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Table 1 Primers used for construction of promoter plasmids of Megalobrama amblycephala il-6 gene

5| %) £ FK Primer name

SIH Y (5'>3") Sequences (5'—>3")

PGL3-IL-6P-F0 GCAACGCGTGACTGCTCAAGAAGTTAATGC
PGL3-IL-6P-F1 GCAACGCGTTGAGCATCAGAACTGGACC
PGL3-1L-6P-F2 GCAACGCGTCTCTTTCAGCGGGGTAAT
PGL3-IL-6P-F3 GCAACGCGTTTCAGGGGTCTAGAGGAGTC
PGL3-1L-6P-F4 GCAACGCGTGTGTCCCCTAGCATGATTTA

PGL3-1L-6P-R

CCGCTCGAGGTGTGATGTCTTCAAGCAAAC

TE R R 530 3R R M B s LB AR R Mu T\ Xho T BEUIGLAT

(Mlu 1 /Xho 1) is in bold.

2) FHBR I BE Xho 1 A1 Miu 1T SR Y v B 25 44
pBlue-T-11-6 .12 h J& & i U) 7= 9y . 15 2545 9 ¢ &
VIRl B B, #BEHMAFBRS
PGL3-basic ZM& 6 + 1 (L] 4 Cl &, KiE
F2 7= 0 Ak B IR A7 25 A0 R v, Bk B R LTI
PCR J& B KA I, Pk 3k & 38 19 B W 3% 2 /1 DT .
I P LE A 0 TR IR R B R S B TR A R, A U
JRL A U BE 5 A RE B AR 4 Y R B PGL3-TL-
6PCEL 1 T 7)) s 43 il iy 44 9 PGL3-11L-6-0 (—1 503~
+34 bp) \PGL3-1L-6-1 (— 1 350~ + 34 bp),PGL3-
11-6-2(—1 045~ + 34 bp),PGL3-11.-6-3 ( — 856 ~
+34 bp) Al PGL3-1L-6-4(—379~+34 bp),

14 HMEFEEHRNFELE EPC 40

28 C &M i EPC 40 26 AT L& 10 % 1M
B MEM 15 35 3 v I B A K AR 4 40 i 2R KOS
B 2~3 d & 0.25% [HEE+0.02% EDTA 1iHfk

Note: The protect bases is underlined and the restriction sites

SV40 poly A=

LUC%/
[ Y TL-6P 2 i A B 3k 85 i-6 3£ )8 3 77 51, 1L-6P

represents the M. amblycephala il-6 gene promoter sequences.

1 PGL3-IL-6P #i
Fig.1 Illustration of recombinant plasmid PGL3-IL-6P
WA IHAAE A T 40 MR SR B R A7 i, 38 B
A KT A 40 M 32 BB T 24 FLARCR (1 X 10° /mL) B
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SR EEEERRIC R S, L/S B Ay Bl A I 5k Y AH X
PG E B 1
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5000
3000
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/s SPSS 17.0 B4R #E 47 B R J5 22 43 BT (One-
Way ANOVA), 3 A LSD #1 Duncan’s #4717 £ &
Fb#. 4 P<C0.05 Bf, A 22 5 35 P<C0.01
B AR 25 S
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21 H& 6 B3 F%% PCLIEAHEM
M

S A H AT T Sk B il-6 JL RS B F R R
& (pBlue-T-1L-6) , #R Ji5 4 5 B 28 A4 XUt U1 , 46 4k 7]
W EE VI =) )5 i B2 B pGL3-basic 34K b, Pk ok B4
SO A B PCR %558 8 I 3 1F 5 1) o B BRT 9 K
B 5% I 4R B Al B ROk U U 9% OB 4G I R 4
B AR PGL3-1L-6 & 5 IE A, LUKk I & B &
4RI DI B & 5 H B BER/h— 30w
oty AN 2 BT ) I 2 a4k T %5 %2 IE#f . R AR
[ B2 Y -6 R ol Bk O iR B D A A B T
PGL3-basic #

BT 0~4 43 R Bm A A PGL3-1L-6P-0(—1 503~+34 bp) \PGL3-IL-6P-1(—1 350~ =434 bp) \PGL3-IL-6P-2(—1 045~ +34
bp) \PGL3-1L-6P-3( —856~+34 bp) \PGL3-1L-6P-4(— 379~ 34 bp) B X Y] 45 . A7 1102 5 2 A0 W 9 L 41 Bk 4677 . The num-
bers | to 4 indicate double digestion electrophoresis of recombinant vector PGL3-1L-6P-0 (—1 503~ 434 bp) , PGL3-1L-6P-1(—1 350~
+34 bp) ,PGL3-1L-6P-2(—1 045~ +34 bp) ,PGL3-IL-6P-3(—856~ +34 bp) . PGL3-1L.-6P-4(— 379~ + 34 bp)respectively, the corre-

sponding original plasmid electrophoresis is on the right.
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Fig.2 Double digestion electrophoresis of M. amblycephala PGL3-IL-6 plasmids
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basic 41 5 4 £, H P PGL3-1L-6 P-4 4 1) 9% ¢ & 1§
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Fig.3 Schematic representation of

M. amblycephala il-6 promoter
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TP )G 8 2 AR (] 4) L i — 2 R W] PGL3-11-6P-4
NN RN = o e N T Y B0 = Bl e RS 2 A 11
B Sf DR A0 32 DX A A (8 W 7R 5 5 R F- NF-«B,
C/EBPB %5 A fig /0 5 LPS ) 384 ) 5 B4 ook

: b ¢ b B
aof ’_X_‘I m' . G .
Ll . e TR

PGL3-basic

PGL3-1L-6P-0 PGL3-1L-6P-1 PGL3-IL-6P-2 PGL3-I1L-6P-3 PGIT.3-1T.-6P-4

B LU B E SRR R (AR 3 AN ERED . ARMTFHRR2ZEREE. NEFHERRIE LPS A, K'E 7 R#R R LPS 4

A,

“x " FoR LPS AP HAE A P4 22 1A] i 2% S 3, P<C0.05. Data are shown as mean &= SE (n=23). Different letters manifest

significant difference. Lowercase letters and capitalized letters indicate the LPS not-treated or treated groups respectively. The asterisk

indicate a significant difference between two groups.P<C 0.05.
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Relative activity of M. amblycephala il-6 promoter deletions
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Reporter plasmids construction of Megalobrama amblycephala

interleukin 6 gene promoter and analysis of their bioactivity
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Abstract Interleukin-6 (IL-6) is a multifunctional cytokine, playing important roles in immune de-
fense. To better understand the transcriptional principle and immune mechanism of fish i/-6,five report-
er plasmids of the Megalobrama amblycephala il-6 promoter were constructed, co-transfected with the
internal control plasmid pRL-TK into carp EPC cell,induced by LPS,and the luciferase activity was then
detected after 24 h.The results showed that compared with the negative control PGL3-basic group, the
luciferase activity of the PGL3-IL-6P-0,PGL3-1L-6P-1,PGL3-1L-6P-2,PGL3-1L.-6P-3 and PGL3-1.-6P-4
groups were increased,and the PGL3-11.-6P-4 group showed the highest luciferase level, suggesting that
the promoter deletion ( —379 to + 34) contains the core promoter region of the /-6 promoter. After
stimulation by 100 ng/mlL LPS,the luciferase activity of the PGL3-IL.-6P-4 group was significantly acti-
vated, while that of the other groups did not change significantly, further indicating that PGL3-1L.-6P-4
indeed contains the core promoter region and the potential transcription factor NF-kB and C/EBPS in this
promoter region may play primary roles in response to LPS induction.

Keywords Megalobrama amblycephala ; 11.-6; luciferase reporter plasmid; promoter activity; LPS
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