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Tot, BB%, $IBESRE Xba I TUIKT L AR 2
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Poy 11 CYI¥TL 7-##2 2 & DNA X SP6RNA +
Y AZ—¥EREFRFRAG, 40mM ) 2 —HEB
EEW pHT7.2, 6mMiE{lb~7 %+ v 4, 10
mMTFAr2v A b=, dmM A =L I 2V,
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B EEEE . A FBEYAARGE Y 7 5 10 BDNABBD R EAR Y = —EFIDBKRE 115

Pst T

33
88 PRD367
=&
ae

ooly
%9)

L)
sal 1 Pst I
2

PRD545 ﬁ; PRD545 Qﬁ é PRD367 ::
o

o
$z

E

pst 1 Pst I and Sal I
digestion Sal 1 & digestion

(AN(CY,
(TGl

=

__%4 Y

)
4o

Ligation

Ligation
PGEMAZE

pvu I Pvu I Pvu I Pvu I

Fig. 1. Strategy for the synthesis of full length genome segment 10 cDNA. T7 and SP6
indicated the sequences of T7 promotor or SP6 promotor. Homopolywer frank-
ing sequences were indicated by (A),, (G, (Cn, (T

B
12345678 12 345

Fig. 2. Transcripts form pGEMpRD vectors analyzed on 1.5% agarose gel electrophor-

esis.

A: lane 1: pGEMpRD2 non digested. . B: Restriction enzyme digestion of pGEMpRD33
lane 2: pGEMpRD2 digested with Xba 1. and it’s transcripts analyzed on 1.5% agarose
lane 3: pGEMpRD2 digested with Pyux II. gel electrophoresis.
lane 4: Transcripts of Xba I digested lane 1: pGEMpRD33.

pGEMpRD33. lane 2: pGEMpRD33 digested with Xba 1.
lane 5: Transcripts of Xba I digested lane 3: pGEMpRD33 digested with Pre II.

pGEMpRD2. lane 4: Transcripts of Xba 1 digested
lane 6: Transcripts of Pvu II digested pGEMpRD33.

pGEMpRD33. lane 5: Transcripts of Pvx II digested
lane 7: Transcripts of Pux II digested pGEMpRD33.

pGEMpRD?2.
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— ACTATAGATCTGG ——ATGGACGTCG 5’
5’ Pst |

Eco RV *P2 !

3'-end of dscDNA 5'-end of ds cDNA

Fig. 3. Strategy of tailoring de-tailed termini to
contain cohesive or recessive restriction
sites. The noncomplementary priming
sequence that specifies Pst I, Eco RV and
Xba 1 sites were indicated in bold letters.
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Fig. 4. Steps involved in tailored removal of
homopolymer franking sequence. Oligonu-
cleotide primers are represented by filled
and opened boxes. Homopolymer flanking
sequences are indicated by (A),, (O..
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Fig. 5. Restriction enzyme analysis of cDNA frag-

ment of pUpRD28.
A: Analyses of pUpRD28 digested with restric-
tion enymes by 29§ agarose gel electrophor-
esis.
lane 1: pUpRD28 DNA not digested
lane 2: pUpRD28 digested with Pst I and
Xba 1.

lane 3: pUpRD28 digested with Pst I, Xba
I and Sac I

lane 4: pUpRD28 digested with Pst I, Xba
I and Hind III.

lane 5: pUpRD28 digested with Pst I, Xba
I and Sph 1.

lane 6: pUpRD28 digested with Pst I, Xba
I and Bam HIL

lane 7: pUpRD28 digested with Pst I, Xba
I and Sal 1.

lane M1: pBR322 digested with Saux 3A L

lane M2: pBR322 digested with Hpa II.

B: Physical map of RDV genome segment 10.
Symboles are restriction enzyme cleavage
sites of Sac I(v), Hind 11I(0), Sph 1(e@),
Bam HI(®), Sal 1(a).
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ER, ~FeR)~-RkEFESEL T EER
HXTELS D v T3, T, Z0
BRORGEEAYRET S LRV, TOHKT
ToTBLR s v —VYihbheEHR ) < —BFIAEKR
E&Nt 7 v —VEBET B Eicisy TRIE AN
BEINhB,

LaL, SEXKKERCTHW L FECL YK, I~
5xFy o2V 7—¥, 553 RV RAF—-EDID

DEREE YRR BRL, FR7T 74 ~—%
Buwsziirlyd, ChboMBELARERIRD

(Fig.3), 8B, =F V2272 V7 —ERBIKI B
wERY) = -EIEEECKRET H2E L, WEHT
B KBS ¥ F5 -7 cDNA ¥ ST 5 = & 230 EE
Th b,

ARE I\ TIL, HIREEFRE Pt 1R, Eco
RV UMM BET A LI L Y 58 7 & 10
BOS KMo O—EENLDL 3 KFOREDO—
EXETCDODDNAKMH 2B A EE2TREIKL I,
L L, T4DNA £ Y 2 5 — 12 DNA » &k
YRABEE, FO=FV Ry LT — UEENEESR
nBEVOIHELD Y, AEREZBVWTh, HER
cDNA R RIS H VT, TIDNAK Y »x 53—+
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Summary

Commeonly used protocols for cloning c¢DNA
of mRNAs that add
homopolymer tailes to the sequence of interest. A
in cDNA
expression studies involves interference by these
flanking sequence. We have obtained ¢cDNA clones
to RDV genome segment 10 and constructed full-
length ¢cDNA that is identical to authentic RDV
genome segment 10.

copies include steps

technical problem often encountered

RDV  genome segment 10 cDNA fragment of
pRD545 and pRD367 were subcloned into transcrip-
tion vector pGEM4Zf and named pGEMpRD2 and
pPGEMpRD33.

Transcript of each polarity for use as a cDNA
templete were synthesized from each linearized
clone by using the SP6 and T7 RNA polymerases.

Synthetic oligonucleotides complementary to the
cDNA sequences immediately adjacent to the 3'-ter-
minal homopolymer sequences serve as primers for
reverse transcription. After replacement c¢DNA
synthesis by T4 DNA polymerase, double stranded
cDNAs that was removed homopolymer franking
sequences were digested with Pst I and Xba I. Then
it was subcloned into pUC119 vector. We obtained
complete full length ¢cDNA clone of RDV genome
segment 10 and it was named pUpRD28.



