161176 (29800

FiI0E F2i th - Vol. 10 No. 2
19954£ 6 B VIROLOGICA SINICA Jun. 19495

St IFEFREF(S (5 RNA FI9 B 4L REEWEMIEE
e 3 &%

(RN R BB B R 210095

¥ mEaE xes O8S LE

CPEBEEER A R WA LR 100081)

R R R DLIE TS M AR S 5 1) MAE 7 3E ( Rabbit Haemorrhagic Disease Virus ,RHDV)S /piJG
 RFAFWEREEED, 8L RIDV RN ERZEE FHEREEHER £ Olige
{dTy-celiulose F5F 2487, BH] 3. AAzq ) RHDV poly AV RNA 54 3. 5%, Ik Poy(AY RNA
2 PR AR AR B 5 B 6 F Wy, /R 095,122, 1. 82,2 40,3, 63 F1 5. Olkb,
7E R P M A SRR o U Poly (ADYRNA RR{EZHH-EEERAYIE A . Hig A BV HAN
6.3 5. BT SDS-PAGE W AR EI TR T 6 £, T8 75 % 64. 66, 58. 88.53. 70,
51. 40, 28. 44 F 23. 98kD,

KA SEMUERTE I RNA, SRAGEE  G0TUIE HINE

€ 4 I K2 %% BF ( Rabbit Haemorrhagic Disease Virus ,RHDV R 1984 R EE AT EH N —
e FrE. EEFNLET BRAEEFHEES BEEE ELSBE LR ERE.H
AT EFHT TEAHRMHT|IE L. R EZWSH TSRS, h TR Es{L rEe)
HHEM T ER A—2 B BNER RS RAEEFE. 1988 /5, % RHDV & . [H A
T E A% DNAT HECH M RIS I8 R e RNA, BRI RFERLE-,

EHREARMARTNERER. 54Tt aE MEREFRENEE RNAF A H
B Wy iR 1T B A& M cDNA, ¥ 38 RHDV ¢DNA STEE . 3 M ST EE T2 b S 89 4H R
MR EEEQENBAEE KT 5 REDV EFE TEZ Y BT IRE F .

MBS

1 SREREES RUDV-dsbd ATLREFE. SRR IR EEEERBREDERNFELER
{ik.

2 W RPN AN FSE T & % Bochringer Mannhein 2] 74, B2 R T HEREE) % BRL A+
i+ Oligo{ dT}-Cellulose 7 Sigma f= 1,

3. BIMMEHERINE 5% SERERMSE mRNA Bt 5 1B IR A R 15 % , £ 2 I
TNGLE 170SDS FEREALTE . 200°C BLE 2—3 (b | B AT B BHE] 5 R 8 v il 1 00 FT W00 A0 oo 1R KB

4 BHPHEE  EOOGRMET, B IREY RUDV 20k MBS . DER e 8575 24 . TR B ik

FEXF 1994 5F 3 F 21 HiF| .11 H 7 H 6
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64 B UL B A .
5 HiEmEE HOORIHT, HESRMEREETUR Sephadex-G25 Btk , SPA-Sepharose- 4B SEHZHT
B, LYERR G B L R EHRRE.
¢ M RHDV WA RS TEIETME 1. P. Kraus fl L. E. Rosenberg (15 g 1T,
7 REITUR RHDV $EREM0 S Fikis
7.1 iRl K Schecher® IRy EGHTT. LRETRAE 1 AR,
7.2 H4RE I RHDV SR8 S8 BB (2 20mD) , Il A 10mg fgbi RHDV 3k, 4 CIRIB 30 Sdb
JE A, 120mg 300 TeG Fotk , 4T fRE 60—90 S8, @i 1mol /L HRESN , 217 8.0 12, 000r /min (Sorvall
SS34 % F) PUIEH 10ml SRS R, 37 CIRE 30 29/ . 2% . % « J{ RARGS 24 D
¥ 1 RHDV SRR SR EM s IE M
Table 1 Analyucal immunoprecipitation of polysomes by the double antibody Technique
w8 Tube No.

1 2 3 4 5 [ 7 ] 9 10 L

K RZ R 5

Reaction ComponentsT

EREEKT 200 200 200 200 0 0 0 0 200 200

Palysomes®

FhbnignE o2 110 106 102 98 310 306 302 298 390 114

Salution € Supp2

sifl RHDV Hi{&< 4 g 12 16 4 8 12 186 10 0

Pu. Ab. to RHDV®

Bl P 106G FES 286 286 286 286 286 286 286 286 0 286

Pu. Ab. to Rebbit-1gG5 *

HE

Results

Azsn .74 2.63 3.96 3.87 0.96¢ 1.71 1.98 1.47 2.28

Azep 1.4% 2.14 3.0z 2.86 0.83 1.00 [.47 1.50 0.82 2.27

= Agso 0.85 1.7 2.25 1.89

* Azpg 0.60 1.14 1.55 1,36

LR EEEAE S 1D

Palys. Precip. Fromi{ % 1%

* Agen 4,25 8.35 11.3 9.45

* Agen 4.01 7.60 10.3 9.06 .
O A FEp R THEE .

EA R 8 & R bt (100Aw B fir /ml Y,

@ C (0. 25M REHE 0. 2myg/ml FFR . ng/ml 3 E BRI BRI 0. 196NP-403,

@1 0mg/mi 24k S di RHDV

&5. 6mg/ml fyrk (k¥ % 126G,

@M ST B E R EE SRR PN RHDV SR EaBki a4 th.

({Numbers represcnt 1l of reactant added.

{3XSuspermion of (he total palysome from tabbit liver . 100A 20 units,/mi.

{ZSalution C supplemented with 0. 25mol/ L sucrose , 0. 2mg/ml heparin, 1ug/ml cyclobeximide and 0. 1%NP-40,

@)1 0mg/ml of purificd rabbit anti RHDY antibodies.

B5. 6mg/ml of purified goal anti-rabbit 1gG,

@)Percentage of precumtated polysomme * Azes and * Azse values with the corresponding atsorbance of the ofiginal polysome suspen-
sion . multiplied by 100.
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$#£EZ RNA F 2. 5 {54 BIRS Kk 2 B-70CTLEE 1 A8 L 12,000 /min B0 FSEA 70X S . TR BT
TE{pHT. 5) 1,

8 RHDYV Poly{A)YTRNA B8tk 2:Ed T. Maniatic 208 iE3ET.

8 RHDYV Poly (AY*RNA fk/NETE S PREC SIS SERERE vk . e LebrachT 188 A 5 EERETT.

10 RHDV Poly{A)*RNA (£ ¥iZEMER RHDV Poly (A)Y*RNA TER S AM SRk R h i 1SN

& &0 I 2 BT . -
11 RHDV Poly(A)*RNA BRiRF-4E0UERE SDS-PAGE Ml Western Blot 578 FRZE AN S 7 i 1.

g B

1 SEMAFESRERLMEMNASE

W% RHDV48 /I FET REDV (R R F A4 5% . K A &R . | 438 .PEG 1T
SERITESE 85 B B BE B0 Jn . 48 B 09 99 3 B M 5 £ Sepharose- 4B £ E . W18 B 4 BOR & BT
RHDV(HE ) R RWESIMEQREE WA —£HMWOREN. M4 RHDY £
B 06 22 535 B i RHDV M3 , 45 SPA-Sepharose-4B Il E #7882 {L i RHDV ik . B &
X 1) S REB AR B T B R L T8 2 I B A DLE £ - A B4

Bl 1 SRR e R R A B
Fig |  Electron microscopy of purified virions after negative staining with 1% urgny] ocetate

2 SREMERETEMIRR

FRUSEEEENES AR RETE e SR H R IR . U RS 5
FHE- RS G EYORE. B e AR FRE N E TR RIDV S RH 2 EE8
FeRiER G, B 2 EAAREER AH REDV FikTILERN RIDV 4 S0 2B RE 2
AR P, IR0  fE A 1. Sme £ 34 18G B4 F . 2445 RHDV HifkBik 1200 B, 1
EHEEZERT S RS 1Y%,
3 RHDV Poly (AYTRNA R4 3= Risk )

FAAELEEEE S EER.CHE, M 60g M RHDV 8 /NS0 RIFHE M B, K8
L800A00 LAY B REBL B AR 4R A LIRS & 4, FLHUAR S DLIEEE - M 1800 AR T A &
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BP0 53] 191A6087 RHDV HRNEEENE . BEN10.6%, HE R ESHR .,
B 9TA BT B, Ao/ A= 2. 0, It B B % Oligo (dT)-cellulose & 2.8 3 A
RHDV Polg(AYYRNA A 3 Bias . & 2HBREY 3-5%.

[g-]

vite L i Fa B (i
Precipnaled Polysumet %)

12 180
Ant-aHDY Anubody

-RHDV 3%

B 2 R ES R RODY FiIEE RHDV 45500 £ 8 S0 T 5 AR E

Fig 2  Precipitation bars of RHDV polysomes a3 a function of antibady concentration. Canstant amounts of RHDV polys:cms

{20Aqy UNits per tube)were reacted with inereasing amounts of rebbit anti- RHDV antibody and then with goat antibody (1.6
mg.

4 RHDV Poly (A)YTRNA fiA/hBITF

FERFEHRN R ST T £ R IEE BB RIDY Poly (A)*RNA, Z5 L 40/ 4 BY

. HENETREHERAR PR 6 RB W . R BkAha 8% 0.95.1. 22,1. 82,
2.40.3.63.5. 01kD,

5 RHDV Poly(A)*RNA :#iZtk 8T

2 3285 R A A 1 4R 41 40 B 4 4 3 7R 4 F I F RHDV Poly tAYTRNA Hl RHDV ¥R EH]
BME RNA 4 9775 £ .RHDV Poly (A)*RNA Fl RHDV # F49 £ R 208HE RNA X ME 5
WA EAH-ZERAE A, BE 2 TR WA S5uz RHDV S R LT EBEEERNA  HIZ AR ‘
3} HRAIAG 4. 7 4% , (] 11gRHDV Poly (A)¥RNA #5#8 A B B % 4G 6. 3 %, 18 1L 1+ 55 RHDV
Poly (A)*RNA (81 it % RHDV %5004 FEMEE RNA i 6. 7 4%, ;
§ RHDV Poly(AY'RNA fESMEEHNRE

RHDV Poly(A)*RNA fil RHDV 5 R A5 £ BHWE RNA 4 M AO MEEH FEEFHEH
FRPE£5 11 %SDS-PAGE 4347 (45 B oRTE 25kD E 65kD 2 M H B . MRl —Ei#
TEERHET FHRZEVE RADV Poly(A)'RNA SN EA SR . &4 UL BE 6 £&

Bk, 4+ T B 439 % 64. 66,58. 88.53. 70.51. 40,28. 84,23, 98kD, if RHDV ¥ Ry £ E 85
RNA {{ 7€ 65kD b Bmit 1 A E S,
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Kh
E Q1
o .- 383
2 240
< 182
122
0.95
1 § 1z 21 28 )
Frackion number
E3 RHDV £REUEE RNA oligo (dT)-cellukos: 3ol B Bl 4 RHDV Poly(AY+RNA f B BEAF B BRAE e, 3 B
B i
A ML RAPIE A PERES. B R ERMYE B e, A DNA BRICH | LB C.RHDV Poly (A)TRNA,
Fig 3 Oliga (dT)-c¢ellulcse Chrometography of RHDV Palyso- Fig 4 Electrophoresis «f the RHDV Poly (A}t BENAs by 1% a
mal RMA. garose gel containing formaldehyde.

Peak A . malerial eluted wirh buffer A A. BNA molecular weight marker 1 ;B. RHDV Poly (A)TBENAs,

Feak B.material eluted with buffer B. C. RHDV Paly(A)+TRMNAs,

1 2 4
xd 3 S & 7 L.

Tl

5!1

i
-

2094 29

2308 i - 24
20

B 5 RHADV Poly(AYT*RNA § RHDV ¥ 540 E 3 i RNA (5518037040 ) SDS-PAGE ) 5 RER5 1447

1#1 3: RHDV Poly(AYYRNA 2l 4. RHDY $5 SIEE R EW{E RNA AIEIERH ;5 Al 6:SDS-PAGE, 7.4+ T2 HH,

Fig b Analysis of z mefe trenslation products using RHDY mRNA end totel RHDY spedific polysomal BNA in 2 Rabhir Reliculo
cvie Lysate Translanon System.

Lane t,3,5; transieton products of RHDY mRNA. Lane 2,4, b translation products of tatal RHDV specific polysomal RMA.
Lene

7. marker , the sizes are inchcated in kilodaltons,



http://www.cqvip.com

£ OO0 http://www.cqvip.com|

174 h EH WM ¥ 104

g2 2 #hil RHDV RNA #S00EF R H- X EEE AR
Table 2 *H-Leucine incgrporation in transiation system directed by exogecos RHIDYV mRANA

BAR TN
RNA [ncorporation Inearpora tion

(epm /ul) (~flod}
FE 4 F RNA(RE)  Contral RNA 1.3x 100 1.0
RHDV %77 ) & R ES{E RNA 6. 1% 10° 07 .
RHDWV gpecific polysomal RMAL bug)
#i{f i) RHDV mBENA  Poly (A)*RNACug) 8. 2x 1P 6.3

5] i

% 8 ML AR 5 B A R e O R B R R R, KBFRREESRAENFEEENE
L EH RN L 7E RHDV B e 4—8 /NI g, BO AT 2ES 41 48 b 0 A B e IR L 0k ELFE I o
o R ER ERDY, B s—12 MR EARIFAHAR P RBRER T AR
32—34nmU", RHDV G FAE SR AFIECRFHTHEERANETREFANKRERE.
ZRILE AL A AE RADY B 8 hi R, A RIFESI 43 B RHDV ¥R 5 mRNA 5 &8
BRAY 3. 5% . X R FEA mRNA FEEBNAAN SRHEWS D Eamb ok 1. Fm
. RHDV ¥EAEEHEAHZHEENRFRMR. RHDV ATEGE G . BatEH 24 A8
B ST SRR MMM Tk 100 220 AR BTN ERRERM WALR
RiX— PR T .

Flii RHDV $ifk 4 B3| 4 RHDV 5 34 mRNAs RFEEERA PRGN E L. T mR
NAs 4+ PR EN GRAFREZEERARFTREELVES, ETHAET . BB Y —8
RHDV mRNA B34 (B 1), HX/EE 5. 0lkb Z 8], X —55R 2R RHDV R A KBS WHIE
FWER BN REENED M RRESHNED §/F 350, o

TR MY R SEERET & AR B mRNAs BREERH IS BT BRAY 6.3 15,10
ERESginiEs LEZ RS RNA 6. 7 5 (3% 20,3 X # ) RHDV mRNA BE¥A . AA4EY
FiEE - HBIET DS SDS-PAGE HI AWt — B SR KGN AE nRNA g
& RHDV ERRBEE . B TREFLALFE AR, R RADV £ k3 B & A HFE . F. Parra
FQ9O X F L BB EALARENTT I SDS-PAGE I %3 6038 43 ¥7 . 7E SDS-PAGE 1'%
B FRA 60kD g9 — & FH UL K 85.56,40,30kD fHI/TF 20kD 93 5 XN E LK. HEE
60kD fl /v T 20kD F B85 BER ML IR 51 . F14E JRodak 20905 & k4886 B 40 {060 95 3209 £ BK 47
tTrEE R .61,52 HI 38kD 3 &R IE ¥ M % SDS-PAGE il Western blot ¥ ! .G1kD R F =
Lk, SKREMMEC U9 HE TR RUDV B 5 £ B iT 7 2 4 , s b8 % SDS-
PAGE fil Western blot @75 6 &% . T &4 %4 60.58,65,53,51 §1 26kD, {H V. F. Ohlinger
HU(199M KA RUDY EH £ T EL R GUD)Y, &5 HRBEN RUDV 2SS EHE .
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F LB E mRNA BF 7= Yy 1 5 22 B A AT S 2 ML B Rodak HIGEMSREF K. B
i, A B i HEM RHDV £k E A 4 AR HF 64— 60D B EBE I ER AN, F£XE
HBFERRKF KT oRNA RBRATHFRIER T HEERYE CEREFTD S TESRES
R FREFER EANMEFERETLHILEE mRNA IRZBETB @R EHO 2%
20 M P 3 T R R A . B, AT LA HERR RHDV £ Bk th B — e 3 mRNA S50 ] BB , &
LB+, RHDV #FR ) £ RE S RNA 8% RN B) 64kD — £ Bk X ATRE 7R 480
ERFF FREHE RNA H mRNA BBFH M0 S0 B 6 fraf — T,
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Rabbit Haemorrhagic Disease Virus; Isolation of
Messenger RNA and Identification of Its Activity
Gong Xiaotning, Du Nianxing
(Depariment of Velermary Mcrobiology and Brammology. Nanjmg Agricultural University , Nenjing 210095)
Cao Jie Chen Qingxuan Song Desiu
(Inststite of Develop Meniaf Biology . Acadewia Staiva . Bejing 1 00080)

Poly (A)*RNAs enriched with rabbit haemorrhagic disease virus ( RHDV) proteins were 1solated
from RHD>V-infected rabbit liver tissue by polysome immunoprecipitation and purified by oligo {dT)-
celluloge chromatography. The purified poly (A )TRNA was identified through denatural agarose elec
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trophoresis. Six single narrow bands.5. 01,3. 82,2, 40,1. 82,1, 22 and 0..95 kb respectively , were vi
sualized. The @ wiro translation products of viral mRNAs have been demonstrated by SDS-PAGE and
immunoblotting analysis . proteins with molecular weight of 64, 59,54,51, 29, 24 and 20kD were
shown RHDV-specific.

Key words Rabbit haemorrhagic disease virus,Messenger RMA ,Polysome immunoprecipitation ,m v

ro translition
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