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ABSTRACT

Aim To studyv the gene structures of apolipopro-
teins of Beijing duck insusceptible to atherosclerosis,
the ¢cDNA libraries of duck liver cells were quickly con-
structed at the first time.

Methods With single-step method. total RNA was
isolated from duck liver tissue. following purification
of mRNA which passed through oligo dT cellulose
chromatography. Using mRNA as the template. the
first and sceond strands of the cDNAs were synthesized
in Time Saver ¢cDNA svnthesis Kit.
ed with EcoRI/Notl adaptors, the cDNAs were cloned
Then the re-

After been ligat-

into the arms of Agtl0 or Agtll vecrors.
combinants of ADNA were packed to infect E. coli
Y1090 strain.

Results Duck liver ¢cDNA libraries with high titer
were obtained and rate of positive recombinants was

over 98.5%.
¢DNA products were in 400~ 5 000 bp.

Auroradiography showed that sizes of
Each clear
plaque DNA which was identified by endarestriction
enzyme digestion contained the ¢DNA insert.  Full
length ¢cDNA sequence of duck apoAl was cloned and
sequenced from the ¢DNA library constructed.

Compared with conventional method of

Conclusion

constructing cIDNA library the present one is simple,

& 5= 3y SULAIIN Y il

time-saving and eady to be used. Some problems of
using the method to construct ¢DNA library were dis-
cussed in detail.
KEY WORDS c¢DNA librarv: Construction; Bei-

jing duck; Apolipoprotein Al
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F 4 s Al E AT IR L R NTH A Pharmceia 24 #iKE.
T4 Time Saver cDNA §HRFE. & & 1.2.3 cDNA NHEK R 3 pg mRNA 57K E

FERARMEN RNA S EHAR . REMRT 1
0 47 B A AL O WS AT 4 M cDNA SO, (R
FERAS FoR AT RN 1~2 AR N 2
K. FHAMEHRIEEPE T RN
JREH Al cDNA F5,

1 HR5HE

1.1 #¥

111 KREH  REEHAELTD.HELT
BEERARES,

1.1.2 &# c¢DNA 4 & 5 # & (Time saver cD-
NA synthesiskit), Pharmcia 2 8 = %; EJX A 4 &
# # ¥ (0ligo-dT cellulose), % 4 7 F Bochringer
mannheim 2 &: & % R & A
isothiocyanate), GIBCO 2 8] & & ;3-(N-# 5 X ) H 3%
R.ESB® - CHEOMEPORT X LERMHT Y X
Bl Sigma 28 £F ;L EEOREHTERRARQg10#
Agt 11) & EcoRI R# M AWEEH ¥
HARFHE= 74,

( guanidine

4 Promega 2 8] ;

1.1.3 {438 UV-120-02 # &4 a L2 E 1t 0K
HEFR.
1.2 Hik
1.2.1 FALKE RNA NS RN FARE S

HRR, THFTFTAAALE AR 1g L. FEET R
EHAAAREFMR, G IAMERNFAR 0 NFH
AH10mL 37D+ (4 mol %% &% ;25 mmol #7
W84, pH 7.5, 0. 5/%‘“«#1%&%5&0 1 mol #-
MEZE), B plyuy X BHHH30s, ERFER
R E A2 mol/L 2B M pH 4. 0 KEHEHHRE
H—RAEW@I: DIEAE -SRI GFAR
RNA,# RNA I E ST ERBR I ZELENKE &
B R AFT LA KK Y 260 nm A 280 nm 89 X
T (ODyeo *2 ODuo )+ BLES & 77 $7 50 39 RNA R E X
4B, MSuL#FTRNAFETHFFARR X,
PLEF RNA 9% 8,

1.2.2 PSFF4ARE mRNA By4fi{L
dT ##%# %,5 10 mL 0.1 mol/L 8 NaOH £ 5.%
MLt EAHEERY Y 1 ml, RE T XmI6 R 397
ZHRBpolyA*'RNA AR ENETAZEEN IR AS
B35 F DEPC & B sy KX A, 4 5 & 280,260 #
© 230 nm KKk Tt AL FE N it E mRNA

IT 0. 35 pg Oligo-

HEBZE20pL,65CEE210min. AFRF AL, %5
min B 4 /& f2 A 1 gl 200 mmol 'L 27 DTT &5 A 4 1
el oligo(dT) 1351 59 (0. 5 pg) 3 — £ B B 5 A (H
JE M ¥ 4 7 B2 ,RNA guard, dATP. dCTP. dTTP &
dGTP, % &4 RNase i/ > 1 # A& 4). 238 4.
37CHE 1~1.5h, LR 4% cDNA 354, F a4
S LSRR BN IAEEEAFLT 1 pL (10 peb)
3”PdCTP BEA—ERE AL PR TIRESA,
#% A4 RNase H, % %4 & DNA f,v‘:é\ﬁ{%’ eRERA
HRN RN EAGATELRAFEA £F RS, H#
1A 10 peile-¥PI dCTP, £ 12C 24 55
EHRE2CHEE1h,65CEHH 1omm,;&t;€ééﬁo
R—ZEARRE(ZE1E. Z;-:;i?ﬂi'i
AMEBFAEEEIE10pl, n NEEF X2 G
A 7% (20 mmol NaOH,20% H R EE &3 2).#777
1. 2% 8 % 15 5 % 2%, E (e-”PIAATP #3140 35 ADNA
Hind B Y9 F &4, $8H2HFHERL£5273

% 30 min. %

o LR T2 L
EREN L AKG . EFAEFER,—T0CE -,
1.2.4 cDNA B@ﬂ},&ﬁ‘ﬁ _i/_j—l 11 —J/K jj cDNA

B AT/ E TR K. B0 min, B E
A #7100 L o N E A D F 24 F (66 mmol Tris.
pH 7.6, 0.1 mmol * % ,6. 6 mmol MgCl,. 10 mmol
DTT, 150 mmol NaCl) ** #f 4 4 Sepharos CL—4B &
AT TR 5%, BA 1 500 r/min ﬁ/ﬁ E .0 2 min. £ B0
cDNA # H . £ F .05 H U % 24 cDNA,
1.2.5 XUgE cDNA X3n&E# EcoRI. Notl #3k ]
PR FOHEB AP (H 80~100 pL)F XK A A 3 pl
CcoR1/Notl # % .30 pL. PEG # :# A1 L1 og #
BIATP # B35 AR 1pL T4 E8E,E9F 16 C
H 1 h,65 CH%H 10min L 5 R,

A1 pl T4 34 FBHEEE. 5 =E 3
(37 C 30 min), %65 C fz # 10min.§§j§7€ﬁ Bl
EEm/EGaERas O BT, ME R A
%’é:’r,l&iﬁt}]m;&u

.26 Mg DNAWNBEERRE S0 pg L5

kiftw Agt-11 BF Y&k, AR A (N DNAYW =
A (10 ¢l 20 pl 30 wl) 5 ik T4 w3
EENERKEL,

G Z AT ANE cDNA E 1 pg(2 pl)age-11 #

et 0.1 % ,\,73mol/LZ4x‘ﬁ*I&'75{-%14'\?7\57
FRCUE£XNEZF.ESET8pl HBHEFF AP .50 N
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Ipl T4 2 ERE | pL BB HATP.EH R 16 CEE
g%,

FABEKAP A 2585 8,0l 12 000 r/min
BUME.TRESTF L HARWFRP. W —T70
CAENOREAGOpLIKR R E.HRETL. 2
R 25 ul A -4 5pl NERKES 5% 5
—AAEBRAKAWAS P HLZTOFAP. ERER
FRY.5TF22 CH3h. RGHMEA223uL 0
phage buffer (20 mmol /L Tris pH 7. 4. 100 mmol/L
NaCl, 10 mmol/L MgSON &= 13 L ¥ 5T LRGN
Agt-11 REKREAF,

1.2.7 DNAXENSAENE 11000120
000,1:10000 A GHERZ RSN, 28K
100l T RN ZSELHYI000 £ HSH
EAGIARERE 5 ODuwe=0.6~0.8),37CEEW 30
min, ¥R HERMAY, REw3~5mL F%hayTB
WMEMUSC), 2 L TEFES . HE I CHA
HIBRAK . BEFLATHEEREDS A ¥ AN 37
CHRAELH6~Bh, THEHTELERRIIETAHE
HHk cDNA XE AR .

i R A B 3 sﬁxﬁ%ﬁnﬂﬁﬁ,ﬂiﬁmﬁﬁﬁﬁ
1.2.8 DNAXENNEERSARBRX)SH
B v EMBELHKIRESH. H LK
Y100 B4 £ 37CH£EFH 30min, EFWEHAK P A
0.7mL 3 IPTG(20 g/L &% % &) 7 0.7 ml &7 X-Gal
(50g/L EFEA). LSRRI EERLEES
ARSI E.HR. 3TCHK6~8h. HKE a8
EHHEKATEDONA JERFAE,

MUAXESREXATF(EE)ET QY
f 4R M Agt-11 5 & (£ DNA,EcoRl B9 & . ¥ 7 1%
ok, R AR A Y cDNA A e K.
.29 MBEES Al cDNA HEZEHNE i
AHEHRAMKEFEA Al SN FREALSLT
EW kA S DNA XL HGFE,

2 BR
2.1 WFE RNA HER

REAMAT A E RNA 2 PR TR
mikEE. B RNA28S: 18S AN 2:1, &
BA4RHLAY RNA 5o . T S REM ([8 1. Figure
1.
2.2 Poly A*RNA ph&h{t

P AT 4R 3 RNA (2 mg)# Oligo dT-# 4

AHEBWAKG KT HHEETEH mRNA
HMELSRNAM LSYNER. A 2 mg PAFE
RNA & {k {H 30 yg mRNA, il {% OD,,/
OD,,. ¥ OD,.. /OD A Y H 2. B R B
mRNA iz R 8B R I L. EFHEH
¢DNA &R i H8H .

Figure 1. Analysis of total RN\ of duck liver cells
with 1% Formaldehyde aparose elecirophoresis.
l.ane 1 and Lane 2: roral RNA

2.3 cDNA MEHSHRER

B 2(Figure 2) 0] W, &L & M cD-
NA P8k 400~5 000 bp Z (8], &L EH
R 5.6x10" plu/L, WEAREEZBRIZX
EMEAE R 8. 5% E. o] RiZ L EA M E
it 2k SRR ER L u] L N A Tk F e
B89 cDNA.

RE 6 PREHLBEELGY O IR B DNA .22
EcoRI B S E . KIEANEE 0. 7~1.8 kb
ZALAHEARBENE AT RcDNAEA
F& EcoRI 8§7{5 (8 3. Figure 3),

2.4 WEHEEDQ Al cDNA RREMHE

TR G2 7 B X TR T Rk TRk
FATHF] 10 T8 AEE A Al cDNA ¢) TH 52
M. 2UREENF. KETROMBETRS Al
cDNA J¥5 . iX — #H % H % Genebank U,
AR LEE D€ 51
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Figure 2.
NA synthesized with 1. 277 alkaline agrose gel elec-

Autoradiegraphy analysis of the size of cD-

Lane 1; ADNA/Hind ¥ Lane 2: the second
{ the y1-'A

trophoresis.

siranid: | ane 32 1he hirsy

Figure 3.
duck liver cDNA library.
bimtamiss Lane 70 pliR322/ Ba NI

Inserl size analysis ol the recombintanis in

Lone 1 6y imscrts of 1the recon
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NA WIERAARGANMELRBIAF.H
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NA LR £ RS LB #H mRNA @972 B 1%
# VIR RNA 678 Gt o 162 i il B i 1 cD-
NA XM T EATR. AN EH &2 RNA 6,
FE AR — 4 i ol 4 A 47 HUE TR F B f|] L PR 1R
MR R PR 8 60 63 RNA BRE M. S0t
RNA TE=/paFZ REITT 52 . #2 Oligo dT-4F
4 ZH B RS S HLE mRNA, #EcD-
NA — 854 B AT mRNA (¥ 75 ¥ 05 8] 2 74
6§5C 10 min DA b, HIBL1E . 0K S AME
115 A Eh. LR R RS AR —
HMREESEIES R,

LLfE cDNA —BE S ZER S HEER R
B (AMV), &8 % RNaseH .25 ¥
cDNA &R mRNA B H67 KRE., ik
f# M & RNase 5§ £ () B 0 % [ $ ok B (M-
MLV). A ifif GE Rk & 808 cDNA —# B i<
FE .

& RS FTUEE (DNA 7 3 3% b U817 {7 o
FrEd HM S ETF . 4 X M ELA cDNA
T HIZEYS & EcoRIl #51f A % &) 8k # % . T 7
L cDNA EM R RhiTHRERR
EcoRI 8§17 : 24 <DNA A K B+ #H EcoRI
{7 &8t o] #| fi4E L E Notl B — (L 5. #T78
P ST T 80 B 69 cDNA.

PR L EE L MAWE cDNA 5
BE A gt DR R EE . RIKIB ST D-
NA EM H— X, XERERATHLH
WiREE MERERE A BT EHEMMNRERAR
i, MBRMNZRBEMZE.LL/4 EFHR
i cDNA IS 1| pg 8RIKA gr10 & gt 11)
HEAT HEIUGE G 1% TR AE 5 F] 10° plu/ml. B
FEM cDNA &, R EEER Y — 1 0] FH
E—{E % mRNAJFLL 09 I BEHFEBRE
BEf) cDNA XEMEHFH 1. 7X10°.3 (1
BTN cDNA LFEX I IRNERL £

S2Z I E EH— FHLRIRE RNA
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F# 2 Oligod T-# 4 Z 1 E 4747 B mRNA . FE L
AR EERNIERNET A5 As ghiy
dt P AT 40 B cDNA SCJE, M F 7k 0 g
apoAl 5% cDNA ., FBHIEBH X F el B §1#
& cDNA S BIEEN & 5 TREMEE.
XRARMNIE-ERAFRLZER As 3189
BESFEMBETEANLA.
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