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Abstract:

fabricius. The expression cDNA library plasmids was transformed to the yeast competent cells, which have the bait plasmid-Gt

To screen the interactive proteins with IBDV Gt VP2 protein from cDNA library of B Lymphoid cells of the bursa of

VP2. After testing for growth in synthetic complete medium lacking histidine and uracil and for production of -galactosidase
(X-gal), we obtained 16 positive clones. We searched the gene sequences of positive clones in the NCBI website. The blast results
showed that five positive clones were the gallus sequences. They were Gallus gallus breed mitochondrial DNA, O GlcNAc

transferase, Tumor protein p53 binding protein, Stathmin and Chondroitin sulfate GaINAcT-2, respectively. This study is helpful

for the further identifying the receptors of IBDV in B Lymphoid cells of the bursa of fabricius.
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AL Yu e [CEHG  (Infectious bursal disease,
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1.1 EHMEEZERF

FEFE I A ek #4R pDEST ™32, Mav203 [§#
BEE MR . AR DNA L BEREFCR /MR & . BP
Clonase™ Enzyme Mix. LR Clonase™ Enzyme Mix
Y I 95 [E Invitrogen 2N AL £ F0E S5 G BB 57
3 X-gal, —HIIEHEEE (DMF), 3-Aminotriazole
(A FE=m) I H Clontech 2ANHl; KIBFTHE E. coli
DH5a NS %447 ; pMDIS-T, 2xHotStart Tagq
PCR MasterMix Il i TaKaRa 23 Al . HRP #ric 4T
W 1gG i . EMRLFAEZ N . Flag F 5 BEHiiA LY I
F Sigma 2 Al .
1.2 EREEEZASHIE R ERREL

#4A 1BDV VP2 i ikl (pDEST V32-
GtVP2) HIEEHRET Mav203 ARSI S g 7710
RO T 250 mL =B, i 20 mL
SD/-Leu W fAK:FE 0L, 30 Ciltdidt. WHMBEZE
300 mL SD/-Leu ARG FRHEH (ODgpo=0.1), AkLLHE
% ODgpo=0.5. ZEJR T 2500 r/min Z.0> 8§ min, F F
#; 30 mL EREVKEEIE, il F 2 500 r/min &
O 5 min, F B, JEET 1.5 mL IxZ R
(LiAc)/0.5xTE, ZEIIFHE 10 min, ¥ FIREZ S0
A4 5] 30 4 1.5 mL EP 45, H45 50 ul.
W1 pg FIRSCHE TR A S wL R B KT Y e
K DNA T84~ EP &+, il 300 uL 1xLiAc/40%
PEG-3350/1xTE |54, 30 C/K¥# 30 min, &8
Jn 40 pL LT (DMSO), 42 ‘CHER] 10 min,
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30 BHALE W 7 A T 30 4~ 15 cm SD/-Trp/-
Leu/-His/30 mmol/L 3AT ¥4, 30 CHis 4d,
P RE B K 3] 3 mm 254 45T
1.3 B-¥ZFHEFHEE (X-gal) FEMHEAIHN

LI A0Sl b BHAE e R i A, LRI AP
A R BRI T 4RI 2 SD/-Trp/-Leu fifi i -
S N 1 L e e s - R R 5 2 ] Y
Xf BAIERETR , il/E Master *F-4R, 30 ‘CH;3% 24 ho SR
JE B G EN S KT NC B L, KA YPAD it
1,30 ‘CHEFR 18~24 h FRHL 10 mg X-gal i T 100 pL
DMF, /il 60 puL B-#iJE L EEF 10 mL Z buffer, HL 2
FEAN 125 mm WIEAKRA FIRER, K2R
AR R BT A9 NC BB T AP 10~30s
SRR AE =R, A HCPRITER A X-Gal Z2np
FWUEA L, T 37 CIRAWE R K R
L) s TE SD/-Trp/-Leu 45 V-4 I % 22 R 26 5 47
1 G, FRRIEAT X-gal 56 DLt — 25 HEBR S PH 1
14 PAMZELEEREREESH

X X-gal BUES A BHME I BELE R, M Master #i I
PEEFET 5 mL B SD/-Trp/-Leu WA 72 5w, R
B ORI R S IO RE B B S pL Bk,
FHR AT | P31 T PCR 974, P38 7= i [ i
5] pMDI18-T #4K I, HKIBCBAM: FE k747 7% 51 I
Eo FIH Blast 40Hr 3L (5 B
1.5 #HEERAZRB Co-IP Wik

3 SN T X 2 A T 4 3] 1 o i R ) v 3
pCAGGS M Z FikEfi s, W B RIB PR, H C
Kuigl A Flag $r%, [FWHH%E IBDV VP2 3K K
ELA%RIKTRL . 28 WU 45 58 SO 5 TE B 1 BH 1 52
G, FRBUTORIG 4 B S VP2 B ORI Y Vero
M, K% 48 hm, FH 700 L 20 i S ik i L A 2
M, 4 °C. 12 000 r/min .0> 7 min, WHC & —
BHY EP &, fnA 10 pL Protein G J&, fl#L VP2
HERERUIAR 7 pl, 4 CAGHER R, KH 4 C.
12 000 r/min #5.0> 5 min, 5% [35, WA 1 mL 247K
HE, BOAF LW, A 15 uL 2xSDS _FFEZZ o

W, 217 SDS-PAGE J5#%E%| NC i, HI¥L Flag H.
SEREBUARYE S —$T, ZHiH HRP fRid P 1gG =
i, 4T Western blotting 4347 .

2 ER5H

2.1 B3ARIKE BiKERE cDNA CETHik

¥ cDNA ik SCPE R fE A Mav203 BEREE
(&AM Bkl pDEST™32-VP2), 7& SD/-Trp/-Leu/-
His/30 mmol/L 3AT #iii E-F-Hr A 200 Z4>FHHETE
G, R A Y BEPE TR A 3R B SC-Trp-Leu
FR A REAR FIAE Master Mz, 2EK 3~4 d )5, #HT
X-gal BN, PG 16 A RE, WE 1.

Strong positive
control

Positive

clones —> Negative control

% —>» Weak positive
control

1 X-gal EHMERREER
Fig. 1 Results of LacZ reporter gene.

2.2 PEMEFERY PCR £7E

¥ X-gal i e 16 4~ B 5 b4 W BF T0RE /N
A B BRI Prey UKL 44 5 I35 | 4
#EFF PCR §74#, DL 0.8 o/L AYERARMESE I vk, &5
BRI 1, 20 3. 4, 10 A1 12 S FoR L 1815 5]
6 AN A BE (&1 2), HoAt Tk R (B B
23 PAMZRENFREERESSH

% PCR ¥ 347 7i %] pMDI18-T #ikit17)v
FME , W45 B AEAT Blast [RIUEE LT 45 8 & 0,
fifi 16 31 i) SCIE R cDNA i A F B35 o0 B 0 RS ¥
5, 55X S R FE 999% L 1 ok 4 SR
12 5 TR0 A — A JE D, R RS RL R DNA, JiAth
HNGEAREE, FEMLSERLE 1. X 5 ME
FIHETT T 25 RRES A TR0 4347, 45 5RERW) 5 MR A
BABEBX, HPHEE MR GalNACT-2 f£7E—
MEFRRIX
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2 EEEFRAL PCR RIKE

Fig. 2 PCR products of yeast positive plasmids. 1: No. 10
plasmid; 2: negative control; 3: No. 12 plasmid; 4: No. 1
plasmid; 5: No. 4 plasmid; 6: No. 2 plasmid; 7: No. 3 plasmid;
8: pDEST22 control; M: 1 kb DNA marker.

#1 FREBMHEMEMETSIBDY VP2 EQHREMERE
BEMZERER

Table 1 Biology information of proteins of B lymphocyte of
bursa interacting with IBDV VP2

. GenBank Homology*
Plasmids Accession No. Gene name (%)
I XM 4139572 Lumorprotein p33 99
- binding protein

2 XM _001232518.1 O_GlcNAc transferase 99
Chondroitin sulfate

3 XM_421516.2 GalNACT-2 100
Gallus gallus breed

4 AP003321.1 Mitochondrial DNA 99

10 X65458.1 Stathmin 99

12 AP003321 1 Gallus gallus breed 99

mitochondrial DNA

*Homology comparison with Gallus sequences.

24 Co-IP RELER

G I TTE IR 50 AT AR 2 =2 1] (4 A A
F, AT 2 00 F R XS 58 i e 51 110 i 328 2 14
5 IBDV VP2 S HAHEAEH, 43 5IF9 % T4 Flag br
S B FRIRTURL, 43515 VP2 HAE YL Vero AiE)S
AT Co-IP kil , 25 ULIE 3. MR & pS3 456
(KB 1), B R O 7 N-2 T %0 bl ops e £k 4
Folili (VKIE 2) FHCHEHE HBLIR GalNACT-2 (VkiH 4)
BB T 5N — S E A &, R VP2 &
AL S e e, FILD0EE Tk, I VP2 &
PR BE D TE (U i SRAHSC R 1 (WK 5).
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Fig. 3 Results of Co-IP assay. 1: tumor protein p53 binding
proteintVP2; 2: O GlcNAc+VP2; 3: marker; 4: chondroitin
sulfate GaINAcT-2+VP2; 5: stathmin+VP2; 6: vero cell only; 7:
VP2 only.

3 W

9 T I 71 AL T 280 A 2 1) 248 A2 126 5 HE 75 56 B
TR B ER T i RE S A LA S R A S A B
AR LR S A i R A E s (2R 1Y
SRR AT R LS A Az RS A R R A
it (AR, — MR e RmE . VP2 HH2
IBDV W EZAGEHEH, MWL T IBDV F K,
IBDV LA F 2 TE VP2 HEH, #ENH 516 &
AN A SO BRI e B VIS R Y B IAR I T i
HUIBDV VP2 3 [ 75 AR R i 09 2 [Q 3 B ik
B4 cDNA FRik3UF . BNk S 1BDV
MEAENBE R, ABFOREEE S 1 40 A0 5AEH]
LA IBDV 4 i 32 A i 1 55 5 HE i

AT A FHEBE DA A R GE MG 25 [UHE B itk 12
L cDNA Fih SO ik 3] 16 SFHPE ek, 222
e BT E RS 5 AR EE SR, BK
JEXGFE . BN kA DNA (Gallus gallus
breed mitochondrial DNA) ., 215t O fi N-Z %)
WA IEAL RS (O _GleNAc transferase) . IR 75
H pS3 %45 A H (Tumor protein p53 binding
protein) . flUE i RAHCHE T (Stathmin) FIECH R
H iR GalNAcT-2 (Chondroitin sulfate GaINAcT-2),
IR p53 S — MR, AR AR 40 R 3
AE TR 2 E AT DNA 256 3 R ;5%
WOE S, Mg pS3 A S AALNEE)E, B

d
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BV SRR GE R, S U SRR i 3k, DT 0 A 4
JA= K B B R GalNACT-2 J 32 /046 T
IR, HAE S S m s oG, HARBEIIRE,
TS B A E T (Stathmin), 2 HE 3h ) 40 i b
3 A7 7E R LS N RS PR AR T, RS R RO T A
5 5404010 AR O_GleNAc it fbl%
R R E 2K 11 R Y O-GleNAc WAk, 768 (1 -5
PSR B AR A IR T & s RN

H T it AERAN IR S 1 5 IBDV VP2
B EAE, A0 o B T B K T
ki, AT T Co-TP ikH:, L5IRFEW VP2 HHAREW
AR p53 A E L AR BT O i N-Z It 45 b
JHe W AL e A% W AR AR TR R AR D0V ok, i
— RS T ENTRE A BAE o 15 0 A SR A K
HHEB Co-1P ik4%, HATEL T 3K, VP2 HHYY
ANRENGILTTVE TR, X PN 2R (AN RB A5 AH LA
F L TERE A58 25 R v] RE MR B 1

1985 B 5 A Y A7 2 B 3 TLAN B 1 X 080 AT 18
X, AEMBEH, IBAXLEHZEMNS IBDV VP2
FEHMEAEH . 78 IBDV YL B il 400 b 7e 241
L EEARERE, AR T L5,
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