: pPICZOLA/MIH P. pasioris transformants.

Discussion

The open reading frame of Pem-MIH peptide from P. monodon was successfully
cloned. The deduced amino acid sequence reveals a putative mature peptide comprising 77
amino acid residues and shares the highest degree of identity with process peptide of MIH of

P. japonicus (94%). Significant degrees of identity were observed between Pem-MIH and MIH



of Metapenaeus ensis (87%), including recently report of P. monodon sinus gland peptide

(Pem-SGP-C1, 80%). On the contrary, lower degrees of identity were found between Pem-MIH
and GIH (47%) and CHH-B (32%) of the american lobster, Homarus americanus. Pem-MIH
also showed tow level of identity (29%) in the amino acid sequences to CHH1 of P. monodon
{Treerattrakool, 2001)

Chan et ai., (1990) has shown that the purified peptide from the sinus gland of H.
americanus had both MIH and CHH activity. Moreover, Cam-MIH and Pej-SGP-VI were also
demonstrated to posses both functions (Webster, 1991 and Yang et al,, 1996). This is not
surprising as the overlapping activities could be due to structural simitarity among the peptides
in this family. The high degree of identity between these peptides not only depends on species,
but also correlates with a highly conserved function of these hormones. in contrast, the MIH
peptide of P. bouvieri that share 90% identity in the amino acid sequence with its own CHH
does not present any hyperglycemic activity (Aguilar-Gaytan et al., 1997). However, to conclude
that Pem-MIH is a molt-inhibiting hormone, physiological study is necessary to clarify whether
this hormone can prolong molt duration.

The recombinant Pem-MIH was expressed in P. pastoris as a secreted protein with higher yield
than the Mee-MIH that was expressed in E. cofi (Gu et al., 2001). Although the N - terminus of
Mee-MIH contains 47 residues of the additional amino acids that could have effect to its
biological activity, Mee-MIH significantly extended molt duration of juvenile M. ensis. For the
recombinant protein expressed in P. pastoris, the additional N - terminus peptides of the CL-
factor secretion signal is removed by KEX2 protease. The cleavage at KEX2 cleavage site
could be facilitated by the present of the juxtapose downstream Glu-Ala repeats {Romanos et
al.,1995). However, the' recombinant Pem-CHH?1 expressed in P. pasforis has been
demonstrated to be completely processed by KEX2 protease without the Glu-Ala repeats and
also retained biological activity (Treerattrakot, 2001). This result indicates that the cleavage
between the (l-factor signal sequence and Pem-CHH1 at the KEXZ2 site did not necessarily
require the Glu-Ala repeats. However, the N-terminal region of the secreted Pem-MIH peptide
need to be determined in order ic ensure that the (f-factor secretion signal was completely
cleaved by KEX2 protease in the absent of Glu-Ala repeat. Since the isolation of MIH fiom
eyvastalks using HPLC (High - performance iguid chromatography) and other techniques have

ther hmitabon, recomiinant DNA technology may provide an alternative approach to oblain a

ferae quaniity of pure and  biological active protein to study the structural and function

relationships of MiH ncruding determination of a precise mecharism of molt inhibition.
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Abstract: Growth in Crustacean occurs only when the exoskeleton is removed by a
physiological process called molting. Molting is triggered by ecdysteriods that are
synthesized and secreted from the Y-organ. The synthesis of ecdysteroids is negatively
regulated by molt-inhibiting hormone produced by X-organ sinus giand complex (XOSG)
in the eyestalk. A cDNA encoding the mature region of molt-inhibiting hormone of
Penaeus monodon (Pem-MIH) was cloned. Recombinant protein of the expected size for
MIH was expressed form Pem-MIH c¢DNA in the yeast Pichia pastoris. The recombinant
Pem-MIH was purified by size exclusion chromatography. Biological activity assay
revealed that recombinant Pem-MIH could significantly prolong the molt duration of
P. monodon suggesting it function as a molt-inhibiting hormone.

Key word: MIH, molt duration, Black tiger shrimp

Methodology: 1. Cloning of a cDNA encoding the mature molt-inhibiting hormone of
Penaeus monodon (Pem-MIH). Total RNA from optic ganglia was used as a template to
synthesize the first strand cDNA by using an oligo-dT primer and Superscript™ ]I reverse
transcriptase (Gibco-BRL). The resulting first strand cDNA was subjected to PCR
amplification by gene specific primers, MIH-F and MIH-R2.1. The PCR product was
subsequently clone and its nucleotide sequences determined. 2. Expression of
recombinant Pem-MIH peptide. The cDNA encoding Pem-MIH was ligated to pPICZaA
expression vector downstream of «-factor secretion signal. The resulting plasmid,
aMIH-EX was Pme | endonuclease before transformed into a methylotrophic yeast,
Pichia pastoris. The recombinant clones were determined for the integration of aMIH-EX
into P. pastoris genome by using PCR amplification with 5’40X7 and 3'AOX]! primers.
A single colony of recombinant P. pastoris was grown in BMGY Medium at 30 °C with



shaking until ODgpe reach 5-6. The cell pellets were then harvested and resuspended in
tol/5 volume in BMMY medium. The expression was induced by the addition of absolute
methanol to a final concentration of 3% (v/v) every 24 h for 5 days. The secreted protein
in the culture supematant was determined by 16.5% SDS-PAGE and the recombinant
Pem-MIH was purified on Superdex 75 column (Amersham pharmacia biotech).
3. In vivo biocassay of Pem-MIH. Individual live black tiger shrimps (13.5-14 gm each)
were maintained in 10 ppt aerated artificial seawater in separate compartments. Shrimps
were allowed to molt once and leaved for 3 days before injected with 5 pg purified Pem-
MIH. Shrimps in control group were received an equal volume of PBS injection. Molt
duration was determined by the time that the shrimps tool for completing the next round
of molting.

Results, Discussion and conclusion: The total RNA from of a shrimp was used as a
template for cDNA cloning in order to exclude polymorphism among individuals. A PCR
product of the expected size of 231 bp encoding 77 amino acids was obtained. The
deduced amino acid sequences from the cDNA share the highest degree of identity (94%)
with the processed peptide of MIH of P. japonicus. Significant degree of identity was
observed between Pem-MIH and MIH of Metapenaecus ensis (87%). Pem-MIH also
shares 29% identity to crustacean hyperglycemic hormonel of P. Monodon (Pem-CHH1)
previously shown to have the ability to elevate haemolymph glucose level. A peptide
purified from the sinus gland of the lobster, Homarus americanus had been shown to
processes both MIH and CHH activity. It is not surprising that overlapping activities were
due to closely related structures among peptides in this family. Typically six cycteine
residues are conserved an identical positions in all of these hormones. Determination of
the molting period showed that molting took place within a duration of 11.8 + 1.48 days
for the P. monodon infected with PBS. In the biological assay for MIH activity of the

recombinant Pem-MIH, the length of molt duration was significantly extended to 16.29 +

1.98 days for shrimps injected with purified recombinant Pem-MIH. There was no

significant difference in the molt cycle duration for shrimp injected with crude eyestatk

extract compared to shrimp injected with purified Pem-MIH. These results suggested that

Pem-MIH function to prolong the molt duration, and thus are considered as a molt-

inhibiting hormone of P. monodon.

References: ’

Chang. E.S., Prestwich, G.D., Bruce, M.J., 1990. Amino acid sequence of a peptide with
both molt-inhibiting and hyperglycemic activities in the lobster, Homarus
americanus. Biochem Biophys, Res. Cummum.171, 818-826.

Gu, P.L., Chu K.H., Chan, S.M., 2000. Bacterial expression of the shrimp molt-inhibiting
hormone (MIH): antibody production, immunocytochemical study and biological
assay. Cell. Tissue. Res. 303, 129-136.

Treerattrakool, S., 2001.Expressionof Pem-CMG of Penaeus monodon in Pichai pastoris
and analysis of its biological activity. (M. Sc. Thesis in Molecular genetics
engineering). Mahidol: Faculty of Graduated studies.

Yang, W.J., Aida, K., Terauchi, A., Sonobe, H., Nakasawa, H., 1996. Amino acid
sequence of a peptide with molt-inhibiting activity from the Kuruma Prawn
Penaeus japonicus. Peptide. 17, 197-202.



mstiuifamstiawessedTinudiasziurima (cHu) Tudaga TnnusviupimeTilsfugnuas Pem-CHH 1

THE INHIBITORY EFFECT OF ANTI-rPem-CHH 1 ANTIBODY ON THE ACTIVITY OF
CRUSTACEAN HYPERGLYCEMIC HQRMONE (CHH) IN Penaeus monodon.

g a3z ng, sRu gauns uas ana Wugsw.

Supatira Treerattrakool, Apinunt Udomkit and Sakol Panyim.

Institute of Molecular Biology and Genetics, Mahidol University, Salaya Campus, Nakhon Pathom 73170,
Thatland; e-mail address: staud@mahidol.ac.th

INAAES : Crustacean hyperglycemic hermone (CHH) lﬂuaﬂﬂ‘lnﬁaﬂﬂuuﬁ;ﬁ?wamwaﬁﬂi:mwwgamwm X-organ Tufunmedad
Smnaimaiou CHH ﬁmﬁ'wﬁﬂmﬂus:ﬁmii"wma"lunﬁamm:ﬁnﬁ’;'mﬁunﬁﬁmuwaa"hﬁuizuuﬁuﬁuﬁ @nsAnyuiisasums Tnan
fia uaz e cr Tufina @t Pem-CHH) Tuanidedowmiil Tumsfioui 8vnmsadiTilsiugonan CHH 1 veafinati
(Pen-cHH 1) Tussiwesuuadie uasinnl$lumradaeurusahony ieuAveRRad 4l minzds Pen-CHE 1 910
Mif WUTwBLAUAAAD Pem-CHH | fudsarmamnselumaiinszdiniaahuien yeamrsasanafumusadainaidit 1f sz

v v y
50 % UBNUINT: uDUAUDARE rPem-CHH 1 Haarmnsndufinisiiamanaaes lan cii Tudenad Tddrzun 15-20%.

Abstract: Crustacean hyperglycemic hormone (CHH), produced from the X-organ sinus gland complex in the
eyestalk of crustaceans, is responsible for glucose level in the haemolymph and also plays role in ovarian
development. The cloning and characterization of recombinant CHH 1 of Penaeus monodon (rPem-CHH 1) has
been previously reported. In this study, large quantity of rPem-CHH! was obtained by expression in bacterial
expression system, and was used for antibody production in mice. The antibody obtained showed specificity to
rPem-CHHI. This anti-tPem-CHH 1 antibody reduced the ability to elevate the haecmolymph glucose level of the
eyestalk crude extract to about 50 %. Moreover, the antibody could also inhibit about 15-20% of the activity of
the natural CHH in P. monodon.

Methodology: | Expression and Purification of rPem-CHH 1. Using £. coli expression system, the rPem-CHH 1
protein was expressed after induction with 0.4 mM IPTG for 4 h. The inclusion form of rPem-CHH 1 was
solubilized in 8M Urea/PBS (pH 7.4). The soluble protein was subsequently purified by size-exclusion
chromatography. 2 Antibody production against rPem-CHH 1. The purified rPem-CHH 1 was transferred to a
buffer containing 0.2% (w/v}) SDS in PBS, pH 7.4 by Centriplus YM-3 column (Millipore, USA). The female
mice (BALB/C) were immunized with the mixture between 100 pg of purified tPem-CHH 1 and complete
Freud’s adjuvant (Sigma). Subsequently the antibody production was boosted with the mixture between 100 Lg
of purified rPem-CHH 1 and incomplete Freud’s adjuvant in the second and third injections. The antiserum of
whole blood from the heart was determined for its sensitivity and specificity, and used in biological assay. 3
Biological assay for inhibitory effect of anti-rPem-CHH | antibody on CHH activity. 3.1 One pair-equivalent of
eyestalk crude extract was pre-incubated with anti-rPem-CHH | antibody in a final dilution of 1:500 at 4°C for 2
h. This solution was injected into ten individual starved eyestalk-ablated P. monodon through the arthodial
membrane of the second walking leg. For the negative and positive control groups, each individual shrimp was
injected with 100 ul of PBS and one pair-equivalent of eyestalk crude extract, respectively. 3.2 Anti-rPem-CHH
I antibody (1:500) was injected into twenty individual normal shrimps while the control group was injected with
100 ul of PBS. The glucose level in the haemolymph of individual shrimp in 3.1 and 3.2 were determined at 0,
0.5,1, 1.5 h after injection using,a glucose dignostic kit (Sigma).

Results, Discussion and Conclusion: The rPem-CHH 1 protein was expressed as inclusion bodies. Generally,
inclusion bodies can be solubilized in high concentration of denaturant such as urea or guanidine-HCI. In this
study, the inclusion bodies of rPem-CHH | were solubilized in 8M urea/PBS (pH 7.4). The soluble fraction was
purified by size-exclusion FPLC chromatography. This purification could remove all contaminated protein from
rPem-CHH |. The urea in the buffer was removed by replacing with 0.2% (w/v) SDS in PBS, pH 74 i
Centriplus YM- 3 column. The low concentration of SDS would increase solubility of rPem-CHH 1. The final
yield of purified rPem-CHH 1 was 12 mg/L. of the culture mediun as determined by Bradford’s method using
the Bio-Rad Protein Assay kit. Mouse antiserum was raised against purified rPem-CHH1. The sentivity of anti-
rPem-CHH | antibody was determined by dot blot analysis. Five nanograms of purified rPem-CHH could be
detected by a 1:20,000 dilution of the antibody. Anti-rPem-CHH | antibody specifically recognized CHH. The
ability to elevate the haemolymph glucose level of the eyestalk crude extract decreased dramatically (50%) after
pre-incubated with the antibody suggesting that the binding of antibody to CHH in the eyestalk extract can
inhibit its hyperglycemic activity. Moreover, P. monodon injected with anti-rPem-CHH | antibody exhibited
about 15-20 % decrease in hyperglycemic activity suggesting that anti-rPem-CHH 1 antibody could also inhibit
the activity of the natural CHH in P. monodon at some extent,

Reference: (1) Udomkit, A., Chooluck, S, Sonthayanon, B., and Panyim, S. 2000. J. Exp. Mar. Biol. Eco.224,
145-156,
{2) Treerattrakool, 5., Udomkit, A., Eurwilaichitr, L., Sonthayanon, B., and Panyim, S,
Mar. Biotechnol. (In Press).

Keywords: Antibody, Crustacean hyperglycemic hormone (CHH), Peraeus mornodon.
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