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FWLEFRBHFHIPE cDNA LERMAE

*
bis

RELF

(PEREHFR R ETEORHAN, KL BHPFERFELAREIRE . EH 200232)

B OE R RENTENEE RET Eimena tenello H1 T4 59 B 0% i {& ZAP ik ¥ cDNA 3% . B %I TRIzol
KA &M F . tenella T {6 505 P B S RNA, F F Oligo(dT) ,-£F % B HE M & RNA 51423 mRNA, Ll mRNA JR54R,
Oligo( dT),, Linker-Primer 514y, 54 % & & cDNA 35 — &%, T57E DNA A8 I {EFI T B4 % — 6 cDNA. cDNA
oA RIS Plu DNA RSB T Xho [ 115,75 EcoR1 Adapters 3,8 Xho 1 BH1/5 , $E B2 s 3% B i 500bp
~4.0kp Z IBI(Y cDNA H Bt, &k )5 90 EE cDNA 58k ZAP Express vector H# . I QEGE B E. teneila FT 1L
PR DNA RSB, M T I NR R 6 x 10°, 3 1% /5 SUE MR % 1 x 10" Pw/mL, £ PCR W& , 0

HWEMEN %%,

X@R FEMEEERM, RIALME, DNAXE
dHAES Q785  AARIEES A

MERRFEHELEERATEI RSN -FEFR
HEfEReREFAaRm, " EAFRENERE
H e AERRURERNETFRAS N 2012
Zx!, B, EWRARNHRUAGYIE BEmT
W RN ER A REFHYHERBERA,
HEPIER A Z B RCR B, R, A1
A i F BOR B, S 1 By R 1 ) 3R A AR Y
B 7 vk, PR I A0 R o A B 1R 0 BR B R AR
il 7 P A% ok TS R 1 A R 24 P o) AL, T LR TR ok AR
FROASH, FIERNERER AT R KHE
B, HAMMEAN —EHEH, IGRA -EHHE
EBFA,FHOZA—FRH. M 80 EREK
F oo AT BHSARTFENS FAME S mERG
RusER ERAGFIEREARKGHEHEHERN
BEEHR. RMERGEHLE, B 506 F5 2
BEHGEPHENTIERRA. W cDNA XFER—MK
BHMERX S - SHOERENH EARENE
B, AT H—H NS FAEYE T BN R A
SERRBITHE.HELRERPENRAHER,
RIINET E.tenella i FILIPH ZAP RIKLE, A4
WA FAKFITEABIL E. tenella FHEH T PR E
.

7 B8 H A :2001-05-14, ¥ B B ¥4 : 2001-08-20.
REeWH LT B X B $ 5 8H(96-005-02-01-05) .
« FiREE.

% H S 1000-3061 (2001 ) 06-0669-04

1 MR
1.1 EEARSEHN

Bo XM EXERIAEH P EFEFERR
MEFBE ="M ESHRFRML. LN TR KW
HEBEFEY TEY B AR, mRNA 4R &
B B Pharmacia Biotech £ %] , ZAP Express” ¢DNA Syn-
thesis Kit # Gigapack® Gold Packaging Extract ¥ H
Stratagene 4% 7] , Qiaquick gel Extraction Kit ¥ B OQIA-
GEN 4+#],T7 #1 T3 Promotor Primer M WA T 4
MIBRAERLFA,
1.2 A&
1.2.1 EMCEEHRBAF b IREA bR R
WETE E. tenella LB, REH 3> 10° B
Fr14a B ERRER, BY dE, WRBRE
2.5%WEHMMH PIEF, ARTAE, WRELA
T PR ERA THRE S, LUERBE RNA,
1.2.2 FEMELEFHRMATHHFEL RNA KR
Al mRNA #5438 -

BIHETHRATR E. tenelic HF 4L 57 TR &
M P B, B 10mLsg B BRI ANA Trizol WK, B
Fosh KB PAKE, T Triol KA ULH B
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670 % % T

B % & 17 %

. RABIES, RAKAE.L,DEPC KBRE
HTERETHR KGR E RNA NEAR, Z5M0 0 a
RNA (i E R B, HAMWA 5% o8B EE A
mRNA i fk i A & B Y Elution buffer 35 #%, &
mRNASE AL R & 50 R 1E. mRNA 73 B Jo , B/
HoBPREERIKEN,

1.2.3 cDNA M4 M : B AR B Stratgene ) ZAP Ex-
press® cDNA systhesis kit BEHA H5#24F . A& LA mRNA
SR, Oligo (dT) 18-Xho [ 9581 %1, 7E MMLV R ¥
EMEHTFTARY -5 DNA,HE DNA B8 1
ERTEHEHE % cDNA, cDNA E_HE M
J& . F3 Pfu DNA 3 4 B8 ¥ cDNA KI¥R Xho 1 G %b
P A T4 DNA & H: R85 52 #1F 1) ¢DNA # EcoR L
Adapters, £ T4 Polynucleotide Kinase B§B&fk EcoR | K
WE,BHR X IBREBEEL SIHRSMNHN
EcoR [ Hl Xho I BIRSHER M .

1.2.4 cDNA p#Efk 52 & B iEE 6
¢DNA,Z B k5, Y1 T & 500bp ~ 4kb DNA R BB /Y
RE, H4 2 B 4% Qiaquick gel Extraction 77 & #1FF
HPE AT, 2 B B DU oDNA 0 1710 B Y 3mol/L
NaAc,2 fEERMK LB, - 20CHELIHRG.4CT
13000r/min B 4> 60min, = L&, A 75% H Z BE 5 1
K, ZBTHRE, M8l dd HLOH®. B 1L AT
FEEHIK, UL 30ng/pL B ADNA {EE B 5.

1.2.5 cDNA FEBEMRBEHEIBE . AXXA
ZAP Express vecior, B2 —F EcoR I #l Xho I Tt
PN LR R, ST AR RIEH
% , o] LA E M TS RE cDNA. Huali{b B A cDNA(ZY
30ng) 5 ZAP Express vector 4 C ¥ ¥ 2d, BEGEER
o # 3pl. A Gigapack®” Il Extract TR, Ak
BERENERBBHT.

1.2.6 cDNA XEEMEE:

(1)cDNA X FE AR BN E :

B3 TR ¥ SpL £E 1:10,1:100,1:1000,
1:10000 ¥ 8, SR 5 & BL SpL R i A 2] 200pL X}
WA KB XLI-Blue MRF- B P, IBE A,
37°C, % Bt 20min, B0 A 3mL NZY Top agar( K%y
BC)BGHE IR ICHERLE, B RITE PR
LR SRR P,

(2)cDNA 3CHE B 4 18 1 B2 /0 0 € .

YERBRES, £ 5 x 10" plu/i5 O B 4 K%
Bk cDNA o3k R 4 £ ER Y 1,37 CHE3F 6 ~
8h J5 , BRI 10mL SM buffer,4°C ¥ #1i %, W& B
i3, H F 2mL SM buffer M 8%, #5 W& 1) & FB ¥E KL

W S% (VIV)R A IBS, ZEEBME 15min, 500g
BL, EBRAE, RELE. BUNESM 3% MR
5 RS ERET 4C, HAMM 7%/ DMSO(V/V)
F - 80°CARTE, BL 4°CIR A ) cDNA CFE 10pL, 8
EHREGHE MEVHECENEE.

(3)cDNA 3C P 34 o iy i g

EMAERN PR L, BEVLPEE S0 M ERME
B.BT 0.5mL 9L BEH, F4HMA 50pL SM
buffer #1 2L # 45, BAIG ACH BN W, 4 HER
SpL UL AR, (6] B B AC{RTEARY cDNA 3 FF Spl
i, B T7 f T3 A5 4T PCR,PCR M5k 94C
4 Smin;94°C 30s.55C 405.72°C 2min, 30 1 {E3F;
T2CHEM 10min, PCR =8 T 1% 5 B g AT
387 ¢, 8

2 BREHN

2.1 E.tenella -F{L B W2 RNA AR ELHImRNA
B E

F Trizol i€ M E . tenelle #1 T-1L 50 3 P IRELM
BRNA, 225 HEE M EH 0D/ 0Dy =
1.9, EGEENR, EFRTHBKERL, TR
B A 285,185 &M (AN 1| Fra), IR BH &
RNA RE WM. 2 Oligo(dT) S HEF K 2 KEE{LST,
BHIH mRNA 2 ETHA KRN G TRERER
(B 2 BrR), o] FB-F oDNA UERHE

Bl 1 E.tenella #FLIREM L RNA MR
Fig.1 lsolation of total RNA from E . tenelle sporulated oocysts

P2 mRNA (955
Fig.2 Isolation mRNA from total RNA
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61 HUER . FHMUEFREMTILHE DNA CEKH 2 671

2.2 cDNAKIER

W cDNA LIk B R , & B cDNA K/N A6 TE
0.2~6.0kb Z 0], K EHTE 0.5 ~ 2kb Z[a] (40
3FR) X —BR S5 M cDNA DU H#E S
WERHEA BELBTN cDNA KE B, &4
eDNA & R L.

£

Bl 3  E.tenelle 0Tk 58 3 S4E cDNA 1% B0 95 8 1 e 3K

Fig.3 1% agarose gel elecirophoresis of the double-strand ¢cDNA
from E . tenelle sporulated cocysts
1.ADNA/ Hind [l markers;2 ~ 3. The double-strand cDNA

2.3 DNAXEMHBRERE

A4E cDNA 5 ZAP Express Vector £ )G,
MMEBHLEFRI6x10°, VIEEMNBEER 1
x 10" Plw/mL,% PCR ¥ ¥ 5 B H LM EA R
R96% B BRFEEREPTEO0.6~3.5kb Z A
(ffE 4 FimR),

1 2 3 4 5 6 7 ] 9 0

B 4 E.tenella #-7{LER % cDNA SCFEH) PCR ¥ &
Fig.4 Ildentification of ¢cDNA library from E . tenella
sporulated oocysts by PCR
1 ~ 8. PCR products of using the single clone as template ;

9.ADNA/EcoR ] + Hind[ll markers;
10 PCR products of using the ¢DNA library as template

3 i ®
KEBESER S YA RNA 5 285,185,585 %

JL2& RNA, E . tenella 19 tRNA #1 mRNA B H#Z A
W E LT, H (RNA B A 285,185 #1 55, {H mR-

NAZHBEHBEEKE R AILEWENEF,TE
FHRGFX—MEBARFEMN nRNA,H K E.
tenella TEM TR, H mRNA NS B R ELH.
MER R AR T A EBRT , REA DNA BERBHE
1, BEEHA DNA TEf FA S BRP AT EW, K+
BFREHLEDNAESTEEHRRAC G R,
{H RNA & REH L. Elis £ ks 8%
F DNA 223 A MK EH E. tenella, E . maxima
FTED , oRNA M FEERTE, EHFLB
EHE, - LERARARAN, XEEEOFER
¥ mRNA £ @M,

Hil REURAMEEERPTEY Y &5
¥ LRI IE F RS, FKERR AL
TR B, EIEGRHSTAEYEH HOTR
RIET 80 FAK,PIERT,. E# S HERE A F4E
TGS HYBLAT cDNA SCREMEE4 X FE, A B Fi
SHBE A cDNA SCEE 7 1L 59 B A cDNA STE,
FE— BB cDNA SUEY VB ZRBM T DNA X
FE™ K RE Tk ¢DNA SLHE™ , E . tenella FHRTFER
S %, RATR MR RGA UEN %, R
WET E.tenelle WTILIIBN ZAP F3XVEE K
M FRKEREARE E . tenellea BHRHERRBHET
MEER, HRRIMNEEF# - EMERPERRE
A,

B O AXHINTAHNRLHEYRHMLAL,TH
NERLELBLFHANERBAFARARALSE
THBEALAZBER FEXFERGRXHHE B,
Ek T i,
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Construction of cDNA Library of Eimeria tenella Sporulated Qocysts

HAN Hong-Yu HUANG Bing" ZHAO Qi-Ping
( Key Laboratory for Animal Parasitology of Ministry of Agriculiry , Shanghai Institute of Animal Parasitology , CAAS , Shanghai 200232, China)

Abstract A lambda ZAP express ¢cDNA library was constructed using mRNA from Eimeria tenella sporulated oocysts . Total RNA
was isolated by the TRIzol from Eimeria tenella sporulated oocysts, mRNA was further purified through oligo( dT)-cellulose col-
umns . The first-strand ¢DNA was synthesized by using MMLV reverse transcriptase with oligo(dT)},; primers containing Xho I
restriction site. After the second strand ¢DNA replacement synthesized, the uneven termini of the double-stranded cDNA were
filled in with cloned Pfu DNA polymerase and EcoR I adapters were ligated to the blunt ends.Then the double-strand cDNA was
digested with Xho | restriction enzyme. The fragements of 0.5kb ~ 4kb were eollected by agarose gel fraction method . After liga-
tion of the cDNA with the lambhda ZAP Express vector, the cDNA library was packaged using Gigapack Il Geld Packaging extract.
According 1o the phage plaques bright selection,the ¢DNA library contained 6 x 10° clones and the titer of the amplified library
was 1 x 10" pfu/mL. By using PCR identification, the ¢cDNA library contained approximatedly 96 % recombinant phages.

Key words Eimeria tenella, sporulated oocysts, cDNA library
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AP SRR R

e Ay 05 A 5T AT SR

AR ERE MR AR SN RN E XSS, FEEFH MR RE AR, EF = FEARREHLRE.

- F B 35 4 18 ( Cyanobacterium ) B 3 4 ¥ ( Trichodesmivm ) R IR BE /. XR—RARARBEREY UHBE
A, AR ST AR RN, AR - ABAERER. EHEAALRSEREIECRL
3% | i 45 5 PEB% 19 7 FE 95 1) 0 36 ( Sanudo- Wilhelmy S A %,2001), WABIREREZESREAMRAR SR RERR
AREH— R A REH (R G, EBEE KT, RAREE ) wRERER, ENM0ESSENFEHR &k EBRE.

S AAEEEEENEZE, EE—RHRASRARAANMERRRE. - RSEETHEAMIENRENC
RERRETRE R MYt RAEE. XFAXTHYBREEY, ENOEERBES B4 R E Rt L RS
WHESFRARENETE, RITHEREZIN AN FEES R ARBNERN. SHEHRMES NG ARERS
FE 35  Burkholderia sp.) , & B-TE 4 B\, M7 (1 JR 8 ( Proteobacterium ) , F o- WAL 5. EFISERHEYA LI EBRRAKZNE
YETFHR— T RRNEEREE EEERN EREFREE HQ0), ETINBEHERARERREH RN
HEL M. BEME - PEBRHRMIEL,

= AWBERAERN)SEYFE. TUR, XA B4 BARAEAYR LA AHYAENER. #
RECAWBENRTSEE, VEEERMEEES AR NERAEAAES. EREEEKEMB RN TL &
BEEE G E N, GREN. RCRHERBR ARG T BRNNSFEES, A HAREH AL BN TER
RS EEAREE? MEA LSk BRI, (5 B R B A T A 80K S M A B F(2000) , LUK B35 5 SO AH
MRS — R RS A RAME T AN EARNDYR A EEEANREA, A EHENER
WEAE. AAE BREHERANERT.

B EMBEET KFNSE. ERFEE SHHaANTRARULREREENDE. (d )
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