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K% FXPRL KB A ERNHIHER "

KT KM E! BHERE' 2 B! BFR?
HAEBEHARES TS NARESER S 230027)
HEBMBREKFEEE SF  230036)

XWRiT WERE EEEESHREIERK mRNA, b F, 28
#FES Q78 AEHFIRD A XEES  1000-3061(1999)02-0244-47

B HUH B # K (Diapause hormone: DH) Y215 B % & M 3 7% Ik (Pheromone biosynthesis activating neu-
ropeptide; PEAN) R i 5 B R ¥ & M4 {5 5 £ (Sex pheromone) S WA EEm gk, pH M
PBAN #y C K#i¥ 5 FXPRLOEP-X-M-¥-R), X WAL M 5o 3 4 FXPRL B ERGRE
TR KR b — 457 ¢k B F 58, B LA M % DH-PRAN % H 5% DH-PBAN DNAPY, % DH-
PBANBXREE s EAN T EERBL I HEROEH, ZiiEEEERENMT.WiEaS T
HEFEZHEEHHWMIEANSE., AT HBXEN DH-PBAN mRNA, #1134 738 % #4k, ¥ DH.PRAN
X, &SR A R DH-PBAN mRNA, k40 & HLE & (2875 B % ¥ mRNA B4 2 A RIh6g ',
A CHIE M R S DH-PBAN mRNA &5,

1 HHFdE

1.1 BR#EH

THHFRELTT30H 36 MHEMA BT, ERMBETRAMBE I XM BB T HLSY, -
TOCHEEH.
1.2 RNA #l{£#0 RT-PCR L Fi

&% Chomezynski FAM L', sk & RNA, BUE RNAlpg Al oligo dT B SR E. BIIKERE
M ANTP.DTT. [ #38 AMV (Promega), 42C, 1h i ¥, & B % —# cDNA., B8 DNA
5, 5148 P1(5'-ACAAAATGTATAAAACC-3" Yl P2(5 -GGACCCATAATTCGTTTA-3' ) .PCR & ¥ @b
# .dNTP.Tag DNA B4 8 (Promega) £ DNA 1, ¥ &4 R 93T, 1 min; 55C, 505:72°C. 1 min, 3t
30 FEE. PCR 7= 4 30 8 B Bl W8 e ot 3 IR,
1.3 - DH-PBAN ¢DNA RS RE

BIY A PCR ™R Klenow ME4R B, B8 L Norl1 3L, I Notl R EINE R fLIE - Norl L8
PCR 4, M & #H T7 RNA R &M IFIA &3 30 F 09 R B4k (pBlueseript KS)HtER ., RERABEZ S
KEFHE XL, KBAES R DNA, H Noel B BKENESE,
1.4 DH-PBAN ¢DNA BMEHEFIINE

TR ERMR LR ZFRFFIME, # Pharmacia 28] 69 T7 87 & 3% 01848, { -2 P]-dATP
RIFTEEENEFTRLFE =M.

HERER LA SRS R ES (MBS .STZ-2-08)  PEH LR N A ERAEFRFELELE0Q
O HMERBENEME ARESWEIFE,
W R H . 1997-12-01, ¥ 15] A BY . 1998-12-21,
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1.5 DH-PBAN mRNA Bith$bEH

a4k 49 S 41 R B DNAL. Spg, il Bam HI Y187 DH-PBAN cDNA 3" K35 T if, {# £ 54 Bl mRNA
MEER VAR REHEABS K 4E, BEEHM K 54 4 # NTP.DTT.RNasin. ZHH R
T7RNA % & 8§ (Promega) 777 T1"), 37C & H 30 min,

R 5¢ 5, F % RNase 1) DNase 1 35 fk fF % B4R (9 B DNA, B/ ® O 2 K, EZRBENHFE
T, AZMiAE &4 DH-PBAN mRNA, 85 50 pL SI4KEE R RNA ILIE, B E ODyfE.
1.6 Northern #3Z 4347 A I 2 3

RAHEHEEREAHEATHETE
RNA 25pg. & 4t & Bl # DH-PBAN mRNA
10pg 1 100pg, E S H HEES 1% HIEHE zg:g:
Bk, REHBFI AT M (Hybond N* )} 656
L. Ala?PIdATP fEt7i2 bt ds ¢
# DH-PBAN cDNA /EBR&HT, %M %,  2os
5 % SSPE (180 mmol/L NaCl, 10 mmol/L
NaH,PO, (pH7.7), lmmol/L Na,EDTA). 0.56—
50% HBERE .5 x Denhardt JE#.0.1% SDS.
100pg/ mL #ERF DNA, & ZRWTE 42CF
T, BE 20h, BXRMEZHRE, 2 X
SSPE/0.1% SDS ¥ME¥UK, BTHRE. B X
HE-70CH#X2ahil b,

kb

1 DH-PBAN ¢DNA #¥ H#(A)H 5[ (B)
A. Lane 1:Molecular weight marker: Lane2 : First stranded cDNA
was added to PCR; Lane3: No template was added to PCR.
2 & B B. The PCR product was ligated into pBluescript KS( + )

cloning vector. Lanel : Molecular weight marker;
2.1 DH-PBAN ¢DNA P& Lane2 ; Recombinant plasmid DNA was digested by ;’\’ozI.

DH-PBAN ¢DNA K § ¥ FISTREME 1 ff R,

A&AMKES PCR SR A PR B A AR TR (HGE 3), 3 — & (DNA 1F % PCR BLHE M
RS &R HBE /D BRI (K 2), 89 PCR RN AFERL IR, Beald oy 55 ek, ¥
PCR =¥ R E K, Not ]l BYIB B EN &R (E 1B),

FIE T7 5141 DNA FF5) 852, iE 32 DH-PBAN ¢DNA §9 5 87638 T7 B3 73, & B mE 2 iR,
SE¥ () DH-PBAN cDNA {2 #E 4204 75 BL [, DH-PBAN cDNA 5'3#0 3/ % 3 8% X A #4088 28, W
FEENRMNEEAMFLRERL T,

2.2 DH-PBAN mRNA ¥i{s$pi 3

BIEWFE R, %43 T7 RNA B 5§ ¥ & IMS i DH-PBAN mRNA, & #1383 8 DH-PBAN
mRNA £ 5 S 4y J Y6 B i B F ODypg/ ODpgp = 0.254/0.12, IE B & 2/1 B9 ¥ i {8, % 8§ DH-PBAN
mRNASE 5 R LA, i+ |/ i 346 % 5. Spg DH-PBAN mRNA,

HZ DH PBAN mRNA fERLK T EE, 724 FE 3.5 kb A B 1R (1T &85, 15 00 15 4 BUIR i o8
DNA T # (&2 & DH-PBAN cDNA) & B NG &, kiR AT,

2.3 Northern #3447

URKERHETHSHRIAE RNA fEAX I, AP 1528 DH-PBAN cDNA {E#R £ #4T North-
ern #T AT, R ME 3 frmR.

B ot o4 R R I — R4 DH-PBAN mRNA, B8k MEE (XA 10pg # 100pg WHEE . WEE
W EE THSTPHEE RNAUH 25pg fE R, K E &4 DH-PBAN mRNA BB K, |
fhyhEe A DH-PBAN eDNA RiZEER ER K —, Northern 2 Z R #h F (k57 8 mRNA B3N
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£ H I B %

15 %

[‘\CAAAAATG TATAAAACClAAC ATT GTT TTC AAC GTT TTA GCT TTG GCA 48
M Y K T N T vV F N ¥V L A L A

TIG TTC AGT ATT TTC TTC GCG AGT TGC ACG GAT ATG AAG GAT GAA AGC 96
L F S I F F A S C T_D M K D E §

DH

GACNSAGGAGCT CAC AGT GAG CGG GGC GCT CTC TGG TI'C GGC ccc AGA 144

G A H S E R & A t
cﬁ&zmtﬁm'mw_w—wmmmmm
L 6 K R S M K P S
TIC CTG AGG CTG CTC GAG GCG GCT GAT GCC CTC AAATTT TAC TAc GAC 240
F L R L L E A A D AL KF ¥ Y ©
CAG CTA CCT TAC GAG AGE CAA GCC GATG?AC(FIGGAAACCAAAGTA ACA 288

E T

o
L
=
>

P E R D K vV T
AAG AAG ATC ATC TTC ACC CCC AAA CTC GGG AGG ACG GTC GCC AAA CCC 336
K L 6 R T v A XK F

K
B ‘
ACTG 0\T GAA AGC CTC GAA T;C A}C CEC CSG CTC GGA AGG CGG CTC 384

L G R R L

K IEFTP
CAG

qQ H E S L+ E
T

S E D N

GAC CCC GAA GAA

D P E _E M

PBAN
GAG GAC ATG CCT CGT ACG CCA GCT GAC CAG GAA ATG TAC CAA CCT 432
P R T P A D E hi P

M

ATG GAG TCA AGA ACA AGA AC TCG CCC AEG CTG 480

GGG TGl ACC GNIHI 1CGCCCAGACTGGGAAGGGAGCTTTCGIC528

b

G R T M S F

T
GAT TAC CCA TCA AAA TAT AGG GTT GCC AGA AGC GTT AAC AAG ACA ATG 576
b Y P S K Y R A R S V N K T ¥ C
GACAACITAA ACG AAT TATGGGTCC| : 600
D N

A2 REFNEFWRR-EEERSRRMIER DNA
DH, PBAN, o-SGNP, f-SGNP and y-SGNP are indicated by underline, respec-
tively. The primers for RT-PCR are indicated by box.

DH-PBAN mRNA, HB T DH-PBAN mRNA #t, A AR T %%, BRE AL 39 DH-PBAN
mRNA F 18 F 1 B H 89 DH-PBAN cDNA,

— 238

—168

e .8

B3 pkshEELE DH-PBAN
mRNA #] Northern #3
Total RNA was extracted from suboesophageal
ganglion, as a control(lane 1) .10 pg and 100pg of
synthetic DH-PBAN mRNA were loaded on each
lane(lane 2, 3) and hybridized with radiolabeled
DH-PBAN cDNA.

3 i #®

EREEYENADY, M EEEBETHER
HENAFRAY, BERERRKEH DH PBAN X%H £
B, FUREEXTERNEZ . HiFELREMH
=M, Fk & IKE DH-PBAN mRNA, BF 08 % . 8%
BN R —MAEER LY RE. 11 DH-PBAN
<DNASE B 7 & 2 0 & 1%, £ & 4 X & & B DH-PBAN
mRNA, Northern 7% 3& 43 4 i ¥ 4 /& L 7™ ¥ % 24 DH-
PBAN mRNA, AL 1pg BH G B 5.5 #7 DH-
PBAN mRNA. MIRAREBEMNEE FTHETH{LE 5 pg
# DH-PBAN mRNA, TEMR MBS AL ELAMER
i FHEY, 1 B X 5% DH-PBAN mRNA M & mR-
NA F4rE ik, FridfEbsreR  MERSE HE mR-
NA, i F 7 40 Hd 4 % W7 L 22 4 b K B & s DH-PBAN i
HhEB, ¥4 )T DH-PBAN B £ In T . 996
VLB Wemkf ZRSHS TEKSE T2/,
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In vitro Transcription of the Gene Encoding
Precursor Protein of FXPRL Neuropeptide in the Silkworm, Bombyx mori

Xu Weihua' Zhang Livbin' Cheng Liansheng' Liu Jing' Xu Hourong®
Y( Department of Molecular Biology and Cell Biology, University of Science and Technology of China, Hefei 230027)
( Department of Sericulture, Anhui Agricultural University, Hefei 230036)

Abstract Embryonic diapause and sex pheromone biosynthesis in Bembyx are respectively induced
by diapause hormone{DH) and pheromone bicsynthesis activating neuropeptide{ PBAN), which are
produced in the suboesophageal ganglion from a precursor protein. Using the RT-PCR method, the
DH-PBAN cDNA was cloned into pBluescript KS vector containing T7 RNA polymerase binding site
to synthesize non-specitic RNA. 5.5 pg of DH-PBAN mRNA was synthesized per microgram of tem-
plate DNA in witro. Northem hybridization analysis suggested that the synthetic mRNA is the DH-
PBAN mRNA.

Key words Dhapause hormone, pheromone biosynthesis activating neuropetide, mRNA, in witro

transeription, Bombyx mori
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