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FEFRENERK A ZEETSFIIHNE

FHRR R kone B

(WU A R &R, HI AL 210097)

Sl

( F AL EE R IEANEE e, Wi L 210029)

WE KIMFF R E R K BN RNA, ] RT-PCR V&4 8 AR BT IRAE R B, @ad soBe il )y, R4 T
RHUTNE A LR 3020 Jr BE 164 bp, 2 TR HURAIK A JE AR, Gt JE DR SCPRAT R T Ak,

KRR APURIK A JER, FAHT. Bombyx mori
FRAES 0939.92

PP Z K (antibacterial peptides) A& 2))4)
(BLFENZR) P 5E R A S s v AT J 224 1T 1)
—RPIWEH. KA B2 ARG,
e A — RV IPUR S AR MM EF, Hy S
(attacins ) « ¥ W BF ( lysozymes ) . A ¥ F
(diptericins) + By 1l 2 ( defensins) . Bk W £f %
(sarcotoxin) . ##HEZ (abaecin) . A % ( bacteri
cidin) M & (ceratotoxin) 2513 & i
FIE (cecropin) & —Fh EEPELIHZ IR, H
AEWFITR A AL

ZEHU K B KR B Hultmark 2507 A B %
(Hyalophora) 4y B FMFR. BEJE, 7EHALER
O A S AR 2R R T BTG AR [ U5 5 5 s
SPPUR BRI cDNA FR gt S0 o ] 7 5K 7 i Ik
HARWLLE 1986 EHLIE T CM RIVRIER T,
{HL ¥ TG A5 D5 e 91 ) 4R .

ASC TS K i, $EHCE RNA, MW H]
RT-PCR #(R, M4 FK & CM4 1930 P Ik s 2L . 7
RN AN A DU IR AT IR 2 2R R e 1, Wit 1]
1 W A B IR AR A A B, JF v B i
B, 33T WBUIE A LR 653 1751,

1 MR
L1 kFFnEs

SRR, WA L R AR AT B
Hidk CRE, W H Fluka 2 ;- g JE UL R 4N
(SLS), M Sigma v #]; fEiKER - LB (DEPC),
I A Serva /2.

Ploy}\rrlract@ Series9600™ mRNA Isolation
System W 7l & . W H sk Mg (AMV) 3l H

Promega 2.

1.2 FEENTEEHF
IM 109 # ¥k, PinPoint™ Xa 1 T- 5t fi 4 14 Iy

H Promega /2 7.

1.3 &
Wy BT R AT SO, AR5
1.4 7&
1.4.1 mRNA [F#HG KA ml, sk

WIN E. coli K12D31 5 1l J, 25 CHtE 9 h Ji7, HL
W RGN A L4 1 g, — 80 CHEBENYFE, IS+
PR ERME ", G0 . SRR ES BRIkt
JE, PEHUE RNA, J PolyATract mRNA & M
0.5 mg & RNA 4lifk mRNA.

1.4.2  JFERACREE cDNA: H 1 ug mRNA i
20 Bl 1) /e W (50 mmol/L KCI, 3 mmol/L
MgCl, 10 mmol/L. TrisHCI pH 8.3, I mmol/L
DTT, 5 Pmol/L Oligo d(T) ;7,500 Bmol/ L. dNT Ps,
26 U RNAsin, 8 U Hifskf (AMV)), 42°CRW
90 min, BB s A A — HE. RO A R E,
RNAase H, 37 C 30 min PF#fi# RNA.

1.4.3 5l¥icil: PR IKIE R BT &k & AR
KN 63~ 65 NMRIER, 1~ 26 HiHi Tk, 27 LA
JG I 35~ 37 AN ILER Jy iG VERKER M ST AR SR
HZ KM AEE S MEEHOR I CM4 135 L
SERRIP A W0 5, FEX F PRIk CM4 FR 7 3
e 8 K 202 e P M L AL G, R K7 A
1 ) i 839% 1227 PRI Y K i i I 1 iy 5
JER (= 22) ~V (= 17) (5-g (A/T/Clg) ATI
TTITTITTIgT-3), 45 %454, 16 ANk 3
Uil CM4 35 PEHE 48, A27~ A33 4 FilF51 4
(5-TT IgC ITg ICC IAT TAC IgC-3'), 20 MHkJE.

CHK ARRE RSB EIH (39770117).
ks HI0: 1998 09-15, &[] HI: 1999-01-19
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1.4.4 PCR ¥ K EPUBIKIER F B W prcot
514, LA ERE A DNA N BN B4 5 07 B
PCR 2 AELN 30 v, £ 4% 50 mmol/ L KCI,
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3 mmol/ L. MgCla, 10 mmol/LL TrisHCI, pH 8.3,
0.5 U Taq DNA £/, 200 nmol/ L. ANTPs, PCR
SV Hy 45 CIB K, 70 °CHEAH 20 min, 95 °CFAS P
3min, 95°C 30s, 55C 30s.72C 30s, 351
B, 72 CLEAH 20 min.

HISRBE -26 -20 -1

*#&B MNFSRIFFFVFALVLALSTVSAAPEP

FKEA . o e e CLT CAMLONL L L L

F&ED . .. TK.LL..V.C.F.MG S - -

R K 1 10 20 27 30

XK#B KWKVFKKIEKMGRNIRNGIVKAGPAIAVLGEAKALG
REA B V.Q. . S S V.Q.TQIAKG
F&D -~ .NP..E...V.QRVRDAVIS....V.TVAQ.T. LAKGK
FEMN R . .0 ... ... vV.Q. . . VoL E.V.Q.ATI

Bl 1 SRt aikiE: BREREK A, B, DT 5HHEMK CV4 MEEBF TR LLE

1.4.5 HCDNA JyByllfomaife: 1 3% rfeds
ST NS BIRE IS VK RO 261680 DNA F B, 1R
= K, WO WA R BoAE I PCR 974,
Bl KU R E soc bl b, AR 5 — &
PCR —3, R KEPURIKIER J B

1.4.6 FAPUHIL A JERFE 0 B b K
APk A SER R o v BOH LB T/ A b bkt
FroaE™ ) 7E PCR RN, Taq DNA BAEEAELE
FEPI 3 AR SBEHL N B TR A, G, C,
T, #ig ELLA MR Kz Bdifes, R
AT K K5 PinPoint™ Xar | JFURLEAK 7 B8, %%
E] K B FF H OIM109 1 Bk, 1E R R
(AMP*) PR R, $kik A sE, H Spe/
PinPiont 51#1%42 PCR 4" 843K ML H 19 1 B BH % v [,
SICHR 1) PH 1 o B £ B it 2B HUTORE DN,

1.4.7 PHYESEREF A BEALEL 3 AN PHIE 7Ok,
H] SP6/ PinPoint 541l % Xk DNA HI B, 4
Quick PCR Purification {7 & 2 4k; H SILVER-
SEQU ENCE™ DNA Sequencing System ( Promega)
WYY, B8 N, A 2R N 9 B e i L
MLk, B

2 4 B

2.1 RNA BJ2HR
MBI AR SR HU K &5 52 RNA,  SCEAE T I8 i 1)
LB, ERPEANGH HN;"\g_gentﬁ_(D Total RNA

Isolation System ( Promega) A& (EREY) FEHUE
RNA, {H Ao/ Ao tEAR R A ANERAR,  J5 ] 76 1
BRVE (BREY) IR B, 98 T AR R
FURNA, A g0/ A 2g0= 2. 0.
2.2 BEREERERY IS

%A RNA SO sk 4 8 — 8% cDNA, HI &
TP AN IF 5148 PCR #3381 — 4R 5911 164 bp
FWB, A BAE  PCR Y45, 193] 7 i
fh B

SRS ORI, EHAEMREE DNA §IE L
B, yreyAataE, AR EM, 7 PCR,
25 Py A I e A R
2.3 HMEEREMEERFIE

£ T4 DNA EEMAEMNF, &%/ B ia A
PinPoint™ Xa 1 3¢ [ 4 4k L, A SCH Bk Pin-
Point™ Xar 1 2 50 BEA7 21 FRUF M F514) (Pin-
Point /¥ 514 5-CGTGACGCGGTGCAGGGCG-3
Aospe W ¢ 51 ¥ 5-CATACGATTTAGGT-
GACACTATAG3) fEN PCR 514, HEZHHL A
BEUEAT PCR R V. RNAER R A 10 v, 2 AT 5
W35 2 pmol, HLAFA. hTHANTFSIYE
EcoR V i BEQL 2 (FIFE 25 2 A4 144 bp, 1HE DNA
HE A 0 164 bp (4 R BPUENK DNA F7 414l
), D AL e BE 14 308 bp B (FE
2).
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bp

308 —
164 —

E2 BrERA R ARSI A XEG
1, 2: £ SP6/PinPiont 519 PCR #™ 4% — A~ BH I g e 1K ML
MIH Y BE (308 bp): 3: IR0 &E 5 PCR 319 7= 4
(164 bp); 4: 4lifb 5 i UGl H 5k PCR 897 41( 164 bp) :
5: PGEM-7ZL (+ ) [/ Hae N5 -1 5 At bR HE.
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2.4 BRYREBEBERFIINE

BEFLEL 3 ANBHYE e bE, WYLy, I3 A5
B (P B HE 7 91 1) — B0 (B 3). BEBRIE ST ZU X 1
FILMRIF A, 5 Morishima 25 ¥ 3RIE M H A K &
PUBIE A 20 3L R P SIAHL (1 4) . eI E )74
X, XL S H AR K PR A %K
AT PNz SRR 1 22 ), P B K A R IR
14 fL§ 1R (Lys) WU T H AR K 2 (1) R A Bt i
(Asn), B 17 i H2®& (Gly) IR T REUR
(Asp), TMiS5PUEIL B Al CM4 ZERIE K, BATIA
R BT 5E 1 R AT HUEIE A AL

Sk -26 -20 -11
BMA  ——— ——— —-—— —— CGI ATI TTI TTI TTI GTC TTC GCG TTG GTG CTG GCT
- - - - - - - 8 F VvV F A L V L A
-10 -1
BMA CTG GGC GCG GTC AGC GCT GCT CCT GAG CCC
L G AV S A A P E P
MEE 1 10 17

BYMA AGG TGG AAA CTC TTC AAG AAA ATT GAG AAA GTG GGA CGC AAA GTT CGC GGT

R w K L F K K I

E K A% G R K v R G

18 20 31
MBA GGA TTA ATC AAA GCG GGT CCA GCT ATA GCC GTC ATA GGA CAA GCI AAI TTE-—-
G L | K A G P A I A \'% I G Q3B#--
B3 RENEKAEZENSSFES
)i 20 1 10 20 30
RAA RWKLFKKIEK VGRKVRGGLI KAGPAIAVIG Q-——- S#—-
BAMI (Morishima I, 1990) . . . . .. .. .. Do oo o .AKSLGK

E4 HERESBAREREK A FIIES SEBOLLE

3 iF it

RT-PCR #8445 5 PESE D B, 2RI 3 B
K — M A7 AN 000 B S B 1E N & g K
cDNA S —8E S T 5 10 BT8R 0 VL 39
SR B, o A A e S SR P 8 i e 1 T RS 14
PRI EE, LRPRMNEEITETHA. C.
G.TAH MG, T H—5I AN,
[Rlgt, § 8k, SIRERINT 120 £5 (fHiIE
JEK 1024) A2 84, HAEH A B
B, BARKEGHMABE. HIRABA.C.G.

T 20 bp M5 IMAETEARR  F BO 2, 4 B ok
WIXE, TiKT 30 bp 514 BRI 2, (HSEERTAE
AT DL I 2028 PCR RN G A R B8 e e itk 3k

ITHE ARG A T 16 X514, AUA SCIRIE 1
XX 513k T HURIE A JEA.

BARIRATER I CM4 (21 7 510 ¥ 519
(K5, (HESIHF5] EAUE 4 NeIER S R A PRI
A ARIE), BASUTR Ik S BE R, AR B T HUEIK A
FER B, XSS 7 AP E SRR, IRAT19G 3
T CM4 ] cDNA Jv Bt (HE& i T H s 8 —4
PO, RN £ s B ORAER] (IR g it RT-
PCR 4" 8k sz BE K7 41, 262805 1k PCR .
MIHFRBA) . I, H AT AR IE.

KEPUR ML A JERF50 05 B s, Al %
BRER, TR RATC A B Kb KT TS 9 /NN
HE KA cDNA SCPEHAL T ik hik, W) B 4 A
PCR kW7 X PR IK A mRNA KA
KPR IR S5 kB4 T mT g
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Sequencing Partial Fragment of Cecropin A ¢cDNA in
the Silkworm Bombyx mori From China.
Min, ZHOU KarYa, ZHANG Shuang Quan, DAI

LI Jiamr

ZhwYing ( Department o Biology, Nanjing
Normal University, Nanjing 210097, China);
ZHU Chang Liang, YE XirHai ( Department of
Biology, Nanjing Medical University, Nanjing
210029, China).

Abstract Total RNA was prepared from fat body of
the silkworm, Bombyx mori, 9 hours after injected
by E. coli K12D31. Singlestrand ¢DNA was

synthesized by reverse transcription ( RT). Partial
fragments of cecropin A ¢cDNA were obtained, cloned
and sequenced, by PCR technique with a pair of
degenerate primers designed according to the amino
acid sequence of CM4 in Bombyx mori and cecropin
A in Hyalophora. These laid a foundation for further
research on preparation of the probes of cecropin A for
screening the silkworm ¢DNA library.

Key words

sequence

cecropin A gene, Bombyx Mori, ¢cDNA

associated protein T is one of the major mechanism in
Alzheimer neurofibrillary degeneration. It was found
that casein kinase 1 (CK-1), cyclic AMP-dependent
protein kinase (PKA) and glycogen synthase kinase 3
(GSK-3) differentially phosphorylate humanT (T3L)
and thus inhibit its biological activity. Morever, the
phosphorylation and inhibition of this activity of T by
GSK-3 is significantly increased if T is prephospho-
rylated by PKA.

neglectable microtubles could be seen by electron

Under this condition, only
microscopy. The data suggest that a synergistic role
of PKA and GSK-3 might be involved in abnormal
phosphorlation and functional inhibition of T in
Alzheimer disease.

Key words

protein kinase, Alzheimer disease, T

protein, abnormal phosphorylation





