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Abstract
Project Code: PDF/60/2540

Project Title: Molecular cloning and expression of a ¢cDNA encoding molt inhibiting
hormone-like peptide from Penaeus monodon

Investigators: Apinunt Udomkit
Institute of Molecular Biology and Genetics, Mahidol University

E-mail Address: staud@mahidol.ac.th

Project Period: 1° August 1997 — 31% July 2000

Objectives: 1. To clone and characterize cDNAs that encode molt-inhibiting hormone

related peptides (Pem-CMG peptides) from Penaeus monodon.

2. To express the Pem-CMG peptide from the cloned cDNA in Escherichia

coli.
Methodology:

cDNAs encoding Pem-CMG peptides were cioned from P. monodon's eyestalk RNA
using Rapid Amplification of cDNA Ends (RACE) strategy. The coding region for Pem-
CMG1 peptide was subcloned into pET3a expression vector, and expressed in Escherichia
coli. The expressed product was solubilized and was purified by reversed phase HPLC.
Results:

Three cDNAs coding for Pem-CMG1, Pem-CMG2 and Pem-CMG3 peptides were
cloned. The translated amino acid sequences in the mature peptide region of the three
Pem-CMG peptides were more than 93% identical. A coding sequence for the full-length
and the mature peptide region of Pem-CMG1 were expressed in E. coli. The amino acid
sequence at the N-terminal of expressed peptides were determined and confirmed that they
were expressed from Pem-CMG cDNA. The expressed products occurred as insoluble
inclusion body. This inclusion could be solubilized with more than 50% solubitlity in 6M
urea. The expressed Pem-CMG1 peptide was partially purified. After a single round of

reverse phase HPLC using JUPITER 5u C18 column (250 x 6.6 mm, Phenomenex), most

of the contaminated proteins were removed.

Discussion / Conclusion:

The cDNAs encoding peptide hormones in CHH/MIH/GIH family, so-called Pem-
CMG peptides, were successfully cloned from P. monodon. The translated amino acid
sequences from Pem-CMG1, Pem-CMG2 and Pem-CMG3 cDNA revealed that they were
highly similar and possessed all characteristics of other peptides in the same family

previously characterized in several crustacea. Since Pem-CMG1 peptide was expressed in



E. coli as insoluble inclusion body, appropriate solubilization and refolding methods would
be needed in order for the Pem-CMG1 peptide to be in biologically active conformation.
Single step purification of solubilized Pem-CMG1 peptide could get rid of most of the
contaminated proteins. However, further purification steps should be conducted so as to get
the Pem-CMG1 peptide with higher purity. The purified Pem-CMG1 protein could then be
used in biological activity assay in order to determined the function of this peptide.
Suggestions / Further Implication / Implementation:

The Pem-CMG1 peptide expressed in E. coli needs several downstream processes
for solubilization, refolding and purification before the assay for biological activity of the
peptide could be done. Using expression system in eukaryotes such as yeast may help the
expressed peptide to fold in the conformation that is appropriate for its function. The use of

secretion expression system would also help improve both the yield and the purity of the

expression product.
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1w template uazlflwswediini: CMG-mat fisanuuuyiandauiiindlainddwnsy
Us1s N 189 mature peptide w8z CDR fisanuuusiandisuiiondlalndan stop codon
V89 Pem-CMG1 fudaiy é’atmm'lugﬂﬁ 2 Ufji3u1 PCR 1l3znaueny 20 mM Tris-HCI (pH
8.8), 10 mM KCI, 10 mM (NH,4),S0O,, 2 mM MgSO,, 0.1 mg/m! nuclease-free BSA, 0.1%
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J: - L3 o al L
BamH| 1tuciTu CMG-mat cDNA gniRuimiklapds PCR aap Iwsiuad CMG-mat uaz

CDR muam'lugﬂn 2 pasnuudssacnlawlsl Ndel uas BamHl newisshadeuse

o ol - L [ [
fiu pET3a Nonaaduiaulod Ndel uaz BamHI 1Turiu
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= N .
2.4 M998 inclusion protein

né’ammﬁumaﬁﬁgn induced ¢t IPTG (Tue 4 T2lusdreisAasunsluta
2.3 ud 39 resuspend traglwinnauuszvinlwimaguanlan French press 7 900 psi WAI9IN
Wn3afy inclusion protein Tagn1sUufi 10,000 rpm 1lutasn 10 WAl 'ﬁlqm‘nqﬁ 4°C 8
inclusion #aBviNaw 3 AT Lﬁuﬁqmﬂqﬁ -20°C dmiumiarndludueaudaty
3 nisesasseullsduiiuansaan

M Aesillsdu Pem-CMG1 'lugﬂﬁuamaanmn CMG U8z CMG-mat cDNA ¢3¢
3% SDS-acrylamide gel electrophoresis (SDS-PAGE) unz aTIFauUasunIaazdlunaane
N laen13%1 N-terminal amino acid sequencing
3.1 n19 transfer lWs@wluds PVDF membrane

Fiansiluséiudae SDS-PAGE lauidu thioglycotic acid 1w upper buffer T3
auituTuu 0.015% MaINNN1IYiN SDS-PAGE W gel W 10 mM 3-(cyclohexylamino)-
1-propanesulfonic acid W8z 10% methyl alcohol (iuiian 5 ufi mmfuTlJ'sﬁua:gnﬂ"mmu
1Uds PVDF membrane G'f‘wl.ﬂéao Mini Trans-Blot Electrophoretic Transfer Cell (Bio-Rad)
TaslsnszualWflafianuednsdng 50 voit (Huae 100 wdt ﬁqmuqﬁ 4°C ud2daulusand
8guu membrane ¢ coomassie brilliant blue R250 ANUTUTH 0.25% 1w methy! alcohol
20% waz NInardan 7% udId190andy methyl alcohol 50% TNuuIidaunuvasllsindg

L% A o =] L] N . . .
@897 WM IIaTIEAlaani13vin N-terminal amino acid sequencing

4 nsuanuSgnills@n Pem-CMG1
ﬁ']ﬂ’ﬁﬂﬂﬂﬂdLl.UﬂU%Ejﬂ%Tﬂ‘iﬁ% Pem-CMG1 7iL&90an97n cDNA §nsufiused

mature peptide o U1 lums assay 1 biological activity 184 Pem-CMG1 LU Inddaly
Tmuu.‘i:mnnm'm:mu inclusion 1831U38u Pem-CMG1 ﬁuaﬂoaanmn CMG-mat cDNA @1t
fIREAIL 6 M urea URIUULLALENLANIZHINDDY supernatant muunu‘%qnﬁﬂueﬁ reverse-
phase HPLC lauld JUPITER 5u C18 column(250 x 6.6 mm, Phenomenex) Tuaaulums
Luni3ueIn MIANAMUTNTUYEY acetronitrle 14 0.1% trifluoroacetic acid (TFA) 910 0-
10% Tutaan 1 wf udnIfifauTuTu 10% 09 acetronitrile (Hwiaa 10 wAf 9nEud
Wusn 10% Ju 60% luen 30 ﬁmmuwiﬁwﬁuunaanuﬂﬂumﬁﬂmmsgﬂnﬁu
waafi 280 nm s TUsdUAALEN fraction 619 JuTaTz eI SDS-PAGE
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HANITNARDY
1. mslaan uazmisiazvarsuiiailolndyas Pem-CMG cDNA 3 B

2INN13¥N 3 RACE uar 5 RACE Tmmﬁu'ﬁagamnﬁwﬁunma:ﬂumﬁnﬁ (CEDCYN)
vavaailunlungy CHH/MIHGIH aldlumsssnuuuinfives sansnlaau cDNA 14 3
'nﬁﬂ'ﬁﬁs'i'lﬁuﬁaaﬁ‘[a%ﬁaé‘waﬁaﬁuaaﬂuulunfiuﬁ cU3ouiisulesldlusunsy Blastn) W
%991 Pem-CMG1, Pem-CMG2 uazPem-CMG3 enudau (laildusaing)
2. misilensidduniaesiluinsasiastandrduiaailaindnes Pem-CMG 13 3

BUA

vminaaisuasaauiiandlalnaves Pem-CMG1, Pem-CMG2 uaz Pem-CMG3
cONA TidudrauniaaziiludasiUsunsy six frame translation (BCM) G‘fouam‘l'i‘lugﬂﬁ 4
Wi dunInaziluiinensEu1InN Pem-CMG cDNA 19 3 TilauBauifinyiudey
nsaariiluvay CHH, MIH us: GIH mam%’amv‘ﬁ'wﬁﬂ‘é‘uqﬁﬁc&’ﬁumu‘l’i’ aaldsunsy
ClustalX NmJaamnﬂ’%‘umﬁuuuaﬂﬂugﬂﬁ 5

dreunieasfilures Pem-CMG1, Pem-CMG2 ua: Pem-CMG3 isznausisnsaasiily
7% 127 67 (Pem-CMG1) Uaz128 62 (Pem-CMG2 uaz 3) lapiidgreunimaziilu lysine-
arginine (KR) tilu putative processing site Aezuansmaanying somilu signal peptide
ez mature peptide ANBMAINEIRISONU TGN CHH nasRaFariaduisuanins

WauSsufisudrdunine:iluzad Pem-CMG1, Pem-CMG2 uaz Pem-CMG3 Wuin
graunseaziluludiuues signal peptide fanuuananrinatisfinlata lurueidrdunsa
a:0lu 74 d7luduvo9 mature peptide Tauasuadatuuinnin 93% (faulFeumAouny
greuninazilunas CHH, MIH uat GIH 1a9aimaduriiadus wuin Pem-CcMG wilnéva
3 'nﬁﬂﬁé'num:ﬁw'@maoaaﬂuulumiui{ 1duri fanueniueas mature peptide fisznou
aanninazdluimin 72-80 a2 Tddunsaazlilueying CEDCYN uazlsznaudionsaezdl
T4 cysteine 6 G‘hﬁagluﬁwmetﬁmﬁ’uﬁ'uaaﬂuuﬁulunsjui‘f uasdinnuadiaadinuag
frounsaaziiluszning 35-50%
3. NISUAEGIBENYaI Pem-CMG1 1w E. coli

LlaWE Pem-CMG1 ¢DNA vinsuddimaihandnsnmsusasaanlu £ coli wuinliséu
Pem-CMG1 fiugaiaanain CMG cDNA Duwiailszanm 14 kDa duldsaufiugataanain
CMG-mat cDNA Hivuradszunt 8-9 kDa TﬂuﬁTﬂsﬁuv‘T’aﬁaauamaanlugﬂmm inclusion 44
aany e ludusas insoluble fraction WaIINAY IR Tad AN é’auam’lugﬂ'ﬁ' BURS Eﬂﬁ 7
wananlusaufifauaaudainisuds W inclusion Sawulls@urfaiulusanurdan



Pem-CMG1

-tcagtgcagagggagagcctggaagttgetgacegtcgetoccgatetgoctctacactaaagat @ 65

66 : ATGGTTGCCGTTGGACCGATGCGGACAGCTGTCCTGGTGTCCCTGCTGTTGGCAATCCCGGCCTCT 131
M V A V ¢ P M R T A V L V S L L L A I P A S

132: GCCACCACCTTCGGAGACGGAAATGACATTCCAACGTTCCTCCGTTCTTCCCCAGAAGCCTCTCCT :197
A T T F G D G N DI P T F L R $ S P E A S5 P

198: GTGACTTCCCTTCACACCTCAGACAARCGCAGCCTATCCTTCAGGTCTTGCACGGGCGCCTACGAC 263
vT s L HET s bp [ s L s F RS CTGH ARTYD

264: CGCGAACTCCTTGTAAGGCTCGACCGCGTGTGCGAAGACTGCTACAACGTGTACCGCGACGTCGGA 329
R E L L V R L D R V C¢C E D C Y N V Y R D V G

330: GTGGCAGCCGAATGCAGGAGTAACTGTTTCCACAACGAGGTGTTCCTCTACTGTGTGGACTACATG :3585
vV A A E C R S N C F H N E V FP L Y €C V D ¥ M

396: TTCCGGCCTCGTCAAAGGAACCAGTACCGEGCCGCCCTACAGAGGCTCGGCAAGTAGgEggttect 1461
F R P R Q R N @ ¥ R A A L Q R L G K =

462: cttcagccagacctcgecatgocgacteccaagacgaccagacteottattaggttgetttegtatee 527

528: tgatttaaaaggtaaaataagagcctgtacaacaagcctcctgtctaataaaaataagagaaatat :583

Pem-CMG2

t: 1
2: cagtgcagagggagagcctcgaagtcggtggtecttgttecttetgeteetgtegagtecagegaa @ 67
68: ATGGTTGCGGTCCGATTGGTGCAGTCAGCTGTTCTTGTGTCCTTGCTGGTGGCACTTCCGGLCTGT ¢
M v A vV R L V Q 5§ A VvV L VvV 858 L L VvV A L P A C
134: GTCACAACTTCTGARAACACGAATGARATACCGGCGTCCATTCTTTCCTCCCCTGGGGATTCCCTT :199
v T T 8 E N T N E I P A 5 I L 8 8 P G D 8 L
200: TCAGAAGACCARAGCATAAGCAAACGCTCTATATGGTTCAATTCTTGCACGGGCGTCTACGACCGC :265
s ED Q9 s 1 s [ s 1 w F N S C TGV Y D R
266: GAACTTCTTGTAAGGCTCGACCGCGIGTGCGAAGACTGCTACAACCTCTACCGCGACGTCGGAGTG : 331
E L L vV R L D R VY C E D C Y N L Y R D V G V
332: GCGGCCGAATGCAGGAGTAACTGTTTCCACAACGAGGTGTTCCTGTACTGCGTGGACTACATGTTC :397
A A E C R 58 N C FHNEV F L Y C VD Y M F
398: CGGLCTCGCCAGAGGAACCAGTACCGGGCCGCCCTCCAGAGGCTCGGCAAGTAGgeggttegtett 1463
R P R 0 R N Q@ ¥ R A A L Q R L G K =
464: cggtcaacccttcoctgeggggacgeotegocegtgagattttttetaggeotetecctteggttgettet 529
530: gtatcctaagttagaaacggataacatattgacgtcgaggtatttcatgtacagtgtcttcataaa :595
596: gcagaaatatat : 607

Pem-CMG3

Tec @ 2

3 : agtgcagggggagagcctcgaagteggtggteocttgttecegetgatetgttgegagtecagegaa @ 68

69: ATGATTGCGGTCCGACTGETGCAGTCAGCTGTTCTGGTGTCCCTGCTGGTGGCATTTCCGGCCTGT 134
M I A VvV R L VvV Qg 8§ A V L vV 8 L L VvV A F P A C

135: GTCACGACTTCTGAARACACGAATGAAATACTGGCGTCCATTCTTTCCTCCCCTGGGGATTCCCTT: 200
v T * 8 E N T N E I L A 8 I L S 8 P G D S L

201: ACACGAGAACAAAGCATAAGCAAACGCACCATGTCGTTCAGTTCTTGCACGGGTGTCTACGACCGC: 266
T R E 0 s 1 s ) T™“¥ s F 8 8 ¢ T G V Y D R

267: GAACTCCTTGTAAAGCTCGACCGCGTGTGCGAAGACTGCTACAACCTCTACCGCGACGTTGGAGTG: 332
E L L v K L b RV C E D C Y N L ¥ R D V G V

333: GCGGLCCGAATGTAGGAGTAACTGTTTCCACAACGAGGTGTTCCTGTACTGCGTGGACTACATGTTT: 398
A A E C R § N C F H N E V F L ¥ €C VvV D Y M F

399: CGGCCTCGCCAAAGGAATCAGTACCGGGCCGCCCTGCAGAGGCTCGGCAAGTAGgegggtactate: 464

R P R ¢ R N OQ Y R A AL QU RTIULUGEK =*

465: cggccagctocttocgecacgggegetegotgtgagactttotgaatgaccagactotaggetotect: 530

531: cggttgcocctetgtatcctaagttagaagetgacaccatattgacgocecgaggtgtttcatgtgtaat: 596

587: gtcttcataaagcataaaaacaaa : 621

] e Y
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d [ L Y r.l o gt -
sUn 4 deviiandlalnduazdrauntanziilures Pem-CMG1, Pem-CMG2 ua: Pem-CMG3

- - - [V o A . A = o P
fauiadlalndndousismdnusianfadiuniiilu 5 uaz 3 UTR §reuniaa~luuaas

#18 one-letter code uazniaazfilufiszunaRduans putative processing site, KR,



16

* 20 * 40 * 60
Pem-cMG  : ~-Bh smisi'r ' Y ORELLVRLDRVEED SYNYROVGVAAE SRSNSFHNEVFLY S Fau3 : 59
S R < = - 8 8 B e 1 LVRLORVEE DY NLYRDVGVARE R RSN EFHNEVFL Y AVD R L
Pem-CMG3 : --TM3 sE’rsw:u:uvnmm’-ansmmnvmunsﬂruwzmx!vnmp : 59
Pej-CHE : --AAFDPECUSR] -3 MG ST oD VEE P AYERRSNEFD -"'5'"151{- IPA : 59
Cam-CHR : --QIYDTECKE RS- vLIA FENDIRE BRCTxec) s SRS S ¥ 2 SACHT RQCMEDLIMM : 59
Hoa-CHHa : --QVFDQACKE Y- ¥, e, o8 SEDRYNLYRSIVACLS meb-l : 59

1S R OCTMDLIMI : 59

Hoa-CHHD : --QVFDQACKGR](-o B N KPP IVTT]
RQCLDLILY : 59

Orl-CHH2 : --QVFDQAC 'GE\.’R' B ASLDRVSED & YNLYRL S {VAJRS
Hoa-MIH : --E DQA 'GWR-HU”LDR eED e YNLYRI (3 STTO ALjROCLEOLLLS ¢ 59
Pav-MIH : --DTFDHECKEI}{-2LRFRIQENIICA NG EVFRE PKRZITECKT I KRNV ADLRHD : 59
Pej-MIH : SASFID CRIGSICNEIDTY LAZC A G T I FRILPGLD G 'R’* le I 3 62
Hoa-GIH : SAWFTNDECHIEMGNADRYEKVARCNECAYT FINNDEGVMCKKDCGITMOZIWCGYATERH : 62
% identity
Pam-CHMG : 74 100
Pam-(MG2 : 74 93
Pem-CMG3 ;74 93
Pej-CHH 1 74 51
Cam~-CHH : 1 76 44
Hoa-CHHa : : 74 47
Hoa-CHHb : : 74 43
Orl-CHH2 : ;74 44
Hoa-MIH 71 &4
Pev-MIH 2 12 44
Pej-MIH : 19 31
Hoa-GIH N i 4 31

31Jﬁ' 5 uWisufipudgdunsao:ilufinansauiann Pem-CMG1, Pem-CMG2 us: Pem-
CMG3 ﬁué’wﬁ'unwa:ﬁTumaoaaﬂuu'luna:u CHH/MIH/GIH 3 n®TTiariiadu niaasilu
cysteine 19 6 e'ﬁﬁwuluﬁmmmLﬁuaﬁuluaaﬂuuqn-nﬁm:mu@T’Juﬁtm URTAIUN IV
ninazilufiiniiourunan:iluves Pem-CMG athedan 2 sliaszunodpien

Pem : Penaeus monodon Pej : Penaeus japonicus
Pev : Penaeus vannamei Hoa : Homarus americanus

Cam : Carcinus maenas Orl : Orconectes limosus
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1 2 3 4 5 6 M 1 2
kKDa | kDa ‘
66 = — :

] 66 4 —
45 - — == = |
31 — 45 — !
215 4 --- T - i~ 317 ﬂm
. Y ﬁ\? M, -. b & P s ) 21 .5 4 s :
14.5 - — . e 12_2 — ,..#
it im—— - w2 o 5
A. B

31]1"'1 6 16.5% tricine-SDS-PAGE uaaslusauiiuanioansn CMG cDNA 189 Pem-CMG1

A.

lane M = Dalton standard protein marker

lane 1 = Total lysate of BL21(DE3)pLysS (non-induced)

lane 2 = Total lysate of BL21(DE3)pLysS carrying pET3a (non-induced)
lane 3 = Total lysate of BL21(DE3)pLysS carrying pET3a that contains

CMG cDNA of Pem-CMG1 (non-induced)
lane 4-6 = Total lysate of BL21(DE3)pLysS carrying pET3a that contains
CMG cDNA of Pem-CMG1 (induced for 3, 4 and 5 hours,

respectively)
lane M = Broad range standard protein marker
lane 1 = Soluble fraction of BL21(DE3)pLysS carrying pET3a that

contains CMG cDNA of Pem-CMG1 {4 hour-induction)
lane 2 = Insoluble fraction (inclusion) of BL21(DE3)pLysS carrying
pET3a that contains CMG cDNA of Pem-CMG1 (4 hour-

induction)
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kDa

45
31

14.5
6.5

gﬂﬁl 7 16.5% tricine-SDS-PAGE waeilUTaufiuasdaanain CMG-mat cDNA 283 Pem-

CMGH1

lane M

lane 1

lane 2

lane 3

lane 4

lane 5

Broad range standard protein marker

Total lysate of BL21(DE3)pLysS carrying pET3a (non-induced)
Total lysate of BL21(DE3)pLysS carrying pET3a that contains
CMG-mat cDNA of Pem-CMG1 (nen-induced)

Total lysate of BL21(DE3)plysS carrying pET3a that contains
CMG-mat cDNA of Pem-CMG1 (4 hour--induced)

Soluble fraction of BL21(DE3)pLysS carrying pET3a that
contains CMG-mat cDNA of Pem-CMG1 (4 hour--induced)
Insoluble fraction (inclusion) of BL21(DE3)pLysS carrying
pET3a that contains CMG-mat cDNA of Pem-CMG1 (4 hour—

induced)
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myinsiadunsaazilunstans N vaslsdufiuansaanain CMG cDNA WU
figreupainsaaziiluiidiusanisdats N iflu MVAVG waz misdessdaisunsaaziln
nstane N vaslsfufiuansaansin CMG-mat cDNA wuinfidgaurasniaasdluiiaausn
s N SLSFR (lilduaang) Gyaseny srdunseaziilufinaamiaandiauiiing
lalnduays CMG Laz CMG-mat cDNA 184 Pem-CMG1 anu&19u
4. nsusnuIans 209 Pem-CMG1 peptide
4.1 NAFAUNIIREANVYDI Pem-CMG1 peptide
ansazatnlUsiu Pem-CMG1 fluaadaanain CMG-mat cDNA %uaglugﬂmas
inclusion lagna®auaNEIN1snluIsazatBvad inclusion MAE1TaTAY urea HANITY
TUA19 ﬁ]ﬁu(i‘l‘:\‘il.wi 2. 4, ud 6 M WU inclusion protein ®Y1T0AZA0IANINNTT 50% lua1s
aeapRdaudutuens urea 1w 6 M ﬁmam'luzﬂﬁ 8
4.2 LL,Hnu?aqmg Pem-CMG1 peptide laa33 reverse phase HPLC
W1 Pem-CMG i peptide fiazatulu 6M urea mmmu%igﬂ'f;ﬁ’m JUPITER 5u C18
HPLC column (250 x 6.6 mm. Phenomenex) lagfisizasi@navasaniizildlumsuan
Tusduenufinaaludtnisnasasvardaia wuinil elution profile é’auam'luzﬂﬁ 9
v lusauiioonunle peak # 1 was 2 W3OV SDS-PAGE wuin luUsduiisl

2uNalTzuNe 8-9 kDa aanunlu peak i 2 lagiildsausuiedutusanuifoadniay (UN

10) LAAILALH witnuonuIantludue auflauisorindalusauduinduwdeousanunle
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kDa

21.5
1456 —

ga.lﬁ 8 16.5% tricine-SDS-PAGE WgaINTasatavadllsfuiiuaasaanann CMG-mat cDNA
74a3 Pem-CMG1

lane M = Dalton standard protein marker

lane 1 = {nsoluble fraction of BL21(DE3)pLysS carrying pET3a that contains
CMG-mat cDNA of Pem-CMG1 after solubilization in 2M urea

lane 2 = Solubte fraction of BL21(DE3)pLysS carrying pET3a that contains
CMG-mat cDNA of Pem-CMG1 after solubilization in 2M urea

lane 3 = Insoluble fraction of BL21(DE3)pLysS carrying pET3a that contains
CMG-mat cDNA of Pem-CMG1 after solubilization in 4M urea

lane 4 = Soluble fraction of BL21(DE3)pLysS carrying pET3a that contains
CMG-mat cDNA of Pem-CMG1 after solubilization in 4M urea

lane 5 = [nsoluble fraction of BL21(DE3)pLysS carrying pET3a that contains
CMG-mat cDNA of Pem-CMG1 after solubilization in 6M urea

lane 6 = Soluble fraction of BL21(DE3)pLysS carrying pET3a that contains

CMG-mat cDNA of Pem-CMG1 after solubilization in 6M urea
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Eﬂﬁ 9 Elution profile 984 soluble fraction IMTNNITRZRTY Iinclusion AURAIDDNITN CMG-mat
cDNA 189 Pem-CMG1 @28 6M urea WRINMILINUIANDIAIY JUPITER 5u C18 HPLC

column (250 x 6.6 mm, Phenomenex) lauldan1izAuaasmoazidse N lwiTnimeaasnite

4 tmuuauuamnm‘luvxuaUvnﬁ LLﬂuGTJLtﬁﬂdﬁﬁﬂ’liﬂﬂﬂauuadﬁ 280 nm
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M 1 2 3
kDa

R
215 - -
145 — —eme

3UN 10 16.5% tricine-SDS-PAGE u,amuamsu,unn'%qn“ﬁmaﬂﬂsﬁuﬁuamaanmn CMG-

mat cDNA 189 Pem-CMG1 @18 JUPITER 5u C18 HPLC column (250 x 6.6 mm,

Phenomenex)
lane M = Dalton standard protein marker
lane 1 = Protein content of peak 1 after HPLC purification
lane 2 = Protein content of peak 2 after HPLC purification
lane 3

= Insoluble fraction (inclusion) of BL21{DE3)pLysS carrying pET3a that
contains CMG-mat cDNA of Pem-CMG1 before HPLC purification
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uniarsal

Muispidunislaauiu cONA ﬁaﬁmaﬂuu’lunsju CHH/MIH/GIH 3N uanvas
fInaen ua:gmmamaanﬂm%u cDNA danealu E coli Sawuinmiltlnnwesfiaen
uuummhwaaéwﬁunma:muaﬁnﬁmaoaaﬂuuiumg‘uﬁmnﬁaﬁ-"ﬁﬁmﬁaﬁu‘] w3l
lFRUIIUIUYEY  cDNA ﬁﬂsﬁaémi’un‘ma:'[m‘w'ﬂﬁwmﬁaﬁ'uuaﬂuulunsiud‘lﬁtﬂuna
fuesannaiin Rapid Amplification of cDNA Ends (RACE) lufilmansnlasuiu cONA &
9 3 ¥iia SunToin Pem-CMG1, Pem-CMG2 Lz Pem-CMG3 T4 cDNA usazsiiaifiuIve
v Indddrdunseeziluiindonfatuunnit 93%

WouwSoufsudduniao:iluvey Pem-CMG1, Pem-CMG2 usz Pem-CMG3 i
faunine:ilulugudoys wuihindnsmuriievesfinadfianundiuafatiu CHH,
MIH W8t GIH vesnfmadorfinau Uszunm 30-50% lagfianundonfetu CHH luszdud
g1 MIH us: GIH (31]1‘4 5) uaziifoviadunafafivsny C 189 Pem-CMG vaausiia
Usznauduniseazilu Glycine uar Lysine (GK) Failudrunssiifia amidation uszwuldln
CHH nniia (19, 31) udlidnpnuimulu MIH wTe GIH anundoadimalaneeitse
19UBNIPem-CMG 13 3 'm‘m'uaeﬁaqmmma:ﬁwﬁwﬁtﬂu CHH M lIRe TR IDUIU
Taonshensdwifvesaeiluulavasedneds snlusdiufusassansin cDNA 1839 Pem-
CMG mimutia

WONIINROITIBITWA aaﬂuuﬁ‘uunu’sqn‘{mmnn”'mm-uam"s'mminma'uﬁﬂ
IR Ieunnimitasene 1in sedlun CHH-A 289 Homarus americanus Yimind
ﬁanwmuqm:ﬁ'wf’lmalutﬁaﬂ WEZAIUANNIINONATIL (32) Twvmsiiaosluw CHH-B a9
H. americanus uanmna:ﬁ'mﬁﬁﬁmuqm:ﬁuﬁﬂmalutﬁaﬂuﬁ'zﬁakﬁm'ﬁaaﬁ'umsm:vfu'l.ﬁ
fliwigdaduninfivessailan GIH Bnédae (24) atelsfaumsfinuinassluuiiuen
u?qnfmnﬁmmwm%’mnr‘ﬁuﬁmﬁnﬁiﬁmnniwﬁaazi'mf’u oUW TIZ A UABUNTLEN
u‘%qn‘{ﬂ'a‘hiﬁwa ﬂﬁlﬁﬂn11ﬂutﬂaumamaﬂnuﬁﬁwﬁ'}ﬁﬂuﬂ:ammdfﬂmqﬁﬁma:qm
mlimaeiindioiu (31) dnwAsfiaznmihfives Pem-CMG1 ulindfiafiaunen
CMG-mat cDNA 3viimsuaadonnued Pem-CMG1 wWhlInd W E coli uazwinenuuun
u‘iqnﬂﬂsﬁuﬁuamaan Wwad Wl lunmarsunirfvesluseniusell nimessuwiad
va9lys@ufiuaniaanan cONA Tasass fdadfaasyi limumihAfluiadives Pem-CMGH1
i fidiuseslaule uszensnvminfvesgeslunldunnimitiesnaniela

pPET3a expression system ﬁl’ﬁ‘lum: UERIDONUEY Pem-CMG1 1w E.coli 'lfu'l’ﬁ’[ﬂﬂu
wasues T7 %ammmﬁﬂmmamean'lc’ﬂm_l’smmgd (33) athalsfienunInlysauuans
panluiunagaililinsdudiiwiu inclusion "ﬁaﬁauﬁa:ﬂﬂﬂlﬁnmqmauu“ﬁda'lﬂ Qs
FasrinuIuABUBH 9BNITU MIRzAD uas n'mmnu?qn‘i? %ommhtﬂuﬁaol'ﬁan'n:ﬁ;uun
Tumsazans tuldasazany urea w3s guanidine-HCI fiensaslyl unfold Tﬂsﬁulﬁ'ag'lugﬂﬁ
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Tmunzendamsvaminf e wazesdaarinns refold lw'Tﬂ'sﬁunﬁ'umag;'luguﬁmm:auda
1

J5310971UNUEAIBENTEY MIH 3TN P. japonicus W E. coli latlF pET system (1w
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Abstract

We report the nucleotide and deduced amino actd sequences of Pem-CMG peptide. a member of
crustacean CHH/MIH/GIH peptide family, in black tiger prawn (Penacus monodon). The 5 and
3" fragments of Pem-CAMG ¢DNA were cloned by the mcethod of rapid amplification of ¢cDNA
ends (RACE}) The two fragments constitute a combined ¢DNA length of 593 bp with a 77 bp
overlapping region. Sequence analysis reveals the presence of a 384 bp open reading frame which
was subsequently cloned. The open reading frame encodes a precursor peptide that is compnsed of
128 amino acids, with a putative processing site, KR. The mature peptide consists of 74 amino
acid residues, the secquence of which is significantly homologous to those of the CHH/MIH/GIH
family known from other crustaccans. Analysis of a genomic fragment of Pem-CMG reveals a
single intron ot 314 bp interrupting the coding sequence for the mature peptide. The presence of
only one intron in Pem-CMG gene suggests that this gene is structurally different from the
previously reported MIH gene of Charybdis feriatus and CHH-like gene of Metapenaeus ensis
which possess two introns in their coding sequences. © 2000 Elsevier Science BV. All rights
reserved.

Kevwords: Eyestalk; Neuropeptide: Penacid shrimp; Rapid amplification of ¢DNA ends

1. Introduction

A number of physiological processes in decapod crustaceans are known to be
regulated by diverse neuropeptides synthesized by a neurosecretory system called

*Corresponding author. Tel.: + 66-24-419-003 ext: 1237; fax: + 66-24-419-906.
E-mail address: stand@mahidol.ac.th (A. Udomkit)
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X-organ-sinus gland complex (XOSG) located in the optic ganglia of the eyestalks (De
Kleijn and Van Herp, 1995; Charmantier et al., 1997). Most of the peptide hormones
isolated from the XOSG complex e.g. pigment dispersing hormone (PDH) and
crustacean cardioactive peptide (CCAP) have also been identified in some other
arthropods such as insects. Recently, a group of related peptides from XOSG complex
that constitutes a novel hormone family has been described and thus far has been found
only in crustaceans (Keller, 1992). This family includes crustacean hyperglycemic
hormone (CHH), molt-inhibiting hormone (MIH) and gonad inhibiting hormone (GIH)
that are involved in blood sugar regulation, inhibition of ecdysteroid synthesis, and
regulation of reproduction, respectively (Cooke and Sullivan, 1982; Chang, 1993).

Direct amino acid sequencing of the hormones in this CHH/MIH/GIH family from
several crustaceans has been conducted (Kegel et al., 1989; Chang et al., 1990; Webster,
1991; De Kleijn et al,, 1994a,b). Comparison of the amino acid sequences of these
hormones revealed significant degrees of similarity (Keller, 1992; Sun, 1994; Chang,
1997) suggesting that they constitute an authentic peptide family across species
boundaries. In addition to several similarities in their structure, some hormones in the
CHH/MIH/GIH family are multifunctional i.e. exhibit more than one biological activity
(Chang et al., 1990; Tensen et al., 1991; Lee et al., 1995). However, the certainty
concerning the primary physiological functions of different peptides still needs to be
clarified.

In recent years, the cDNA coding for CHH, MIH and GIH in a number of crustaceans
has been cloned based on the information of avatlable amino acid sequences (Weideman
et al., 1989; Tensen et al., 1991; Klein et al., 1993; De Kleijn et al., 1994a,b; Sun, 1994,
Lee et al., 1995; Aguilar-Gaytan et al., 1997). Despite this increasing number of reports
on cDNA cloning and nucleotide sequence analysis of neuropeptides in CHH/MIH/GIH
family, the hormones in several crustaceans still await complete characterization,
especially at the molecular level.

We report here the molecular cloning of a cDNA encoding Pem-CMG, a peptide in
the family of CHH/MIH/GIH, from black tiger prawn, Penaeus monodon. An open
reading frame encoding Pem-CMG peptide was cloned from a cDNA of a single pair of
the eyestalks. A primary structure of the gene for Pem-CMG was also analyzed and
revealed that Pem-CMG gene of P. monodon has different structure from the genes
encoding MIH and CHH-like peptide that have been recently reported in Charybdis
feriatus and Metapenaeus ensis, respectively (Chan et al., 1998; Gu and Chan, 1998)

2. Material and methods

2.1. Animals

Black tiger prawns, P. monodon, were purchased from Shrimp Culture Research
Center, Charoen Pokphand Group, Thailand and were kept alive in aerated seawater at
room temperature until used.
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2.2. Oligonucleotide primers

Abridged anchor primer (AAP) and abridged universal amplification primer (AUAP)
were provided with the 5° RACE System for Rapid Amplification of ¢DNA Ends

(GIBCO BRL). Other custom oligonucleotides were purchased from Bio-Synthesis,
USA.

2.3. RNA isolation

A total of 100 eyestalks were collected from P. monodon immediately after
anesthetizing the live shrimp with crushed ice. After the cuticle and non-neural tissues
were removed, the dissected eyestalks were ground to fine powder in liquid nitrogen by
means of mortar and pestle. Total RNA was extracted using TRIZOL® Reagent (GIBCO
BRL). Poly (A)" RNA was isolated using Dynabeads mRNA purification kit (DYNAL)
and was quantified by measuring the absorbency at 260 nm.

2.4. Amplification of the 3" ends of cDNA

The reaction was carried out according to the protocol of the 3" RACE System for
Rapid Amplification of cDNA Ends (GIBCO BRL). First strand cDNA was synthesized
from 75 ng of poly (A)" RNA in a total volume of 20 pl containing 20 mM Tris—HCl
(pH 8.4), 50 mM KCl, 2.5 mM MgCl,, 10 mM DTT, 5060 nM PRT primer, 500 uM
each dATP, dCTP, dGTP, dTTP and 200 units of SuperScript II Reverse Transcriptase.
The reaction was incubated at 50°C for 50 minutes and then terminated at 70°C for 15
minutes. The RNA template was degraded with RNaseH before proceeding to amplifica-
tion step. A 2 pl aliquot of cDNA was amplified with primers PM1 and PM2 (see Fig.
1) in a reaction containing 20 mM Tris—HCI (pH 8.4), 50 mM KCl, 2 mM MgCl,, 200
nM each primer, 200 uM each dATP, dCTP, dGTP, dTTP and 2.5 units of AmpliTaq
DNA polymerase (PE Applied Biosystems). Amplification was performed in a DNA
Thermal Cycler (GeneAmp System 2400, PE Applied Biosystems) with 35 cycles of
94°C for 1 minute, 50°C for 1 minute and 72°C for 2 minutes following with 7 minutes
incubation at 72°C as a final extension.

2.5. Amplification of the 5" ends of cDNA

The detailed protocol of the 5" RACE System for Rapid Amplification of cDNA Ends
Version 2.0 (GIBCO BRL) was as follows. First strand cDNA synthesis was carried out
as described in Section 2.4, except that 100 nM of primer PM3 was substituted for
primer PRT. The cDNA synthesized was then purified using a GlassMax DNA isolation
spin cartridge (GIBCO BRL).

A 10 pl aliquot of purified cDNA was tailed with dCTP in 25 pl of 10 mM Tris—HCl
(pH 8.4), 25 mM KCl, 1.5 mM MgCl,, 200 pM dCTP and 1 pl of terminal
deoxynucleotidyl transferase (TdT). The reaction was incubated at 37°C for 10 minutes
and TdT was heat inactivated at 65°C for 10 minutes. The PCR amplification of 5 pl of
the dC-tailed cDNA was performed as described for the 3’ RACE using 200 uM of
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Oligonucleotide primers

3’RACE primers

PRT : 5 - CCGGAATTCAAGCTTCTAGAGGATCCTTITITITTITTTTTITITIT -3
PM1 : §5' - CCGGAATTCAAGCTTCTAGAGGATCC - ¥
PM2 : 58 - CCGGAATTCTGYGAAGAYTGYTACAAC -3

S’RACE primers
AAP : 5 -GGCCACGCGTCGACTAGTACGGGIIGGGIIGGGIIG - Y
AUAP: 8 - GGCCACGCGTCGACTAGTAC -3
PM3 : §'-CCGGAATTCCCTTTGACGAGGCCGGAAC-3
PM4 : 5" -CCGAAGCTTGTCCACGCAGTAGAG -3
PMS : 5 - CCGGAATTCACCTCGTTGTGGAAACAG-¥

coding sequence
CDF : 58 -CCGAAGCTTCATATGGTTGCCGTTGGAC -3
CDR : 5 -CGGGATCCCTACTTGCCGAGCCTCTA - ¥

Fig. 1. Schematic diagram showing the 3’ and 5' RACE products and the primers used in cDNA synthesis and
PCR. Filled boxes represent the CEDCYN conserved amino acid sequence and shaded areas represent the
overlapping region between the products of 3' and 5’'RACE. Dotted boxes represent 5' and 3’ untranslated
regions. Detail of the primers used in 3' RACE, 5" RACE and amplification of a complete coding region is
given below. 3'RACE: PRT primer contains oligo(dT),, linked to adapter sequences. PMI1 is adapter
sequences homologous to that of PRT containing restriction sites for EcoRI, Hindlll, Xba 1 and BamH 1. PM2
is a degenerated primer denved from the CEDCYN conserved amino acid sequence. 5'RACE: Abridged
anchor primer (AAP) contains 3’ sequence complementary to the dC-tail and additional 5’ sequence that is
composed of restriction sites for Not I, Miu 1, Sal | and Spe 1. Abridged universal amplification primer
(AUAP) contains a restriction site sequence homologous to that of AAP. PM3, PM4 and PMS5 are gene specific
primers derived from the nucleotide sequences of the 3’'RACE product. Coding sequence: Gene specific
primers derived from the nucleotide sequences extended from the start codon (CDF) and the stop codon (CDR)
of Pem-CMG sequences. CDF and CDR contain restriction sites for Hind IIT and BamH [ at their 5’ termini,
respectively.
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primer PM4 and abridged anchor primer (AAP). The second round PCR was performed
using primer PM5 and abridged universal amplification primer (AUAP) to obtain
specific amplified product.

2.6. Amplification of an open reading frame of Pem-CMG peptide

Total RNA extracted from a single pair of the eyestalks was used to synthesize a
cDNA template for amplification of the open reading frame of Pem-CMG peptide. The
condition for PCR was the same as described earlier in Sections 2.4 and 2.5. The primers
used were CDF and CDR, the sequences of which are given in Fig. 1.

2.7. Amplification of a genomic fragment of Pem-CMG gene

Genomic DNA was prepared from abdominal muscle tissues of P. monodon by
phenol/chloroforrn extraction method (Sambrook et al.,, 1989). About 150 ng of
genomic DNA was used as a template for PCR amplification of the Pemn-CMG sequence
with the primers CMG-F and CMG-R (Fig. 2) designed from the most 5’ and 3’ ends of
the Pem-CMG c¢DNA. The PCR reaction mixture (150 ng of genomic DNA template, 20
mM Tris—HCI (pH 8.4), 50 mM KC(Cl, 2 mM MgCl,, 200 nM each primer, 200 pM each
dATP, dCTP, dGTP, dTTP) was heated to 95°C for 5 minutes, then 2.5 units of
AmpliTaq was added. Amplification was achieved by 35 successive cycles of denatura-
tion at 94°C for 1 minute, annealing at 50°C for 1 minute and extension at 72°C for 2
minutes, foliowed by a 10 minute final extension at 72°C.

2.8. Clcning and sequencing

PCR Amplification products were purified using GeneClean II kit (BiolQ1). The

Hine 11

S'UTR EXONI INTRON EXONIT ¥»UTR

Oligonucleotide primers

CMG-F: 5 - CGGAATTCTCAGTGCAGAGGGAGAGCC -3’
CMG-R: 5 - CGGAATTCATTTICTCTTATTTTTATTAGACAGG - ¥’

Fig. 2. Schematic diagram showing the strategy used for amplification of Pem-CMG genomic fragment and
the primers used. Dotted area represents 5’ and 3’ untranslated regions. Exons are presented in white boxes and
intron is presented in black box. Detail of the primers used is given below. CMG-F primer: contains 19
nucleotides at the most 5 region of Pem-CMG c¢DNA linked to restriction site for EcoR I at the 5’ end.

CMG-R primer: contains 25 nucleotides complementary to the most 3’ region of Pem-CMG cDNA linked to
restriction site for EcoR | at the 5' end.
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purified DNA fragments were digested with appropriate restriction before being ligated
to pUCI18 vector predigested with corresponding enzymes. The ligation products were
| used to transform E. coli JM109 and the recombinants were screened by restriction
enzyme digestion. The nucleotide sequences of the recombinants were determined by the
method of ABI PRISM™ Dye Terminator Cycle using ABI PRISM Model 377
automated DNA Sequencer (PE Applied Biosystems).

e

| 3. Results
3.1. 3'RACE cloning of the cDNA encoding Pem-CMG peptide

i Nine individual recombinants, obtained by cloning of 3" RACE products into pUCI1S8,
that contain cDNA insert of different sizes ranging from 163 bp to 450 bp were selected
for nucleotide sequence analysis. One of the clones harbors a 324 bp cDNA insert
| (including poly (A) tail), the nucleotide sequence of which exhibits more than 60%
|identity to those of mRNA encoding CHH and MIH from other crustaceans (data not
shown).

3.2. 5" RACE cloning of the cDNA encoding Pem-CMG peptide

Using three specific primers generated from the nucleotide sequence of the 3' RACE
fragment, a single band of amplification product of 370 bp (excluding G-rich tail) was
obtained from 5° RACE and was subsequently cloned into pUCI18. The nucleotide

|'sequence analysis of three individual clones revealed that they contain cDNA insert
homologous to the mRNA of CHH/MIH/GIH peptide family (data not shown). No
| variation in the nucleotide sequences was detected among the three clones.

|3.3. Nucleotide sequence of Pem-CMG cDNA and its deduced amino acid sequence

The combination of nucleotide sequences of the 3'and 5’ fragments of the Pem-CMG
cDNA revealed a 593 bp cDNA containing a 384 bp open reading frame, 65 bp 5’
untranslated region and 141 bp 3’ untransiated region, with a potential polyadenylation
signal AATAAA located 14 bp upstream from the poly (A) sequence (Fig. 3). The two
fragments shared a 77 bp overlapping region (nucleotides 294 to 370) that exhibited
identical nucleotide sequences. Using a cDNA that was synthesized from the total RNA
of a single pair of the eyestalks, a fragment of 384 bp starting from a start codon to a
stop codon of the open reading frame was cloned by PCR.

The nucleotide and deduced amino acid sequences of a 384 bp open reading frame of
Pem-CMG cDNA from nine individual recombinant clones are shown in Fig. 3. The
change in amino acids at position 37 (Arginine to Cysteine) and position 115 (Glutamine
to Argmine) was observed, each was due to a single nucleotide change in two different
clones. The other seven clones showed identical nucleotide and amino acid sequences.
The mature peptide was composed of 74 amino acids and was separated from a 52
amino acid propeptide region by a potential processing site, KR. The propeptide region
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-tcagtgcagagggagagcctggaagttgctgaccgtegeteccecgatectgectctacac taaagat : 65

66 : ATGGTTGCCGTTGGACCGATGCGGACAGCTGTCCTGGTGTCCCTGCTGTTGGCAATCCCGEGCOTOT 1131
M V A V GG P M R T A VvV L V 8 L L L A I P A S

132: GCCACCACCTTCGGAGACGGAAATGACATTCCAACGTTCCTCCGTTCTTCCCCAGAAGCCTCTCCT 197
A T T F 6 D G N D I P T F L R 8 S P E A S8 P

158: GTGACTTCCCTTCACACCTCAGACAAACGCAGCCTATCCTTCAGGTCTTGCACGGGCGCCTACGAC 1263
v T 8 L H T 8 DI K R|8 L. 8 P R 8 ¢ T 6 A Y D

264: CGCGAACTCCTTGTAAGGCTCGA TGCGAAGACTGCTACAACGTGTACCGCGACGTCGGARKY L]

R E L L VvV R L D R V C E D C Y N V Y R D V G
330 S Y T T W e T VCTT CRGTTCCTCTACTGTGTGGACTACATG <395
v A A E C R 8 N C F H N B V P L Y C VvV D Y M
396: TTCCGGCCTCGTCAAAGGAACCAGTACCGGGCCGCCCTACAGAGGCTCGGCAAGTAGgtggttcet 1461
F R P R Q R N Q Y R A A L Q R L G K =~
462: cttcagccagacctcgccatgecgactcccaagacgaccagactcttattaggttgetttegtatee :527
528: tgatttaaaaggtaaaataagagectgtacaacaagcctcctgtctaataaaaataagagaaatat :593
(a),

Fig. 3. Nucleotide sequence of Pem-CMG cDNA derived from the sequences of 5° and 3° RACE fragments.
The 77 bp overlapping sequence is shaded. The 384 bp open reading frame is depicted by capital letters. The
potential processing site, KR, is boxed. The deduced amino acids are written in one-letter symbols. The
putative polyadenylation site is underlined.

contains several hydrophobic amino acid residues suggesting a possible role as a signal
sequence.

3.4. Comparison of the amino acid sequence of Pem-CMG peptide with those of the
peptides in CHH/MIH/GIH family from other crustaceans

The deduced amino acid sequence of Pem-CMG peptide of P. monodon was
compared with those in the CHH/MIH/GIH family from several crustaceans. The result
of this comparison (Fig. 4) revealed that Pem-CMG possessed a significant degree of
homology to the peptides in this family (30%-50% identity). The Pem-CMG peptide
contains six conserved cysteine residues which were found located at identical positions
in all other members of CHH/MIH/GIH family. Most of the conserved amino acid
residues were found in the N-terminal region whereas less homology was found in the
C-terminal area.

3.5. Primary structure of Pem-CMG gene

A specific DNA fragment, about 300 bp, was amplified from genomic DNA of P.
monodon with primers CMG-F and CMG-R. This fragment, designated as g-CMG,
contained nucleotide sequence from the first start codon (ATG) to the stop codon (TAG)
of Pem-CMG gene. Analysis of the nucleotide sequence of g-CMG fragment cloned in
pUC18 revealed that this fragment contains one intron. An exon—intron boundary was
detected using Gene Finder program of Baylor College of Medicine (BCM) on the
WWW. The splice junction conformed to the splice donor and acceptor consensus
sequence (Mounts, 1986).

The g-CMG fragment was subcloned by restriction enzyme Hinc II (Fig. 2), the
recognition site of which lies within the intron sequence. The entire sequence of the
intron was then determined from this subcloned fragment. The result showed that the
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Pem-CMG : ---BjeSF : 136
Hoa-CHE-a : ---QVFDQ s 36
Hoa-CHH-b : ---QVFDQ : 36
Cam-CHH : ---QIYD : i cﬁocy : 36
Prb-CHH : ---QVFDQ : : 36
Pej-CHH : --—EFFDP : 36
Cam-MIH : ----VINDEGSPNLIGND : 36
Prb-MIH ; =~=-=-QVFDQ : 36
Pej-MIH T --- : 37
Hoa-GIH : ASAWFTNDE[@P : 40
Pem-CMG NV NYCRSNCFHNEVFLMCVDY! : 74
Hoa-CHH-a : T : 74
Hoa-CHH-b : T : 74
Cam-CHH : SI : 76
Prb-CHH : T . 72
Pej-CHH : T : 74
Cam-MIH : 5 2 1 77
Prb-MIH s T Sy OCLDuLLLINVVDEEISGV@I --=- : 74
Pej-MIH : G C)# EDEIEKF ISIIBNAGQ- : 77
Hoa-GIH H U YATE GEIDQFE:3VSI RAGRK : 81

Fig. 4. Comparison of the amino acid sequence of Pem-CMG peptide with those of H. americanus CHH-A
and CHH-B (Hoa-CHH-A and Hoa-CHH-B, Tensen et al., 1991), C. maenas CHH (Cam-CHH, Kegel et al.,
1989), P. bouvieri CHH (Prb-CHH, Huberman et al., 1993), P. japonicus CHH (Pej-CHH, Yang et al., 1995),
C. maenas MIH (Cam-MIH, Webster, 1991), P. bouvieri MIH (Prb-MIH, Aguilar-Gaytan et al., 1997), P.
Jjaponicus MIH (Pej-MIH, Ohira et al., 1997) and H. americanus GIH (Hoa-GIH, De Kleijn et al., 1994b). The
amino acid residues that are identical to Pem-CMG peptide are highlighted.

intron is 314 bp long. This intron separates the two exons in the coding region for the
mature Pem-CMG peptide between the second and the third codons of **Arg (Fig. 5).

4. Discussion

The 3’ and 5 RACE strategy (Frohman et al., 1988) was employed in order to clone a
Pem-CMG cDNA due to the lack of information on amino acid sequences of the
peptides in CHH/MIH/GIH family in P. monodon. This technique requires only a single
oligonucleotide primer which, in our case, was generated from the conserved amino acid
sequence CEDCYN that is found conserved among the peptides in CHH/MIH/GIH
family from a number of crustaceans (De Kleijn and Van Herp, 1995).

The open reading frame of Pem-CMG peptide from P. monodon was successfully
cloned. The deduced amino acid sequence reveals a putative mature peptide comprising
74 amino acid residues. Amino acid change at two positions was observed when the
deduced amino acid sequences from nine individual clones were compared. Since these
sequences were cloned from the sinus gland of a single shrimp, the differences due to
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~-TCAGTGCAGAGGGAGAGCCTGGAAGTTGCTGACCGTCGCTCCCGATCTGCCTCTACTCTAAAGAT & 65

66 : ATGGTTGCCGTTGGACCGATGCGGGCAGCTETCCTGGTGTCCCTGCTETTGGCAATCCCEGCCTCT 131
M V A V G P M R E A VvV L VvV 85 L L L A I P A S

132: GCCACCACCTTCGGAGACGGAAATGACATTCCAACGTTCCTCCGTTCTTCCCCAGAAGCCTCTCCT 197
A T T F G D G N DI P TV F L R &8 S P E A S P

198: GTGACTTCCCTTCACACCTCAGACAAACGCAGCCTATCCTTCAGGTCTTGCACGGGCGCCTACGAC 1263
vV T 8§ L H T S b K R 8 L 8 F R 8 C T G A Y D

264: CGCGAACTCCTTGTAAGGCTCGACCGCGTGTGCGAAGACTGCTACAACGTGTACCGCGACGTCGGA 329
R E L L vV R L D R V C E D C ¥ N V ¥ R D V G

330: GTGGCAGCCGAARTGCAGGTAACTTATTACTTTGCAGTAACCCACCCAGTTGTGTTGTGATTAAAGA :395

V A A E €C R--------ou--- INTRON- - - - = -cwcmmacccmmaccac e

396: CTATTGTAGAAGCGTATTAGTATACCATCTATTACTTTAGTATATCATCTATTACTATCATCTATC :461
------------------------------ INTRON-=-~---mememmemccecccmeee e~

462; GGACAATGATTTCATACTGAGTTTGTTATCCATGGAGCTTTCGTTAACATCGCCTGTTGCCTAAMA :527
------------------------------ INTRON------=-mccucmmmmmemmmameanan

528: AGCCTCAATAATTATAAAATGTATAAACAGAATATACTTTATTCCTTATATCTCTTTATTCACATA :593
------------------------------ INTRON-----=c-ccmmmememcmemcmcceoea

594: GTTATTTTTTCACATTTCTCCTGTACGACCTACCAGTGGAACTACATAACATTATTCCTTCCTTCA :659
------------------------------ INTRON-----recmcwevremmmeemmomccunan

660: GGAGTAACTGTTTCCACAACGAGGTGTTCCTCTACTGTGTGGACTACATGTTCCGGCCTCGTCARA :725
- 8 N C F H N E VvV F L ¥ ¢ v D ¥ M F R P R Q

726: GGAACCAGTACCGGGCCGCCCTACAGAGGCTCGGCAAGTAGGTGGTTCCTCTTCAGCCAGACCTCG 791
R N Q ¥ R A A L Q R L G K *

792: CCATGCGACTCCCAAGACGACCAGACTCTTATTAGGTTGCTTTCGTATCCTGATTTAAAAGGTARAA :857

858: ATAAGAGCCTGTACAACAAGCCTCCTGTCTAATAAAAATAAGAGAAATAT 907

Fig. 5. Nucleotide sequence and predicted amino acid sequence of Pem-CMG gene. The gene consists of two
exons that are separated by an intron of 314 bp (dashed line). Exon one harbors coding sequence for signal
peptide and part of the coding sequence for the first 40 amino acids of Pem-CMG peptide. The second exon
consists of the coding sequence for the rest 34 amino acids of the peptide. The deduced amino acids are written
in one-letter symbols. The nucleotide G at position 90 is substituted for an A in the cDNA which changes the
corresponding amino acid from threonine (in Fig. 3) to alanine in the genomic sequences (highlighted).

polymorphism can be excluded. Therefore it is likely that these differences represent
gene isoforms or could be an error introduced during PCR amplification. The Pem-CMG
peptide of P. monodon shared the highest degree of identity with CHH of P. japonicus
(50%). Significant degrees of identity were also observed between Pem-CMG and CHH
of Homarus americanus (45% for CHHa and 41% for CHHb), Carcinus maenas (42%)
and Procambarus bouvieri (41%). These values were close to that between Pem-CMG
and the MIH reported for P. bouvieri (39%), whereas lower degrees of identity are found
between Pem-CMG sequence and MIH of C. maenas and P. japonicus (32% and 34%,
respectively). The GIH of H. americanus also shows comparable degree of identity
(30%) with Pem-CMG of P. monodon.

Since the peptides in the CHH/MIH/GIH family are structurally related, it is not
surprising that some of them also possess overlapping activities. Chang et al. (1990)
reported that MIH from H. americanus also exhibits hyperglycemic activity. This is
consistent with the fact that H. americanus MIH is nearly identical to CHH peptide from
the same species (Tensen et al., 1991). However, MIH peptide of P. bouvieri that share
90% identity in the amino acid sequence with its own CHH does not present any
hyperglycemic activity (Huberman et al., 1993; Aguilar-Gaytan et al., 1997). C. maenas
CHH, on the other hand, has been demonstrated to possess MIH activity i.e. inhibition of
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ecdysteroid secretion by the Y-organ in vitro, albeit at low level, (Webster and Keller,
1986) despite the low degree of identity (28%) it shares with MIH peptide form the
same species. In addition, the MIH of H. americanus also seems to be involved in the
regulation of methylfarnesoate synthesis by mandibular organ in this species (Chang et
al., 1990). Methylfarnesoate has been proposed to play a role in controlling vit-
ellogenesis in crustaceans (Laufer et al., 1987), therefore, H. americanus MIH is
probably involved in the control of vitellogenesis, the function previously assigned to
GIH, as well. Thus, it is unlikely to distinguish crustacean peptides in CHH/MIH/GIH
family from each other by homology in their amino acid sequences.

The amino acid sequence deduced from the genomic copy of Pem-CMG differs from
the sequence deduced from cDNA at one position in the signal peptide region (Fig. 5).
This difference may reflect polymorphism as the genomic DNA and the cDNA used for
amplification of Pem-CMG gene and cDNA were obtained from different individual
shrimp. The gene for Pem-CMG of P. monodon contains only one intron that separates
the coding sequence for the mature peptide. This s in contrast to the primary structure of
the genes encoding MIH in Charybdis feriatus and CHH-like peptide in Metapenaeus
ensis that have recently been characterized (Chan et al., 1998; Gu and Chan, 1998). The
MIH gene of C. feriatus contains two introns, intron 1 interrupts the sequence coding for
signal peptide and the second intron separates the mature peptide sequence. Two introns
were also found in CHH-like gene of M. ensis. They interrupt homologous regions to
those of C. feriatus MIH, one in the signal peptide sequence and the other in the mature
peptide sequence. The differences in the structure of genes in the same family among
different species is not uncommon and may reflect their evolutionary pathway. It is,
however, too early to draw any conclusion concerning gene structure of the member of
CHH/MIH/GIH family because only little information has been obtained from a few
species so far. The structure of the genes coding for neuropeptides in CHH/MIH/GIH
family from other crustaceans needs to be explored. This would give a clue to answer
the question of how these structurally different genes have evolved from related gene
families.

The sequence information from several members of CHH/MIH/GIH family together
with their biological activities suggest that the neuroendocrine regulation of related
physiological activities in crustaceans is more complicated than previously thought. A
complete understanding of these regulatory processes requires further information from
molecular studies as well as physiological studies to define more clearly the roles of
individual peptides in this family.
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