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 E. BN HAEDALBRHHEGHRE DNA KGR FREABREFE, AFE L L Hela &0
BAMR N Rk,  HFE R FREIIY PCR ¥ KRR S E G424 (SDLC) 5 F#HZE-y(IFN-y) A B, £
T pcDNA3.1 ARk, BBy Bl %8, ¥ A A5 ) 45 4 £ Hela 2918, Western blot %% 3 &
B, AR AR AR R R KR RE 2 G PCR EHm s SALLL LR A SJDLC F= IFN-y & B |, 2%
AL R R B 69 Rk MTT A T mjasg s K-+, R PCR feXEdnseiam 3] 280 bp #) SjDLC &
B % 480 bp # IFN-y & B ; Western blot 2% /£ 12 kDa #= 19 kDa 24 & Fa-H R B 445 | &5 SjDLC #= IFN-y 5F & X /I
—& HAY A B AL Hela tufe P £k, PCR A AR AR T @A A B A D AW A B F G A KK, MIT %
BB AR T M0, S8 R P E peDNA3.1/SjDLC F= pcDNA 3.1/ mIFN-y FLA% % %, % #F
Fi it A Hela 28 fAn3h ik 1 E A
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Construction and expression of the pcDNA3.1/SjDLC
and pcDNA 3.1/mIFN-y
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Abstract; Objective To construct the dynein light chain of Schistosoma japonicum DNA vaccine and 1IFN-y recombi-
nant plasmid of mice,so as to investigate their expression in Hela cells and mouse. Methods A pair of primers designed
by PRIMERS.O software was synthesized ;the gene fragments of SJDLC and mIFN-y were amplified by PCR,and inserted into
eukaryotic expression plasmid pcDNA3.1, where the recombinant plasmids were identified with restrictive enzymes and se-
quenced.The recombinant vectors pcDNA3.1/SjDLC and pcDNA3.1 /mIFN-y were transfected into Hel.a cells;the expressed
proteins were identified by Western blot.These plasmids were injected into BALB /¢ mice too, the gene of SjDLC and IFN-v in
quadriceps femoris were identified by PCR.The expression of SjDLC, IFN-y were observed with immunohistochemistry. The
proliferation of splenic lymphocytes in mice was detected by MTT. Results The 280 bp of SjDLC gene and 480 bp of IFN-y
gene were observed through PCR and double enzyme digestion; Western blot displayed that positive response bands in 12 kDa
and 19 kDa which is consistent with the molecular weight of SjDLC and IFN-y were successfully expressed in HeLa cells. PCR
and immunohistochemistry showed that two genes expressed in mouse muscle tissue. MTT showed that two plasmids could stim-
ulate the proliferation of T cells. Conclusion The pcDNA /SjDLC DNA vaccine and recombinant plasmid pcDNA /mIFN-
v were successfully constructed and then expressed in Hela cells and mouse.
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FEIMI GBI I6 7 T, SR PR 4
TSR PE T A AR RO S i W SRR AIF 5T T A AR
AL i A H AR I L cDNA SCPE, &8t
T HZAS I BRI RISl ) 2 R 5% (dynein light
chain of Schistosoma japonicum , SjDLC ) FE Al | Jf- X H:
AT TN A Y F R e g Al iR P B
SR G I A SR T S e LA R R VR, B RTE
Ve AR 32 A, 40 TEN-y ELA 3098 Th 20 it 3
B KA Th2 48 MR HT, W TEN-y G894 75 28 M 42
BET] Thl BI A, ITTUSEE Th2 759 40 A 6o % T S0
W, Ak SE H AR M B peDNA3. 1/SjDLC
DNA JE 1 S IFN-y 76 H 7 I W B8 3y v il O 30 7
VER, A58 i # HE peDNA3. 1/ SjDLC & peDNA
3.1/ mIFN-y B FURE I %6 2 HAE /N BRI 9 10 358
TRL, ¥ W RS 28 5 LA

1 AR5 ik

1.1 #E5RF 6~8 JEMEYE BALB/C /)N KLU
H K VD 335 b 5k SE I B AT BR A, peDNA3. 1,
DHSa B A #F 5% Fr A% 4%, Trizol W4 T Invitrogen o
A, W S W TR AR TR A,
T4DNA %45 . BamH 1 Hind 111, EcoR 1 BRI M
VIE T NEB 2], PCR =¥y ai ik ) & ki &
WHEER K & 8 HUE R & W T OMEGA AE W H AR A
Al ,MTT Il4F Sigma A H]
1.2 pcDNA3.1/SjDLC %1 pcDNA3.1/mIFN-y E#%
BB RETE  MRIE DLC JEHAHA mIFN-y 5&
K514 F PRIMERS.O S A4-BEHHRE 514, 75 1
HEs 1951 BamH 1 YIS (GGATCC) , 78 R iF
219t 4> 9151 A Hind 11 B4 67 45 ( AAGCTT) il
EcoRI B#VIN 5 ( GGATCC) , Hrp DLC 3[4 75|
Y. 5'-CGCGGATCCAGAATGAATGAACGTAAAGCCG-
3, 51 4. 5-CCC AAGCTTTTATCCTGATTTAAAT-
AGTAGAA ATGC-3',mIFN-y J:[H 5514 5'-CGCG-
GATCCACAATGAACGCTACACACTGCA-3', F 51 4.
5-CCGGA ATTCTCAGCAGCGACTCCTTTTCC-3', | &
519k bl T AR TR A BRAA w4

DLC SEPRY B 2 an R, B v 22 G 16 SO vk
YL W), 42 K5 U L, i Trizol $2 B B
RNA, %555 ¢DNA, mIFN-y JEREY B 0T
fat5R 8 JE# BALB/c /INER, TCTRIHR ML/ |, BT R LA
70 pm AUAETEFL A, S PBS BIFEE R I 2mlL 140
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M AR Z4f% 10 min, 1 700 rpm, 50> 5 min, 3 I
W MA 2 mL & 10 wl/mL ConA 4 5E 4> RPM
11640 53235 T 5% CO, 37 C JFMATHES 3 K,
SRJEWCEE 40 O BB RNA 39 55 5Ol cDNA, DL 4
cDNA ML, PCR 2544:94 °C TZAEPE S min, 94 C
ARPE60 5,58 °C 1Bk 60 s.72 C ZEfH 60 s, 3 35 4~
PEMIT 72 CARIR 10 min, 4 CLIER Y., 1%305
WHEE I S5 J5 , 4lifk PCR 72 ¥, 4lifb s 7= 5
peDNA3.1 #HLIE 3% 77 ki 5 )5, #% 4k & DHS5a, i
VEPHME e B2 B, [A] B 1647 BamH 1 A1 Hind TIT 3
Y, %5 J5 )7

1.3 E#ZEHRTE HelLa AP RIRIE Hel.a 4
e 53 S HE R 2 4 L 1 Al (AL 2 mL,5.0x10° A
Yiif/fL) , A 90% BT, # JE Lip2000 15dBH 4545 it
BN, 5597 48 b WCAEARAE, DA 5 £5 4 1A
UK RIPA 24, B V7 400, vK I 246 2 /i,
13 000 rpm 4 °C B5.0>5 min, W 1, SDS-PAG H
K, HE TR ER LG EA BRI AT ERE R
PVDF i, #£4T Western blot 7381, —¥Hi 8 H A< 1L
BB S %% (12 1 000 FBE) , 4 °C K i3 25
TBST ¥ EARES min, B 3 UK, Il HRP #Ric A 3E40
B 1gG P (1 : 1000 FikE)4 C RN 2 h, P
L ECLAbZE R,

1.4 EBE#FRHENRENERHRRIE 15 2
MEPE BALB/c /NELREHL 2 3 41 pcDNA3.1 4 |
pcDNA3.1 / SjDLC 40 % pcDNA3.1 / mIFN-y 41, 43
S92 2 IR PR DU Sk LA S5 F 4 R, 4 2 R 1 IR,
e 3 K, RGN 2 A, R S5 W 2040 5 /)N
B, BUBE AR LY 42 B DNA |, PCR YK/ BRLILZH
41N SjDLC A1 mIFN-y &K 55 BURE 41/ B e
S 4% Z R EEREE 4 h IG5, 5 HEE A 5D
Fe S ARG SiDLC AT IFN-y 5 R 7 /)N B
ML,

1.5 MTT i&#i SjDLC #0 mIFN-vy I3 T 28 A g
SEER RS 2 8, RIS WAk AE )
SR, 4 /0N R DG A T 40 L, R R A VR FE Ol 6 ¢
10°/mL, 350 F 96 LA, 441435 I RPMI1640 3%
FEW SWA (10 wg/mL) Fl Con A(10 wg/mL) 1E Kl
BT I, T 5% CO, 37 CIEFHMEEFE 72 h
J&  BALIA MTT 5% (5 mg/mL) 20 pL #5354 h,
800 rpm &> 15 min F [ 3%, & FL WA 150 pL
DMSO, #%3% 10 min, ¥l %L OD570nm {# ,

1.6 Zitsatr  FEREIE SR EROR,
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GET MR SPSS 18.0 B4 HEAT ¢ K38 43T, LA
P<0.05 BiREFEAGITHE X,

2 &% R

2.1 pcDNA3.1/ SjDLC B pcDNA3.1/mIFN-y E#%
FRAHHEREE

2.1.1 SjDLC #= mIFN-y & F PCR ¥ ¥ 4 %
1% B IE I B 1K 5 7E 280 bp 40T WL H A9 4575, 5
SIDLC P R/INVAF (B 1 A) 5 7E 480 bp b AT I H
B4, 5 mIFN-y FERR/N—30 (& 1 B) .,

2000 bp—

5000 bp 500 bp—

1000 bp 100 bp—

250 bp— 280 bp

1.SjDLC EF (A) #1 mIFN-y & (B) PCR Hi# 12
M ; Marker; 1:SjDLC &4 B P87 ;2 . mIFN-y 3K 3 7= 4

2.1.2 E4 A4 pcDNA3.1/SiDLC % pcDNA3.1/
mIFN-y S Ebn %% FIH BamH 1 Al Hind 111 XU
I 7 A B 21 R 1 2% B IR 457, 25ty R/
5 PCR #&5 R —2 (K 2),

5 000 bp

1000 bp

500 bp
250 bp

2 BEARMPNEBIIERE
M ; Marker; 1 . SV 361E peDNA3.1/ SjDLC Bk ;
2. WUEFHII I peDNA3.1/mIFN-y JFOk ;
3 MUY AIE pcDNA3.1 JFkE

2.2 pcDNA3. 1/SjDLC B pcDNA3. 1/mIFN-y £
Hela ZHREHRIRIE HelLa 2 i 43 31 422 21 20 iy

Bt b e BR Lip2000 15680 35 oo % Y 4 i, 15
7 48 h WK EE4IM , 3547 Western blot 73487, Western
blot {./87E 12 kDa( 8] 3A) #1119 kDa( & 3B) 44 FH
PR 2575, 55 SiDLC F IFN-y 43 T k/h—%k

A 1 2
-~ —
e B-actin
B 1 2
- S acin

3 pcDNA3.1/SjDLC #1 pcDNA3.1 / IFN-y

7£ HeLa 4Hf R IR IE
A:1:peDNA3.L; 2:peDNA3.L/ SiDLC;
B:1:pcDNA3.1;2:peDNA3.1/ TFN-y

2.3 pcDNA3.1/ SjDLC & pcDNA3.1 / mIFN-y E4#%
BRI TESh ¥ A O 3R ik

2.3.1 PCR A& ) ALK 2822 P SjDLC #= mIFN-
v AR BURESILA LR IS DNA ] SjDLC
K mIFN-y R PEG 1), 371G & 5L 45 2R 0] DL BE M
NENLAR LS 734 280 bp 7Y SjDLC & A &
480 bpf) mIFN-y FEH (K 4) .

4 PCR E#M/NRALAHELLF SjDLC K mIFN-y EEH
M:DNA Maker;1:pcDNA3.1/ SjDLC;2:pcDNA3.1/ mIFN-y

2.3.2 R R 284K %k 4wl peDNA3. 1/SjDLC #=
pcDNA3.1/mIFN-y £/ S ML A 4 f e Rik
JEL A ZE A s A5 2 LA B IX 38k PT L peDNA3. 1/
SiDLC 1 pcDNA3. 1/mIFN-y 7E LA 4143 th Rk Y
A B0 B 1 S g R (1 S)
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B 5 AL ESNNFRALEESNEHRRRRIE(200x)
A:pecDNA3.1; B;pcDNA3.1/ SjDLC; C:peDNA3.1/ mIFN-y

2.4 MTT &4k B 240 R 4 o 18 58 i 36 MTT
SRR  H SWA JllF)S SjDLC 41 IFN-y 41 T
A B KT8 4 3 R ¥ T peDNA3. 1 X fi4, P<
0.05,TFN-y 41T SjDLC 41, P<0.05, Con A #ili#
205 SWA HII4H Heds, P>0.05, RPMI1640 Hl# 5
HET MM AIEE, 5 SWA I BA L, P<
0.05, WK 6,

et
=

&3 SWA
&3 Con A
= RPMI 1640

o
2

o
)

Wk EL AR L1 (%)
o
~

[=]
(=

RGN N CE N e 3
SO TIPS

6 MTT ¥l 5 4% f5 /Iy B ik B2 4 R b 1 =%
5 peDNA3.1 H#, * . P<0.05,5 SWA 4 b4, #. P<0.05

3 3t P

R 28 T 2 BT AT A PR F) T 28 T, o
BT i P e D B AL TSR 3 A P b sl 4
B, ELHEAPE IS ML N Y 20 308 5 — B st , A8
PUAR SR RE R G, 7 A 20 S e FASIR S | I8 BTk
ey B IR R T RE VT A AU O G
I 25, LAY AL v DR B B I BRI VR AT, 9 HLAE
FER R AR RS2 B2 R

1 7 AL P82 P PR T B AT A A 3104 ATl R 19
g R, SR R0 A5 8 T BT E  FAhAR
Je H A MW R WIS TAR R T SRR W R pT
VP S S v e BESOR A IR, S T s R v 1Y B

PERCRIK A A0 1oy B2, 32 FH 20 B DR 7 A £ 59
52 H A i e B SN T 1
AHF 5T I A H AR I HL SjDLC DNA REH
S mIFN-y ELAZ JTORE, 9] 25 0 90 HE 78 B A 40 A S/
AR PR BIRIL , SRy TR 500 M0 3 98 1 R T
a7 FH TEN =y A A AR 350 o afn g He 92 7 G 38 422 P &
RBEE Bl
H 2 1MW B 3y 8 R SE ) (SDLC) S i A
R AT & B 3 Y, B 3RS GenBank &SRS
(AY225851) ,i% & H 7 51 5 2 [ W L DLC 5E A
Fe g ) IR = MM R 86% ' . 1% ER (v T ML
WA, A L AN RS AR B T 2
B I HU A T B A A2 1) ) G o U A T A
S I e R A AR 2 4 G g ke (Y BB IR R 22—
IFN-y FZJEH Thl 05w, BA P bt
e 1 S8 R 4 FH 1% 40 XL, BB A Th2 78 441
LG RE A7 T el A i O R A IR )5 5 9 Th2
T2 0 G B A 5 ) S R A 7
ARSI T peDNA3.1/SiDLC & peDNA3.1/
mIFN-y ELA% FOkr, 38 1 PCR XU 7 146 1 2]
280 bp A SJDLC &K & 480 bp A mIFN-y & [, ]
JPE5 5 0 73X A FE R B BT IR T 51 5 GenBank
) R A1 58 42— 3, Western blot 7R 7E 12 kDa Fll
19 kDa 44 BHM: 52 1 254 , 5 SjDLC Hl IFN-y 7+
RN, UL P AR LR B 7E HeLa 4Hiff 323K,
PCR REM/NEUNL A 4 2 4748 H 280 bp Y SjDLC
FEDH K 480 bp 8 mIFN-y 5& K, 5655 41 A 45 21 R
NSV 2 B B 1 %) B S g kL, 13 BH
pecDNA3.1/SjDLC J2 pecDNA3. 1/ mIFN-y REZE /) R
WAL AEAE TN 35 | X R 1 R ¥ AE I e e
SEFERH . MTT 34600 3] SjDLC F1 IFN-y fE i & 1
P T 4 s FE Ak (T35 579 W)
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