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Fig 1 Fragments of hhlim 5 flanking sequence extending from
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Fig. 2 Luciferase activities in transfected C2C12 cells with
different recombinant plasmids

CO: MT; =m: MB.
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Table 1 Luciferase activities in transfected C2C12 cells with different recombinant plasmids
pFl pF2 pF3 pF4 pF5
MT MB MT MB MT MB MT MB MT MB
sample | 0.220 0.110 0.512 0. 882 1.612 1. 013 1. 032 1.202 2. 147 0.782
sample 2 0.176 0. 076 0. 782 0. 936 1.127 1. 236 1. 673 0. 687 1.528 1. 008
sample 3 0.210 0.120 0. 797 0. 687 1.832 0. 835 1.024 0. 934 1. 531 1.533
sample 4 0. 180 0. 080 0. 692 0. 532 1.204 0. 698 1. 432 1. 336 1. 896 1. 185
sample 5 0.212 0. 140 0. 433 0. 768 1. 375 1. 102 0. 876 0. 454 2.009 0. 878
sample 6 0. 240 0. 090 0. 896 0. 486 1. 864 1. 483 1. 546 1. 459 1.376 1.755
means 0. 2063 0. 1027 0. 6853 0. 7152 1.5023 1. 0612 1. 2638 1.0120 1. 7478 1.1902
sD 0. 0244 0. 0250 0. 1789 0. 1823 0.3155 0.2813 0.3277 0. 3909 0.3108 0. 3831
pké pk7 pkF8 pko
MT MB MT MB MT MB MT MB
sample 1 1. 832 1. 842 1. 878 1. 481 2.317 2. 867 0.773 0. 161
sample 2 1.935 1. 013 1. 587 1. 010 2.732 2.48 0. 785 0. 528
sample 3 1.621 0. 983 1. 207 1. 360 1. 869 2.767 0.312 0. 384
sample 4 1.329 1. 538 1. 132 0. 920 1.001 1.932 0.423 0. 244
sample 5 1.387 1. 137 1. 633 1.224 2,132 1.523 0.912 0. 286
means 1. 6208 1. 3026 1. 4874 1. 199 2.0102 2.3138 0. 641 0. 3206
sD 0. 2661 0. 3099 0. 2543 0. 1872 0. 4602 0. 4690 0.2188 0. 1083
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Fig. 3 Luciferase activities in transfected C2C12 (MT) cells with

pF5 following stimulation by EF 1 and bFGF for different time

C0: 24 h; m: 48 h.
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Fig.4 hhlim mRNA expression in C2C12 cells (MT) treated

by E1-1 and bFGF for different time
(a) RTPCR product. [~ 5: C2C12(MT) cells treated by ET-1 for respec-
tively 72, 48, 24, 12 and 6 h; 6: contol; 7~ 11 C2CI12(MT) cells
treated by bEGF respectively for 6, 12, 24, 48 and 72 h. (b) relative anount

ofmBMNA. [1:6h: O: 12h:E: 24 h: 8H:48h: B:72h.
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(MT) and hhlim gene promoter region (- 293~ + 16 bp)
I, 3: probe binding to C2C12 (MB) / (MT) nuclear extracts;
2, 4: probe protein binding competed by = 293/ 16 hp fragment;

5 the free probe.
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Abstract

fragments of 5 flanking region extending from + 16 to — 2 537 bp were subcloned into the pGL3-Basic vector

In order to study the mechanism of hhlim gene transcriptional regulation, a series of deleted

respectively to identify the specific functional regions by detecting the luciferase activities. The results indicated
that there was a silencer in the distal region of — 2 537~ — 1 537 bp and an enhancer in proximal fragment of
— 253~ - 157 bp, respectively. Electrophoretic mobility shift assay showed that the patterns of shifted bands
were different between the nuclear protein from differentiated C2C12 myotubes and undifferentiated C2C12
myoblasts when they bound to the region including the region of — 253~ — 157 bp of hhlim gene. In addition,
the results also showed that ET-1 and bFGF could not only significantly induce the hhlim gene expression in
C2C12 cells but also activate the luciferase gene transcription promoted by — 253~ — 157 bp regulatory region.

It was suggested that hhlim gene was regulated by ET-1 and bFGF.

Key words hhlim gene, regulatory elements, gene regulation, C2C12 cell
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