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# E SYNWHMEESHEES R E(Bombyr mori VEEIER K 5 RNA #47 DDRT-PCR &
o FATEEHRASREREE FRXER, BRMNERAHT HE XTI 2% 5y
WERERE 38—kl EAYFH . Northern blotiEBI NP — R EF TR S BT 6 T HEst
. SSCPEMRTENSAHRANEARR. MHb2 —#THF. SRB R FBK 241bp, 18
FREFBHZANERE, HEERNH— S F R ER TR NG RRE N PR
Bfaf,

XWiA RNE GERY,ERBR
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BHGERNIEREBRIEAMEAHMNE, HHIBHEANTEEEEE L,
—HHE,BREAERNEEREEMESRAEEA )RS LE T RS, i
BERFEAMBREDORFRED B -FE, SENTRERE R & ER N AR
SEMENUERRHATEGERFESSHBEER LAEFRANAALHE, EXRER
FRAFES M E M B RS A RN — L E A kL TR,

EMERGERVHETHANIE D, BESRIAFEFREHNITRES. 5N
MREFEXBABEERH L BAMA T, EER K. 1992 4 Liang SRENERBRE
A (mRNA differential display) P2 T —MIRERFAREHE N L FH L, EHF AR B
EERFE. FXRAREARN KA ERFHEHREREENNLRRAEGT TSN
HR.EBJT-I2FWERAFE.

1 ##RFe gk

1.1 ®§

1.1.1 REMEHK: REFEEK A TERMRATELFRIOEREEEY,
KB E E. coli DH Se F X LR TR,

1.1.2 L HRM: RNasefree DNase, M-MLV Reverse Transcriptase ] § Promega 4] ;
Taq DNA polymerase W§ H Perkin Elmer 2 7] ; FR 18§ HindIII ¥ § GIBCO BRL 2 1 ;

pGEM-7Z{( + )/ Haelll DNA Markers, RNasin B 4 EE W TR F .
1.1.3 &AM &: TRIzol™ Reagent i GIBCO BRL 4 ) ; pGEM-T Vector System I H

* EF A AT AR T 9 H (No. 101-01-02-03),
OB H . 1997-09-22, 8 [ H #1. 1998-09.29,
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Promega 2> & ; KEB OB A AL A/ &  &E B0 R PCR PP ai{bidH &) 8 F WA al.
1.1.4 F{E: oS dATP( > 3000Ci/mmol) M B Amersham %2} §); a2 P-dATP ( >
3000Ci/mmol) 9 5 b 5T A B LRAH .

1.1.5 Hfb. dNTP BB Sangon 27l ; 7% Fl & BB Zeta-Probe I H Bio-Rad 24 B,
1.1.6 Bl &l. #E9% HT,G(5 AAGCTTTTTTTTTTTG3) . H-T;, C(§
AAGCTTTTTTTTTTTC ) 1 H 41 51 ¥ H-AP, (5" AAGCTTGATTGCC3') . H-AP; (5
AAGCTTCGACTGT3 )i Sangon 22 &5 o

1.2 B&

1.2.1 REMHRAERFERNFES. EAFXESLS, ML MR, BF-—#TRF
BITRR T A I IR R R AL RS9 108 A KA E. coli DH S o FFTRBEFE T, WML
BFFRIITE T 25CEFH 16h FES], 4R RBHEAR, vHETFRATEA,

1.2.2 FEWEHEL RNAEE: B GIBCO BRL 4 & TRIzol™ Reagent #1T, 1% H
REASPERE RS o 3K % RNA #52 ¥ 4 ; Beckman Du-7500 B4 36 5 i8] & RNA #KEE
1.2.3 i RNA 1 DNA 2R 25 S5 X#4], BIEB®R. KPR EN 0.5%
M-MLVRT Buffer, 75C 5min # 1L R FY

1.2.4 DDRT-PCR RJ¥. &% Ck[3]3H17, ertEB, Mg RERAMEZES W
$1% H-T,,C 8 H-T,,G, R 8 & 35C, i8] 60min. PCR KW # Mg®* ¥ BE 2. Smmol/
L,BEHLE|# N H-AP, 8% H-AP;, dNTP &3 ¥ 2pmol/L, 1pL o« S-dATP(H S LL 16 >
3000Ci/mmol), 2. 5Su Taqg DNA B &8, {3 S 3N R KR, 94C 3min, 40T 1min,
72°C Lmin; JE G 3F, 94T 30s, 40T Lmin, 72°C 1min, 38 ¥ ; K KM, 94°C 30s, 40C 1min,
72°C 5min, AREMEHE IS S, B Parafilm BREEE O,

1.2.5 ERFBRMER. EREEY . 2% 10pL PCR =¥, 5 2ul IMEZMWHIE
2EFHET 6% EFHRITEBILER, 1 x TBE.1800V HE R K ERBME IR ZEEK
R, Bk, R TR S0C ETHT 2h. MTREHE, - NWCHHNEER 2~
I BRERBRNELES, HEREENEERLATLYT, WA 100pL EHK,
ZEED, #K% 30min LABER DNA, DL DNA B8, XA S L& PCR R ZEEH
B8 &4 (ERD o *5S-dATP, ANTP ¥ % 20pmol/ L) T EY 1, LA E R RHH
B, WERY MY RE, AR OR Bk s AR BT maiie s Ao
1.2.6 EREFHHNLE. FEHTCKA PCR EEBARE, 2 5EY M EAHF, H
Bl o-2P-dATP AB e HEARI0H JATP, JESF R ERE H 30 W, A A 24k ER A
Ei, PCR FRic KR P9 B4 8.0 PCR et i |t T W S msifb L LR 3 9 .
KBAR INTP IBSH, IIA 0.1 54 1mol/L NaOH37C ZF¥E 10min, Bl Af{E 5 886t &
H. HkEt RNA FI&Y 30pg. ¥ B, Northern blot %4 2 # Bio-Rad 2 7] Zeta-
Probe™ Blotting Membrane 1t 45 647, £ B RESEN 65T Bl Smin; 65C 301t
7%:65C F 1mmol/L EDTA.40mmol/L NaHPO,(pH 7.2).5%SDS %8 £ & R H R E
HENEE.

1.2.7 2REBHER. £ F pGEM-T Vector X £ 7 7 Bt 17 5B, HE FE M,
HindII I EE.
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1.2.8 SSCP Xt PRYETIREHE A K B AT R — ¥ 470 MR STRE UM V1= %P
NS5k B B e, BB K IR 84, 10min f5 SZBIKIE . 115mm X 145mm K/b 6% EARERR
B (S 5% H ) BB .0.5 X TBE 100V M3k 4 4 ~ Sh, B3kt 82 o LA X B8 ok 3 o e
R, BKERERARPEETRES,

1.2.9 DNA JFHMREI B L. DNA #FZREHE bk LSEYERTFRATRA ABI
B LT s DNA [ S 45 R B 6% E CyberSyn 2] ( L#) #47,

2 #RFid#

2.1 RESHRLNKS

KERESHRZINCAEBRNBET, LR E— BRI BRI, = Fh2
W EH B (E DR R TR — S 0. BB TER SR AR LA
SREMEUE NGO RE, TRFRAES 100 VKB . wruc .
Fll/BMETRT, UNREREFNEEFINR, [P EARHAR

-+ =+

B F 50T W S0 0 5 I3 4 o A R 4 81, 9 Mk
(BB M7= R0 S R VSR I 17, MO ARy |
Wl RO &, HoAh, TR BN R R LAY
12~24h P mRNA By R BIG{E, TR FEFFF 16h
| BREERY., IRBARREG RN EEEES
At R BRERAE W, £ MR8 RNA I HT 1 b
N EAF BRSO REY. a—
2.2 REWISiE RNA f#E & DNA RJEBIER

By I 45 SR OD 6/ OD o lE B RNA S2 44017, B i
FRAAEBRG RNA PR BEHSERES
DNA %%, ENWEESTEEHER B R0 R, HL
HAEHEAT 2 R BIRAY HAFT WMo Liang FERAME
Set 7k, At DNA #4700 7S A By S ok 17 iR s fk,
57 i, RNA (A E B AR, LR PS5 L XR4]
WAk, EEET 0.5 x 55 R MG A %t DNA #5473
1k, WAL 52 B 2T I3 K 75 DNase, /S ] B85 I F 8 8%
RENTEBAL, B% T AR, W1 EFHEREMRYE
23 REETEE M mRNA 9253 87

B XM BRI GET AL o D S o
BUES ], BRI AT R RR R, HRME LR e o ot moi pups fa

TREXEOANRE M REFHTFHIABE g, deoues
BRI R S, ER® M@ T + . Sund for induceds ~ ;Stand for noms
(4mmol/L), ER B RN B ER T, HRMNELRPHAE  indued; AP: Anchor primer; RP: Ran-
MY M2 W BEE T 4mmol/L, 3B KIRBE K 40C B, 25 dom primer: IS: Induction stans
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SRR — R, xﬁuﬁ#&o FIREAR[E #9 Taq BEX Mg?* ¥ B 89 7 R R H] 2 1 A iX

—FEMRE,
2.4 ERFWHNEBEET M

ERPEIASEZERZTHY 6 Ru/HET I, FHRKEHBH 1 KU LBH (S
RAHR) o IEMSCER( 11T, JE 75 4 5 PO A B R 0k v vk 8 SR v 38 0 20 1 R P A
BERER P EAEETEERR RO HF AT &, BBIMWERTPHNEASRL
SILERE.
2.5 ERFEBNEE

MHEFHIAERFBIFBI ARS8 EYHEYH KRB BL) R/ B(8S)]H
Northern blot 74 R B/R HA B 8L REHMA(E 2), FERUME i TELER
BREARBIMABRERE AT SERE, £ £ 5 S TSP MK BT S E6, 3¢
EXFMHELABREBREEN., MABRSLHWALTTREN, HFEBEEA™KIEE Bo
Rad 2 8] L4370, AR E HAE S HI. BINESE SRET RBEE 4R N E2
THEFHER, EXBIAMAESL HFERIEH AT S BHiE 68%.
2.6 ERFBENRER SSCP 247

Xt Bt 8L K pGEMS:f BT vk, M E I E EBA 6 & EFEAH B K/
[ SL MR EA F. A ESEMNFHIF—¥, #4177 SSCP LR, ERIEHENEH
MEARBERMEFAN(E 3),

1 23 456M

bp

T - ,
. —289
—267

~.
B 2 H B 8L fY Northern blot #5 :::

Fig.2 Result of Northemn blot of fragment 8L 3 H‘& 8L #J 6 ’MEH&E&B‘J SSCP e

1. Induced RNA;2. Non-induced RNA
Fig.3 SSCP analysis of six positive clones

of fragment of 8L.

2.7 RESLWMFLEREERMELER

FB SL A 45 (I 4) R HEAK K 241bp, & 1 B poly(A), A A By [8) T
SHERARBSZAERARBEENER, RATCATERAX -FEE, MRFERMGH—
A 8F 55 B AT EEHTTZ

BHEERNBAKWANMRE, BAH LS - RZANEFRHE R EREERE, F
KHAEFTXEEENAREAN AT LREEFEENTE L, EREBREARENFETH
UK, BLWREREN S TEDY THEEREAD, FTRRAKERMGESHEW
FEEBWIEVTE mRNA REXRHT T VSR, BT —EEERNEH, HED
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14 NEXEAERBAPERIREFBASHEHREZENEE 63

10 20 30 40 50
1  AAGCTTGATT GCCACACAGA TITTTGAACT AAATAAATCT ATITGGTATT
51 CAATTAAAAT ATTGTGCTIT  AACTCTAATA GTCCGGTCTA TTTACACATT
101 CAAGTTTACA TAAATTCCCA TAAAGCTGAA TATTGGCATA GTIGTICAAA
151 ACATCATTAT AAAGAAAATC TCAAAAGICC TCATCGTTICC GAGGTGTGCT
201 AAAAATTTGG  CACGGGGTCA  AAGGTCAAAA AAAAAAAGCT T

H4 RHESL HETRNF
Fig.4 The nucleotide sequence of fragment 8L

The underlined tri-nucleictide is the supposed terminator of the cloned gene

THEHP—A R BMEERTF, b Uy BB — 2 IRk DAN UERE L 5RACE
FET K DNAEN2ERERERELFIRP TR EAAGTTT T ER,

g ¥ X ®
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Searching for New Genes Involved in Immune Reactions of
Bombyx mori Through Differential Display
Liu Zhenyi Qu Xianming
( Shanghai Rescarch Center of Biotechnology, The Chinese Academy of Sciences, Shanghai 200233)
Abstract Total RNAs of induced and non-induced Bombyx mori pupa fat bodies are purified re-
spectively and then subjected to DDRT-PCR. After displayed on native polyacrylamide gels, eight
differentially expressed bands are retrieved and reamplified, most of which include more than one
band when visualized in 2% agarose gels. One fragment proved to be positive in Northern blot is
clened and six positive recombinants are proved to have the same insert by SSCP. Sequencing result
shows it is 241bp long and no homologies are found. Further studies may reveal it possible role in in-

sect immune reactions.

Key words Bombyx mori, immune reaction, differcntial display
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