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Recombinant Marek’s Disease Virus Expressing IBDV
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W OE ANBARERAFORAB(CF) S BB AN FRERBE(BDV)IN VR A B s BAL 24 K AL (MDY)
CVI988/Rispens €5 F 2 R USI0 K B F A3 #3E KL VP2 B4 F & 69 MDV CVI988 #:45 #14& pUCIS-USIO-VP2. 54545 & &
455 CVI9BS/Rispens R & & £ BEMH Bl (CEF), FAER AKX VR R4 F a6 €48 MDV(IMDV). R484H XA
A(PCR)F MZ LA RARL(IFO)IER MDYV S 25 31 ROERERA VR RAE G, A MDV &% SPF % , & 4% [RDV 5%
HR A%, 1 B & SPF 4 5 50 A 1000PFU. 2000PFU . S000PFU # MDY i# # %% ,33 B # A (001D, # IBDV JS 4 3% & & i1 5%
+ BERARYP F 5 A S0% 60% 80% - (A2 &2 5000PFU 6§ MDV —:k £ & | B 8 SPF 26 , £ 5 K 4 20 43 72 45
GFEALEBD P FAAERATERALARBE 2.01.5), ARPARAZFER (p>005), mEEFRAE S A 4480
RRPHREFEZH(P<00), ZANMRHRE IBDV VP2 &S F G5 MDY Tl H i bb 3 SPF B8R4 % AR 545 A .

K@IT CVI988/Rispens, A ZA ERRE, F44545, V2
hESHEE (78 MAARIE A X EHS 1000-3061 (2006}03-0391-06

Abstract A transfer plasmid vector pUC18-LUS10-VP2 was first constructed by inserting the gene of the enhancer green
fluorescent protein{ eGFP) fused to the VP2 gene of very virulent Infectious bursal disease virus (IBDV) ]S strain into the US10
fragment of the Marek ' s disease virus (MDV) CVI988/Rispens. The recombinant virus, designated as tMDV, was developed by
co-transfecting CEF with the transfer plasmid vector and simultaneously infecting with the CVI988/Rispens virus. The PCR and
IFA results indicated that the tMDV is stable after 31 passages. Chickens vaccinated with rMDYV were protected from challenge
with 100LDy, of IBDV JS. The protection ratio of the chickens vaccinated with the 1000PFU, 2000PFU, SO00PFU of the rtMDV
were 50% , 60% ., and 80% respectively. It is interesting thal the average histopathology BF lesion scores of chicken group

immunized with S000PFU of tMDV by one-time vaccination was close to that of chicken group vaccinated with IBDV live vaccine
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NFB strain for twice (2,0/1.5) . There 1s no difference in protection between the groups{ £ > 0.05) but significent difference

between groups immunized with 5000 PFU of rMDY and with normal MDY . This demonsirated that eMDY expressing VP2 {osion

protein was effective vaccine against 1B)V in SPF chickens.
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Fig.1 =Scheme for construction of transfer plasmid vector for expressing cassette of VP2 fused 10 eGFP
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B2 eGFPH VP2 A& W PCR T 1

Fig.2 eGFP and VP2 expressing casseite amplied by PCR
A:PCR product of eGFP; B: PCR product of VP2 expressing cassette;
C: 1kb marker.
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3 B EIR{KFOR pUCIS-USIO-VP2 MBI % E
Fig.3 Identification of pUC18-US10-VP2 digested with Bam HI
A:1kb Marker; B:pUCI8-USIO-VP2.
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Fig.4 Result of screening the tMDV in CEF by fluorescence assay

4-A: Fluorescence of tMDV in CEF by fluorescence microscopy; 4-B: Plaque of rMDV in CEF by light microscopy.

A B C D

5 tMDV ik VP2 B PCR % E 4R
Fig.5 The identification result of VP2 of rtMDV by PCR
A: 1kb Marker; B: rMDV-P1 DNA; C: rMDV-P31 DNA; D: MDV
CVI988 DNA.
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Fig.6 The identification of VP2 fusion protein expressed in CEF infected with rtMDV by IFA

A: the virus plaques of rMDV with light microscopy; B: the eGFP expressing cells on 490nm light by fluorescence microscopy; C: the VP2 protein

detection by IFA on 535nm light with goat anti-mouse IgG conjugated with rhodamine used a secondary anti-body by fluorescence microscopy.
,
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rMDV %% SPF B BRFHUEE

Table 1 Protection of rMDV for SPF chickens against challenge

Vactine De.se Morbidity Mortality Gro?e.s BF Histopathology BF lesion scores Protection’
(/chick) lesions® 0 1 2 3 4 5 Average

™MDV 100GPFU THO 5410 571G 2 2 I 5 39 53% (5/1Q)
MDV 2000PFU &/10 4/10 4/10 2 4 4 3.6 6% (6/10)
MDY 5000PFU /10 2/10 30 1 4 3 2 2.0 80% (8/10)
CVI988 1000PFU 1/10 8/10 10/10 10 5.0 0% (0/10}
IBDV-NFE 1000ELD,, 10 0/10 0710 2 3 4 1 1.5 1004 (10/10)
None” 0.1mL 10/10 10 10/10 10 5.0 0% (0/10)

* Number of surviving chickens with gross bursal lesions/total number in group.
*Protection{ % ) = Number of chickens with no or mild BF lesion scores(D to 4)/number tested x 100%

“Unvaccinated challenge controls.

MASEZREERERERAIEERNNE
HmE KA ENESRPESBETIENERE.
NHNERERABACEANBI TR SR EY
K BERERGER B GE TR RAw
CRFEPRECET -FEWT . AXRARFE R
HREY MDV £ SPF XS, RIS IBD BB H I
HRERPEMAS BN MMM D, X5
Darteil B M HVT BB R MEMT HE
Darteil % it i€ # (HVT B R F B TE 10°PFU BT K
60% ,10°PFU Bt A BEX B 100% 2P, S H a8
SHBHH —ERNB, 5 Taukamoto 2" ]38 (Y
™MDV CVI983 LA 10°PFU e #E8T #K 18 MR P % 55%
T, A RN A R SRR A — 2 (5000PFU)
I TR RAE T 0% MR MR, ROTHWE MDYV
i IBDV MIHEH R AN RERPER. BT #
— P RERAERE, A5 REHITESF, BHETAR
RT3 EHmE R AT, LU —
FESWRE T EEN AT IBD MEH .
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