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A ¥E B # & % & (human glucocorticoid receptor,
hGR) , M B BRI R BN R 5 H R BR IR TS, ETER N 43 A5 T
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Cofa & TEMARL & X, M 98 H/BM C M AR e
HIBCIALS & XA RE SR MR 456, B PR i 4 B4E
FEE AR Y hGRa A%, TiX T BN ™
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dERIXEHMRMITEIIM R, hCRB A EA R FBIHEEM,
‘B 5 hGRa B AFE —RETF LS CRE, 29K B it
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L1 @meAx&Ak KBHEXL-1 HALRERE,
pMD18 — T Simple Vector [l § TaKaRa /3 &) PcDNA, 33K fkr
) B Invitrogen /3] ; HeLa #fifi3kJETF ATCC,

L2 T HABRERXN T4 EE8E. RE1EAVIEE BanH
I Xho I LA Taq F§ .EXTaq ) B TaKaRa /&) ; Sk fliiR
P& MLV — ¥ 5% 5K LA & RNA B #5724 Promega /3 7]

[ Wes EHEF12005 -12 - 16 [ #& 5 H£]2006 - 04 - 11

7= ; Oligo(dT) 18 Wy B R4 TA Y THRARAF; Trizol
40 M55 Y A Lipofectiamine &7 &) B Invitrogen /A &) ; iR
M N Gibco — BRL /2 B HI7= i ; PCR 5| #) B TaKaRa /A ]
B o
2 FHE
2.1 hGR /AR F#eG#HE  hGR /NEF T PXt: IE [
(GRF - BamH 1 ). 5’ - CGGGATCC AGGACGGTCT-
GAAGAGCCAAGAGCTATTTG -3’ ;] (GRR-Xho 1) .5
— CCGCTCGAG CCCAGAGCTCATCCCATGCTAATTATCCAG -
3° (FELAR RN AT R B TIN5 o
PAASHA M E 4 DNA iR , R R B LAtaq B LA
ER5|¥pi#AT PCR ¥ 31, RN SR 44K :95 CAEHE S min 7,
94 °C 1 min, 66 °C 1 min, 72 °C 5 min, 42 ME¥},Hj572 C
FEAH 10 min, P 3 3. 892 kb () hGR /NEER F 5, Br i 3 1)
VB B R L4 DNA B S B 8(152 bp) 19 3° ¥ 751,
P& F H(526 bp) #MEF 9a(2 481 bp) , N-&TF J(155 bp) LA
LANET 9B B 5° 51 (578 bp) o ZrykEM, difb)E 5
pMD18 — T Simple Vector j&#%, FHIEFEEL: BamH 1 \Xho T XX
B )5 % 4 pMD18 — T -~ hGR, BamH 1 \Xho 1 3]
pMDI18 — T — hGR, ZHa ¥k /325 [E1it 3. 8 kb F B, 4lifk /5 & T4
RN B FAY R A K PeDNA, Wy AH N7 B V)7 5 2 6]
K15 hGR /NER B RIXFURL, £ TaKaRa 24 &M PR IEG
fir44 5 PcDNA, - hGR, (& 3A 3B) .,
2.2 hGR DARBEHH 3L
@ #MkEsE  HeLa 40f, & 10% fig4F I 75 i) DMEM B53%
W& ,37 °C.5% CO, ¥E3%,
@ Mg LLS x10° cells/well {25 B Hela
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A 6 LR, 5557 24 h ZHMIELG BEIK 90% —95% B, Fil
FH BB B A% B4R 7] lipofectamine , K pcDNA, — hGR (1. 5pg) Fll
peDNA; (1.5 wg) 73 H17E 100 wL Opti - MEM ;3R ZE R4,
%Yt HeLa 4, #h A X MEBEFREZ 1 mL/well ,IRS], ¥ 57
6 h ,fA 1 mL 4 10% /NI 3E g DMEM, 5535 24 h,

@ Wik Z R EHE RN (RT — PCR) Y77 B 8 BY e 45 R
WAk 40 M, A Trizol $2HX Hela ZH M1 5 RNA, £ 2/)5 A
DNasel Ab3% , EAT 55 SR M o 4 AN /N R BT 32 7= )
cDNA ) PCR ¥ 3: BB F=Y) 1 pL FHAR, ik -H
T7 primer YERIEME| ) (T7 5° — AATACGACTCACTATAGG-
GAGACC-3"), AP BTF 9o F1 98 FEIERBEFIIE R
hGRa . hGRB & B 1 K 1 51 4 (9aR 5° - GATGACGACT-
CAACTGCTTCTG -3, 9BR 5° — TTGTCGATGAGCATCAGT-
TGAC -3’) @it PCR 4 4% 40 ffd 4P ¥ 4 BT 2 = 4 /& hGRar,
hGRB, DA B — actin (IE [/]: 5’ - GACAGGATGCAGAAG-
GAGATCACT -3’ , K[/ 5’ - TGATCCACATCTGCTGGAAGGT
=32 AN, RN 454 95 CAEHE: S min 5, 94 °C 30 s,
60 °C 30 s, 72 °C 20 5,30 MER, BJ5 72 CHEAH 7 min, 3
HE A 1. 5% SEREFERER UK , FEBE RN E 13
B

@ DNA F3Ili%E ¥ L& RT - PCR ¥ 3 7= ) & Tr B W 5
JBerE K BT, 4l 4k 5 2% 2 TaKaRa 23 RMF o

5 R

1 f Xho 1 .BamH 1 WEGYI NN B R R 2 /N B A%
253K FobL PeDNA, — hGR J¢ H ] Bk pMD18 — T — hGR, 433
81 5.4 kb F12. 692 kb FZRA B K 3. 892 kb /ML K
BRSSP (E ), &NFEIEHEER
BF315 GenBank HimF B—E((HE 2),

Fig1 Identification of the recombinant plasmid pMD18 - T -
hGR and PcDNA, — hGR by endonuclease digestion.
M. ADNA Hind l marker; 1.pMD18 — T — hGR di-
gested with Xho I , BamH 1 ; 2:PcDNA; - hGR di-
gested with Xho I , BamH [ ; 3 :PcDNA, — hGR pri-
mary plasmid,

1 pMDI18 - T -hGR #1 pcDNA, - hGR EAFFiEETIE

EE

2 45% hGR /INEFE EHFHL pcDNA, —-hGR(1.5 pg) L
B #i{k pcDNA; (1.5 pg)

1E Opti - MEM ¥ 5= 2B )5, 5% 4t HeLla 40, RT -
PCR 5 7R : £ Hela 400 B ,hGR /NEEH % S5 87 8 im
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T, Are R34 RT - PCR 9 34 T R 3X B+ H# hCRa
(547 bp) FMFIARIR K hGRB(353 bp) BIFFRISMIF BT 12
SR, T2k DNA # 3L AR AR5 9 Bk ¥ 3
hGRa/hGRB B MK (& 3C) . &F/EIEN PCR =4
J¥#55 GenBank HAmH B—B(E4),

W’

HEHENIREAERAEYERZ R AEN —FEEILH,
BHE T ZE L7 5 7] AR B A R 3K, Ak K b3
TEHRNEZHEMERREANEREE. RIE ESTs 4
BT, 21 40% - 60% 9 N RAFFE BT B LA . |
FEBFMER RN IS G RO FATE R, AT 4 ETise, J
WEESE BT USEARER. ERBRALRRKFHRER
A B 15% RE B EA AN RS RD , XERERF
HEFBERILFRBE AR SN RS, st ie AR
& 0 M AEPR R SRR . X AR By H A
HIBFF R 43 F 1A% 2 B BT AR R

TEXTRI AR mRNA BRI E BT 07 o, /R R AR Y
R—MESLE KT L IERABT AT Tk, Frig/hE
HREE-EFATH—RE, BREFBREmNES. ks
PRI 5 , Al PCR( Long — range PCR) A, FRHR
H—EEEFEERBENIE T R EME R H BRI
BFMINEFZREIBNE FFH, RER B RAEHE, 5
FARNEFEEHFR , 8 YRR, 5/ R e 3 57 40
WESRMETE:, BTG EE, T RA B FEREEY
PRI ESTIE O, F A AT /NEE R A B Pk N BT B2 4 B 7
BB R AR B B T 3 S B s B m , B
A LEEESESENMR SHAMRNTIRIRESERSE S
FER - A0 T LATE A [ 245 2R 58 R 1 200 B 448 B 9 A [ IR 2%
F—RE KB ERBHAT AT B T s 4 A 3 R
FAF U L IEFPSMNEHE RIS, B G SR S R BRI
PSRN, @i RS Bk B E R R /N AR,
LA A FANE FEA & F N T REM By A 0T 8,
IR T /N PR A TR0 o 3R 3 A A 9 07 8

ATHERAMREEREMEZRNEERE, FREm
hGRB BYHEMRBE R, RATME T hCR PNERBEAEZ R
REA. WK RS EZRERINEF 8 58 7 MEEA IR
BRTHEFEHNEFHAIAEF 9 HNETFTIURINEF
9B5’ ¥t 578 bp HFFFE2Y 3. 892 kb HEFH 4 DNA Bt 5w
FEF| pcDNA, HEIZFRAEMAE , R 5% hCR /ML H 4 FokL
¥4t HeLa #fiffd,PT - PCR 455 27~ : hGR /N N 7E Hela 4
MR W Sh R I 304 9 hGRa #1 hGRB BB K, 2 A
JEWFRNE B R Z RS B L H R T HARTF- &

BATE T —4 THEEA A hGR /NEFBER B3 AR 57
e HFXF hGR /NEEF B BT HE AR , S R T A i R
BT FRATREREE
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Fig 2 Comparison of the gene sequence with the cloned fragment and those of GenBank. a:sequencing result of hGR minigene; b: se-
quence in the GenBank ( AY436590).

B2 MRS GenBank fitf Rz E FF 51 H) b XE
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(A) hGR primary transcript H N/ 1T 9

(B) hGR minigene construct H N/ gl

NO. of cycles NO. of cycles
23 26 30 3 23 26 30 35

©

hGRa
M 1GRrp

(1) transfectin with 1. 5 pg pcDNA —hGR; (2) transfectin with 1. 5 pg pcDNA.

Fig3 Expression of hGRa/hGRp created from alternative splicing of hGR minigene. A: predicted structure of the pre — mRNA region
related to hGRa/hGRP splicing with arrows indicating the location of primers for amplification of hGR minigene. B: schematic
representation of the hGR minigene construct. A segment of 3. 892 kb hGR minigene was amplified by PCR and cloned into
pcDNA,. The arrows indicate the approximate locations of the common forward (T7) primer and reverse (9aR, 9BR) that
were used in RT — PCR 1in this study. C; RT — PCR result.

3 hGR /NEREFM 7 hGRo/hGRB HIFRiE

CTTCTGTTTCATCAAAAG
CTTCTGTTTCATCAAR

\TGTGGTTTAT

Fig4 Comparison of the cDNA sequence of RT — PCR products and those of GenBank. a:sequencing result of hGRa originated from
minigene ( the first 49 nt unmatched sequence is the vector sequence) ; b: sequence in the GenBank (X03225); c: sequen-
cing result of hGRB from minigene ( the first 49 nt unmatched sequence is the vector sequence) ; d: sequence in the GenBank
(X03348).

4 RT -PCR =] ¢cDNA F£5| 5 GenBank 18 7 & B FF 51 49 bb X4
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Tab 1 Changes of blood gastrointestinal hormone in severe scal-
ded guinea — pigs (ng/L. x )

Group n GAS MTL B -EP
Sham 10 64.32£35.21  326.45+58.26  70.16 +60.43
3hpostbun 15  33.70+£11.86™ 175.29 +31.68 ** 575.58 £70.17 **
6 hpostbum 15 44.32£21.05™ 167.87 £29.43 ™ 632.48 +60.46 ™
12hpostburn 15 46.02+17.81* 141.50 £22.45 ™ 602.84 £98.17 **
24 hpostbum 15 42.58 £12.54™ 176.70 £19.76 ™ 260.47 +30.58 **
48 hpostburn 15 61.81+£22.60™ 187.34 £25.42* 198.77 £56.13 ™
72 hpostbun 10 63.38+19.77  265.47+27.18" 156.98 +28.74 *

*P<0.05, "™ P<0.01 vs sham burn group.

x2 ARBEZRGILEBHHRHEN
Changes of blood gastrointestinal hormone in different
scalded levels (x +s. ng/L)

Group n GAS MTL B -EP
Sham 10 64.32£35.21 326.45+58.26  70.16 £60.43
TSA10% (12 h) 15 55.78 £26.42* 249.76+78.36 " 138.94 +59.67*
TSA 20% (12 h 50.96 £19.30 ** 207.58 £30.46 **165.42 +47.86 ™
TSA 30% (12 h 15 46.23 £17.82* 141.50 £22.45*196.64 +70.58 **
TSA 10% (48 h 66.09£12.47% 307.54+31.56" 94.28 +40.04*
TSA 20% (48 h 65.38£17.82 311.44£42.51" 85.43+30.01°
TSA 30% (48 h) 15 61.87+22.60 ™ 187.5325.36 158.77 +56.13

*P<0.05, **P<0.01 vs sham bum group. TSA:total scalded area.
®3 ZRGEEEREFBRRENEHHRERE

Tab 3 Changes of blood gastrointestinal hormone in postburn de-

Tab 2

~ o~ o~ —~
L

layed guinea — pigs (x +s. n=15. ng/L)

Group GAS MTL B-EP

IR 42.58 £12.54  176.70+9.76  156.90 +28.74
DR(24 h)  43.85+12.54"  73.98 £26.14" 312.30 +819.48 "
DR(48 h)  43.85+21.42" 115.58 +26.44" 203.45+19.48"

*P<0.01 s IR group. IR; immediate resusciatation group; DR de-

layed resusciatation group.
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