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Abstract

AIM: To prepare a highly specific and efficient
egg yolk immunoglobulin (IgY) against
recombinant neutrophil activating protein (Nap)
of Helicobacter pylori from the yolk of hen’s eggs.

METHODS: Recombinant bacteria of pQE30-
NapA-DH5a were cultured in large numbers
to collect Nap protein. The recombinant protein
was purified by Ni**-NAT chromatography,
and its protein concentration was detected by
Bradford method. After laying hens were immu-
nized with recombinant Nap, IgY was isolated
by water-dilution (WD) combined chloroform
precipitation method. The relationship between
IgY titer and immune time was assessed by
enzyme-linked immunosorbent assay (ELISA).
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High-titer IgY was purified and concentrated by
ammonium sulphate precipitation. The Nap-IgY
titer and protein concentration were measured
by indirect ELISA and Bradford method, respev-
tively, and the activity of Nap-IgY was identified
by Western blot.

RESULTS: SDS-PAGE result showed that the
recombinant protein was mainly expressed as
inclusion bodies. After purification, the protein
concentration was 0.37 g/L. The recombinant
protein could be recognized by egg yolk extrac-
tion. The antibody titer became higher as the
increase of immune time, and reached the high-
est value on the 110" day. The titer and protein
concentration were 1 : 12800 and 23.67 g/L, re-
spectively.

CONCLUSION: Nap-IgY with high concentra-
tion, purity and specificity is successfully pre-
pared.
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1.1 ## DHSa KA pQE30 TR, 5T M kB
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DHS5o B ¥R -5 mL LARFRIEF, [ LS
FpQE30Ji ki FIDHSa 4, 37°C 150 r/min
PRI R F5. 41 2 20, W I L 26
T 100 mL LAFSFRIEI G TR, T37°C
BIREA = 0.6, pQE30-Napi N &KL N
0.5 mmol/LIIPTG, i S#Kiks h; WA R,
4°C, 5000 r/min® 210 min, & bBiF, VIEY
Fc3 mL/ gV B 10 LG AF) I N B 75 R R 2% i
(50 mmol/L NaH,PO,, 300 mmol/L NaCl)# .
RIG4°C 10 000 g 35020 min, 70 HWCSETTTE
5 B3, 120 g/L SDS-PAGE/M T A 1%
IR 78 20 B RBERAE A PR DT b N e A 2R
fif (50 mmol/L NaH,PO,, 300 mmol/L NaCl,
8 mol/LJK#), 4 Cil R H#, SR)54°C, 12 000 g
B0 15 min, W B, AN-NTAR G E R
M EAT 44k, 120 g/L SDS-PAGE4) Hr4liJiE,
Bradfordykil € & H & .

1.2.2 B8 e AelgY ey o & H4ib i E 4 Nap
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FINapffEAPUR AT (8. A0 B R R 6.0,
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W TER L N AR TS LY A R
f£1 : 5000, 1 : 10000, 1 : 20000, 1 : 400007
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18.4 kDa

14.4 kDa

1 BEREEAREEANETE. 1, 2: pQE30-NapA-—
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1.2.4 Nap-IgY 4 /8 1 #) Western blot% 2 LLi%5 3
FIEH AW EAT150 g/L SDS-PAGEHLIK, H4 ik
Jie F IR E TR RS B IR 4T 4 (N C) I .
FHEF AR T2 hadst P AR S A7 2. PB ST
JE 31 200/ Nap-IgY 14—, S
#52 h, fHHPBSYERE. SR & 50005 R 1K)
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filt, AN -NTARE4{k, 4:SDS-PAGEM & 155
W2 B, 2lifh =) F ZEAFAE T A2 e v,
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18.4 kDa
14.4 kDa

2 BPRBHMUIKGHISDS-PAGELR. 1: TiEFH
DH5a; 2: HiESIDH5a; 3: TLiEFHIDH5a(pQE30); 4: A
ESAIDH5a(pQE30); 5-7: Af{L[EEER; 8: & [Tk

& 1 RRNESHIFRNEL

&R oY FTERBFEREARE TE .5 B IgY

BEl(d) 1: 4001 : 800 1:1600 1: 3200 1: 6400 SAE
PID30 0.389 0.246 0.215 0.167 0.103 1 :800
PID45 0.439 0.392 0245 0.125 0.120 1 : 1600
PID60 0.578 0.451 0.256 0.202 0.098 1 : 1600
PID75 0.598 0.426 0.401 0.269 0.158 1 :3200
PID100 0.857 0.802 0567 0.427 0.235 1 :6400
PID110 0.908 0.725 0.513 0.402 0.240 1 : 6400
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FIA I TE. ELTS AVEARS I 25 SR A I, e vk (] Al
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AT T 12800, B I H23.67 g/L.
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2917 0004 HHIUAH Y. (1) 4517, R/ INFITIH IR — 350
(K13), Bt Nap-IgY HA R 4f dJsibt.
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fiE1(90%), &5 R WHRIRNaplE WH pylori 1%
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TgY &0 G4 2. Mine ef al ™
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A ) B S % B AP AE R T USGE RVB 7 VP 2
T S G M . AR SR I PN ap N P
Ko re B RIS KA RE S Mg Y. H pylori B 5%
Wi & g Y (P a4 Fl B o™, (A A
ZH Napiil £ (F11g Y [ Y 40 i R HLARGE. 1gY 2 —Fh
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UUUELEY, AR ALY, T WAL, EA T
FRUEA IR A = TgY |, X R KR
LgY &R HIMTE. 28R, dE—DaifulgY (M it
()T AR SR AT, 13 B g Y 4l B 5 vy, (AR
Ve FE T RE S I I g Y AR PE, PR ARG, A
S H KA RE 85 6 /A A DLDTIE 92 I g Y,
FHAN TR R FERR BR e DUVE VR Ak Tk Al g Y, HUAS
T R 2l mr; ELISARI Western[#) 45
REREIEMIgYRE S Nap KA WV, FIHHH
AAIN PR iy HARIE T HGUAIE T, AT
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Lg YPUIRAAL e A bf, 1 HLXS 8k IR =
B PUARSEE . ST SRR, F
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St ARSI )£ TR B RN IR e
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