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Abstract

AIM: To clone human HMGB1 A box and B box cDNA, to
construct their prokaryotic expression vectors and to express
their products for examining their activity.

METHODS: The total RNA was extracted from human tonsil
and the human HMGB1 A box and B box cDNA sequence
were amplified using RT-PCR, and inserted into pUC19 for
sequence analysis. Then the identified cDNAs were inserted
into the new type of prokaryotic expression vector pQE-
80 L/DHFR. Having induced by IPTG for 4 h, we confirmed
the confusion protein by SDS-PAGE, then identified the ex-
pressed confusion protein by Western blotting.

RESULTS: The target DNA fragments by RT-PCR were com-
pletely same as the sequence reported in GenBank. The
recombinant prokaryotic expression vector was constructed
and the fusion protein expressed, which was then identified
by Western blotting.

CONCLUSION: Cloning of HMGB1 A box and B box cDNA,
construction of their prokaryotic expression vectors and
expression of fusion protein have provided the fundamental
proof for examining their biological activity.
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16 'C 12 h,
1.1 JM109 , ,
; puUC19 ; pQE-80L/ ,  HindIl + Kpn I
DHFR ; JM109., DHb5a ( pUC19/HMGB1 A box, pUC19/HMGB1 B box).
; Tripure RNA Roche : PCR . DNA s
: RT-PCR PCR Hind Il + Kpn 1 pUC19/HMGB1 A box, pUC19/
Promega ; . TADNA HMGB1 B box ,
Promega ; His Qiagen ; pQE-80L/DHFR.
HRP 19G ; DAB DH5a,
: pQE-80L/DHFR/HMGB1 A box, pQE-80L/
Roche DHFR/HMGBL1 B box.
1.2 ,  Tripure LB ( 50 mg/L ), 37 C
RNA, , 10g/L LB , 37 C
, .RT-PCR A 600 nm 0.7, IPTG 1 mmol/L,
HMGB1 Abox B box cDNA. GenBank 4h ,  SDS-PAGE( 120 g/L,
HMGB1 A box (1-85 aa), HMGB1 B box (88-162 aa) 50g/L),
cDNA , . HMGB1 A . His ,
box :5” - GC GGT ACC ATG GGC AAA GGA Western blot ,
GAT CCT A-3’( Kpn 1 ), SDS-PAGE,
:5" - GC AAG CTT TCATGT CTC CCC TTT GGG (NC ) , NC ,
A-3°( Hind M ); HMGB1 B box marker ,
: 5’ - CC GGT ACC AAG TTC AAG GAT CCC marker , ,
AAT -3°( Kpn 1 )i : 50 g/L 1h, -His
5° - CCAAGCTT TCAATATGC AGC AAT ATCC -3’ 1h, HRP I9G 1h,
( Hind I ). RT-PCR , DAB
:RNASnm( 1ng), 5x buffer 10 ni_,
2nlL, dNTP 1 L, 25 mmoL/L MgSO, 2 i, 2
AMV 1 nL(5U), Tfl DNA 1 nL(5U), 2.1 RT-PCR HMGB1 Abox Bbox cDNA
ddH,0 26 i, 50 m; 48 °C 45 min; , ,
94 °C 2 min; (94 C 30s; 60 C 1 min; 68 'C 255bp 225bp( 1).
2 min) x 40 ; 68 ‘C 7 min. 5nl RT- 2.2 pUC19/HMGB1 A
PCR 20 g/L , box, pUC19/HMGB1 B box ,
RT-PCR pUC19 Hind 255bp  225bp ( 2).
M+ Kpn 1 , , 2.3
HMGB1 A box cDNA

ATGGGCAAAG GAGATCCTAA GAAGCCGAGA GGCAAAATGT CATCATATGC
ATTTTTTGTG CAAACTTGTC GGGAGGAGCA TAAGAAGAAG CACCCAGATG
CTTCAGTCAA CTTCTCAGAG TTTTCTAAGA AGTGCTCAGA GAGGTGGAAG
ACCATGTCTG CTAAAGAGAA AGGAAAATTT GAAGATATGG CAAAAGCGGA
CAAGGCCCGT TATGAAAGAG AAATGAAAAC CTATATCCCT CCCAAAGGGG

AGACA

HMGB1 B box cDNA

AAGTTCAAGG ATCCCAATGC ACCCAAGAGG CCTCCTTCGG CCTTCTTCCT
CTTCTGCTCT GAGTATCGCC CAAAAATCAA AGGAGAACAT CCTGGCCTGT
CCATTGGTGA TGTTGCGAAG AAACTGGGAG AGATGTGGAA TAACACTGCT
GCAGATGACA AGCAGCCTTA TGAAAAGAAG GCTGCGAAGC TGAAGGAAAA

ATACGAAAA G GATATTGCTG CATAT
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