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(HE] B Ho-F@AR-IHNP-DERS J#XEEHY -HHORBEKST J-HNP -1,
WEE)-HNP- | EHMANBERDWHER. Atk RARSBEEM(PCROFES M pCH -1 F $
pBabeNeo ~HNP ~ 1B 4 # iy ] 8870 HNP - 1; 47 E 4 PCR.KEL | -HNP - 1 DNA K B .3 AW
B ¥ 40 B R 35 B 4K pcDNA3. 1(=)/Myc ~ HisC o FIIS R A S i i B AR E S RIES A COS-74
RS 88 &5 R FA 2R & B S BE BN 3% (Western blot) Ry 3l His - tag /RS R . &R FHT His $AS 0 2 4 i 7T 1
BEARKES LEEN 24 ku WA IEK &S B R EA/NS TN A FE Xt B S WA B R BN & it
¥ Fl Western blot il B H AR T J-HNP - 1 EHMRAB R REFED M MBPN . Bt S TR
J-HNP - IR EE R e TRA.
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[Abstract] Objective To recombine the a - defensin ~1 (HNP - 1) and J chain cDNA fragment into a
new germicidal molecule J ~HNP ~ 1, and investigate its expression in the transfected COS ~ 7 cells. Methods

J chain and HNP - 1 ¢DNA were amplified from the plasmids pCH - J and pBabeNeo - HNP - 1
respectively, then the J - HNP -1 DNA fragment was obtained by recombinant polymerase chain reaction
(PCR). The J - HNP - 1 fragments were inserted into pcDNA3. 1(-)/Myc - HisC, which subsequently was
made to transfect the COS - 7 cell by lipid transfection method. The expression was confirmed by Western
blot. Results Determination with His antibody, a dense band at 24 ku was displayed by the cell lysate and
the cell culture supernatant in concordance with that of the predicted extent, but not in the control.
Conclusion The new germicidal peptide J - HNP ~ 1 is found to be expressed intracellularly and could be

secreted. The results lay the foundation for further study on the germicidal activity of J - HNP - 1.
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B R (defensin) BT JLERIEHSIA XL TR
—FMHEFER . ER-—REBEE . TEZHFETE
HREHHES Y RHA S YR, 30~35 M E
EMAR B BESHNE NP R Y8R fE
BB BE . S BMEREEN LT K o B
BEMB-HBEE.EFERETER.WRES L
A, 8 BRI YR B A R AR, B L
EEAREMEYARNEERERE., RN
ALK o« -BFBE - 1(HNP - D fror FR &,
HHNP- 1A LT IS TFHARE LR
HWE T IgA ZRPIgRIEE A, Wi B 59 % #8I0
FEABBANRIEREEH.

1 #MEfnE
1.1 PR w3 3h ¥ 40 My 3k # 4k peDNA3. 1(-)/

HEWH -BHE AR EHSE FI%H (30100197

e BA.100039 S . AEBER

PEERB A X971 ), OB ML M AL B £, F
HE.

recombinant polymerase chain reaction;

antimicrobial peptide; J chain;

Myc - HisC ¥ B Invitrogen 24 5);pCH - ) ki iy
R B BT Bl K % Johansen H(B2MIX; AR E H &
%3 AL pBabeNeo — HNP — 1 p 478 B Bk 2
B e WOHERAREA 6538 AL EHEF
BB LT IR0 Bk COS -7 R It EE
BB 5 AT a% , PR &4 YI B BamH T 4
ZRAGTHE Y& B His SiEO B L ZEREY L
Bl A R R B (PCR) P 4 so R i ) & W B b ¢
R EEYR A RA B 5 MR Bk g 1l 5
JEFER AL,

1.2 F &%

1.2.1 3i4it: D) 8 L5149 P1:5' - gga tee atg
aag aac cat ttg ctt — 3 ; FIFF|4 P2.:5' - acc acc acc
acc gtc agg ata gca gge atc -3 ., @QHNP -1 L34
P35 - ggt ggt ggt ggt atg agg acc ctc gee ate — 3';
T U5 4 P4.5~ gga tcc gea gea gaa tge cca
gag - 3 @R HM J - HNP - 1 cDNA F 7% it
PCR 5| #j:P5,5 - atg aag aac cat ttg ctt ttc tgg
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g-3;P6:5- gea gea gaa tge cca gag tc— 3,
@WMFG Y. Em 5K T7.5'- TAATACGAC-
TCACTATAGGG -3 ; X m 8| ¥ & BGH - rev,
5'- TAGAAGGCACAGTCGAGG - 3' . LA E5|#1¥y
M REFEER ¥R M.

1.2.2 plgR BAERERBEMKS FJ-HNP -1 B4
#.H PCR 7L P1.P2 X319 MR Bk pCH - ]
Rl ) 48K B, I PCR H LI P3.P4 A BIHM
J& i 8. pBabeNeo - HNP - 1 fi3 #HH HNP -1 K
Bt. FIEYA PCR AR, Ll J 9 ™ ¥R HNP -1
P YR A W AR . LA P1.P4 AT M 4k
B J-HNP-1 %K, #Hik4E8EK]-HNP -1
DNA FE%FI A PCR =Y wfEiAf &5 pGM -T
Easy 3R &M 8, 5 A R &0 A 78§ BamH 1 #47
B LKE ] -HNP -1 DNA KB, ¥ ]J-HNP-1
DNA K Bl A BB RIB R pcDNA3. 1(-) /Myec -
HisC #9 & FEBE 7 81, I B MRS ZEH Myc N H
6xHisf) L #F, MM g il b B B RE Bk
rpcDNA3. 1(-)/Myc - HisC/] ~HNP -1, % EH
FORLF A K # 8§ TOPL10, I #:#p T & 100 mg/L
BXEFEEWEIEE (B EE, S REFE R
FH M4 7B L SR ER Bk DNA, BEBLPEE 8 4 FH o S e
WEURFL DNA, F R H ¥ A V) B BamH [ 377 B§ )
% 5E I % B SRR BB AT DNA S5

1.2.3 ERELR.COS-7 MMMEHTF &5 KBS
A 10% B8 4 Mo 3 B9 Dulbecco o B Eagle 3 3¢ 3
(DMEM)H, F3ufi 1 d B E 6 LR, #
HHIIE 90%~95% . FINR B4 5% ik ) % rpcDNA
3.1(-)/Myc -HisC/] -HNP -1 8% A COS -7 %
Bd. [&]ati% &% Y= Bl rpeDNAS. 1 () /Myc -
HisC #9 COS - 7 4 M8 o BH 4 %F B8 .

1.2.4 FEHFAGEHD % (Western blot) K] . F
LT 36 h WA S A0 KB # BV (R A4 iE
MBAEFR). AEARERE NIRRT TR
HY, BHFLELCHBBKENEER G TR
MU ERARESERE BN 12 RN
BB 3K (PAGE) G e BB Z 4% (PVDE) JE,
# PVDF B0 A Bt B v O 8% B2 45 2% v W (PBS) L
BEMERSEN INFmMEAREBBSAIF 4 C
HEAR, UERIERFSE A2, M1 1500
B WP His Filk (—51).37 CHEEL h; A SR
Y BIRICRRIUE G(ZH),37 CHFE
1 hy RiRELAT 3,3 - HEBKAK K (DAB) B A8
(ERBAECH 0. 05%DAB KR EH 0. 03%H,0,

) PBS) b i 10, , 4 tHBLJE L B A PBS Y,

2 & B

2.1 J-HNP-1#FE#E: M pCH -] Bk
B ] A%, P K/ 489 bp (Bl 1) ; M pBabeNeo -
HNP - 1 ol s HNP - 1, 74 KNk 297 bp
(A 2), RI5UH B S9N, #47 E4 PCR,
EAETEE ] BAHNP -1 XBNMAREENREG
HH, HitRAEELE pGM - T Easy #f# i %
EH%A EMERERR. RE. HER RIUR
$7.BamH 1 B4 ik pGM - T Easy/] - HNP - 1,
FKEL] -HNP -1 R B Bk miE ATHEL S R =
KB peDNA3. 1(-)/Mye - HisC,

i 2 3

1:DNA Marker DLZ 000;2.3.] 8 PCR =4
1 J# PCR”=WHkME
Figure 1 PCR product of J chain
1 2 3

1:DNA Marker DI2 000;2 8. HNP - 1 PCR /5 4fy
B2 HNP-1PCR™#HHE%kE
Figure 2 PCR product of HNP - 1

2.2 EHWI AR A B rpeDNAS 1)/
Mye ~ HisC/] -HNP - 1 {9k 5% % . FABEOL
BR8N PH M ST R L EUEOR DNA, FARR 6l R 41
EEBamH 1 #1788 41 % % Xt 6 4> FA P 72 B2 B bt
T DNA ¥ . MF45RE 7w FRIER 3 Y T7
1 31 ¥ BGH - rev %t & 20 i B2 rpcDNA3. 1(-)/
Myc - HisC/J - HNP - 1 i#47 DNA F %5 &, & A
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ik 786 bp, M BE 4 M RHERBEAE 2 4 ARFE
HEZEBEAEAT AN HERD T . UEHRER
HMycH 6 M ERUAERHOUTRA”RS T
J~HNP - 1T .

2.3 Western blot ##l] ] -HNP - 1 #3315 (& 3),
Western blot # ) &5 B £ 8. £ rpeDNAS3.1(-)/
Myc —HisC/] - HNP - 1 ¥ 3§ &) COS - 7 40 jfa 7] &5
YEATEA 24 ku AR KAH BR, ZrpcDNA
3.1(=)/Myc - HisC/J -HNP - 1 # 5t COS - 7 44
R HEA 24 ku b A —-RBREMAWE
N, N BRZH 5 Y 25 iR pcDNAS. 1(-)/Myc - HisC
11 COS - 7 HHIFNIE IR FiF R WHIN KRHF BR.

1 2 3 4 5 6 7 8 9

24Kku—r e e asmi.

1.2:rpeDNA3. 1(-)/Myc ~ HisC/] - HNP - | § 485 COS -7
0 3 AT 25 4 11 53 4:rpe DNA3. 1(-) /Mye - HisC/J - HNP - 1
Sy COS -7 MM B9 3% :5: % 11 Marker 6.7 .pcDNA3. 1
(=)/Myc — HisCRI A BORD F 3ed COS -7 AR A T HE SR K
8.9:pcDNAS. 1(-)/Myc - HisC $£ ¥vft) COS - 7 I 3% 3% £ 3

M3 Western blot 4 #i % il rpcDNA3. 1(-)/Myc - HisC/
J-HNP-1 9 COS-7 4 J-HNP -1 fyRi%

Figure 3 Analysis of J -HNP -1 in COS -7 cells transfected
by rpcDNA 3. 1(-)/Myc - HisC/J - HNP - I by Western blot

3 i i

VAR ERBREIE T - EAREEEREM.
HEFEMHER AHAER HAEROEHASS
ERAEMNEGERARNIHAH -EREEEINE
ERANN—HZ2EAERMER LRI —XE, B
R R AR — KR LR E,
P& 2 H PRSI AXRTA. BATE AR
MREFEEPERRNELANER" REXEHFE
Tl EERERER G P B
H—AHERE . MEQEE RS pleR. &5
JEER 1gA Sy FBL ) 85 plgR S 65 HigA
SFHAFRMM . AL AT HNP -1 i
TTTorFoltg, W E ) BmmA ] -HNP -1 %
WAk J -HNP ~ 1 5y FH9—tnk ] &, 55— R B 0
B HRZ LR IgA 2k (plgA) EEFREK. X
FAMEE BEEB T I BEMERSEARB LK
A R LR RR R PR AR R
hiE MR KRB AIE.

NTHI-HNP-1 RHEERRGRERGHREH
BREREQT RPN AHHEENRE 6 XHis &Rk
7= U B B BT 4R (3T His #11%) , F§ Western blot

ERW ] -HNP -1 #9355 . % Western blot BE%
RWEREED, RBEEC RN RDFES, 0w
BEHRBRYWEBWEREFEAUTILE . O+ 28
EHMA (SDOWAHLE. RESDS HFEASEE
0 BB AE R AT B R AL B R S8 SDS
AHEARSTHRENARN.SIREARL T
REFEM, BEALHENRER. GO THEE
AR ERMK. HK.SDSTTEEARS T
BEERE, NTRR® TEAKS F5 PVDF #,
BB RS N Z B ZE P R AT . QMR
TN . 15 245009 B 0 R R A fa) 2 A oh B0 Y
XE., ARAREREAAEESHRAZEHEHE;
RZ AR, AR TR ER KRG TH
EBEARRH . OF%BEHRLN pH, OF et .,
SDS-PAGER G P EHRIKE il R 4% SDS, A
AR ) 3R i) SDS £ ¥ 48 3% 3F A BE I, B 78 1R M iE 7R
ERReR RS TE . R 2 HOBE R TE A R ok B B B IR
R AL, B A o B SDS #ER B 75 B I 3 B
B RfE S R AEBZ A AL T 8k BT
WEA WM. Ve E ] K 2 30 min, FHH
REMEPBE LI SDS FEIBMAKTE, AR+
F Western blot 41l ] -HNP -1 9 FR A48 RER .
# rpcDNA3. 1(-)/Myc ~HisC/) - HNP - 1 ¥ 1)
COS -7 HMAIBEHENMMBEESRF LHEY
24 kb I E MR RN BN, A RULBH ) #M
AWK TF]-HNP -1 B7E COS -7 MMy N Fik,
KRB E [ R o 8 4 0 B 4l B bh, Fy ik —
W98 J -HNP - 1 R E KA PURIE M2 E T AR .
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