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ghitinosa  polysaccharides on pS3 gene
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AIM: To study the effect of low-molecular-weight
Relmarmia glutinosa polysaccharides (LRPS) on p53
gene expression. METHODS: The level of p53 gene
expression was determined by quantitative polymerase
chain reaction and autoradiography. RESULTS: The
levels of p53 mRNA in Lewis lung cancer tissue were
0.46, 1.52, 1.48, and 1.60 respectively after saline,
LRPS 20 and 40 mg-kg~', and cyclophosphamide 10
mg-kg~!, which were the effective doses inhibiting the
growth of tumor tissue cells iz vive. LRPS markedly
increased p53 gepe expression. CONCLUSION:
LRPS effect on p5S3 gene expression is one of the
mechanisms of antitumor activity.
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Biy: SFRES T B E ZH(LRPS) % p33 A
FEWER. AE: FIATER PRI K ZEN
p53 B FILAIAFE . &R LRPS AR E B HE
BRFIE 20 F1 40 mg-kg ' KT, Lewis FEA
i p53 AR FRE KT 4 FE 1.52 f11.48, %t
HWE N 00, FHBREAN 1.60. LRPS HEfE
Lewis i fffeH4H P9 p33 HREMERHBHEIM. &
it LRPS W@ A K ps3 & 16 o 2 H 0 Mg
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ZER AN EEZEEIE P,
FEEHEROGERHEIE, HRZHEAHEN
Fisgg e 3 R RO FER M B E A
BEHEOGSHITRANBEHRRANER, HPH
{% 47 F 8 b # % $% (low-molecular-weight Rehmannia
glutinosa polysaccharides, LRPS) AR 143 T & i 20
TR EH, Ko TR 000-2000, X/
B Lewis M EAHENERKMHEEN. HEE
H p53 & TR IE S MR IMERRNER T,
A S HEARER, RAETHIHExEe

RIS AFTT LRPS 94 E 11 5 ps3 2
FBEMER.

MATERTALS AND METHODS

e TR, HEIB-2e, ¥, (28, HITF
8910MO4S B, H EE ¥ FE B TR 4t LRPS,
FEhe0 M0 F=WHE, YEAMBRITHE: #
R ( cyclophosphamide . #8812 W25 4 7= Lewis
RGN, FEESRERG A R TR p53, pactn
4., g7t WEREXRERENESHANTS
Wi B RNA#BUGRFIS, PRFEME. T DNA RS M
(5000 u-L~'), dNTP (10 mmol+L='), BIEHE % Promega 4%
Al [«2P]dATP (111 PBq*mol™') % 1t 51 T ¥ 4 1
FTBLTFSEN: HEEE, SR, A Serve 24 7=

=
HH

MR A0 R EEHE o ERHEARN2.5x
WP /Ry, 24 h SEEENLI B FEEL 2K A R4, LRPS 20 0
40 me-kg~l4H, FIFRBBRE 10 mg kg 50, HELE 8 J,
Bldo W3, £ X RNABMBIL T R®. 5RE, EHE
HRE. HFHEARE, TREF 2K,

S RNAEE SHABRRERAHHEHS 05 (F
RE 0.1 @ F 50-mL BB, hOTE 8 5 B I fE
B omL, 5. W NaAc (2 mol-L.7%, pH 4.0} 0.6 mL,
Br-#ir-FRERA®EemL, BHF, 4 T, 0000x g B
20mn. BELWE, MEFHRAE, -20THEHE 2 1Y
E, 00T, 10000x ¢ B 15 min,. B|EEH. miiEd
2.5 mL FHEIEH . HEHEE RNA JE#. 10 NaAc (2 mol-
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L', pH4.0) 0.25 mL, B-Ji5-F/RBEAE 2 oL, R
H,40T, 0000x g B0 20min. FEKHEFHEF 10-mL
BLLES, MEFERER, -20 CTHE 20D E, 0T,
10000% g B0 15 min, DIHIAM 75 % Z B 5 mL BRI
PE, RN, MELE, FATSTRERTRIURE
15 min, FJ 0.5-2 mL & RNA BB AR, —20 TR
&R, A EsE R, AFEBEEMKEZ RNA K
g

SlMridit SRR PCR M A 2R, BRa 43514
RIFERE, PCREYFREERALEN. BEXRRE
MR F| 155 B Godkey B4 BITE 5" 3/ %4 3R B
actin 71 p53 5[#, Bacin £ F#31¥ 2 52 5 CIGTGC-
TATGTTGCTCTAGACTTCY , 5" AACGCTCAGTAACAGTCC-
GCY ., AMAEREN 06 bp. p53 LTSI B4R
5" CACGTACTCTCCTCCCCTCAATAS' . 5 TCTTCOCAGTG-
TCATGATGGTAAGGY . S W EEIE R 405 bp. &M
14 A EALE TS\ Y2 B I LS| Y S PR 2 (6 R i
Rk SMBSIPHRBTEREH. SIPZzRI_F
HES. SIS EREZRTEHRFEEREER. 3519
HMERE SR ERN N EFHTHGHR.

HH R E A&7 £ 0.5 mL Eppendodt & 48 Al A
RNMasin (4 x 107 wr L~!) 0.5 mL, Oligo ()15 31 ¥ (0.5
gL} 1 L, & RNA 2 pg, MpCl (25 mmol-L "'} 4 L, 10
xBHFENE 2 L, AMV EEFE(2.5x 10F u-L-1)
0.6 uL, #E RNA BXKZERRWEHRN 20 L, B,
42 CTRM T h, 95 T 5min ¥ EF K, KHERH 5 min,
-0 THREF.

PCRE#MEE B HENLARNAEHZESY
SuL #4T PCRI ¥, M8 2t RS MM 3 R
10 L %58 36 183F, =H#HT 10 S BRI ERMA,
EH, B B8, A, L ps3 55 F-actn T Wk & A0
ST B H WA, REREENTHERN. B
HAME RNA 0.25, 0.5, 1.0, 2.0, 4.0, 8.0 uL, 4+ 514E
AR HET PCR T3, =Wt 10 % RPITB MR R Mk,
Eh, #HE B8, 9. U ps3 5 Bactin T ok & 26
HEH R A, R RERER

PCR B3 ¢ 0.5 mL Eppendorf & 5§ 3 1 A
EEAK32.5p0, 10x B ES pl, MpOhL(25 mmel-L71) 4
pL, dNTP (10 mmol-L-') 1 pL, p53 (2.5 pmol- LY 3 F0 5
WSIYE 4 L, Factin (2.5 pmol-L7') 35/ 83 & 2
pL, B8 2 ul, Tag DNA B S8 (5000 u-L-1) 0.25
pL, [o2P]dATP (111 PBg-mol 'Y 0.5 4L, B . EEA
& 50 uL, HSMEC, 95 THHE 3 min, B REEFR:
M CAH I min, 55 CiBX T min, 72 CHEH T min30s, B
R 204 EH, Bi5 72 TE{ 10 min.

PCRER PCRENSZY 5 pL 30 1.5 il %

M, L 1x TBE MHIKE shil, 1E 10 % BN 15 BE AL R AL
Mk 100 VR 3-5h, HENBBRKRELES X H#fT
EA, -0CHEs-8h HXAREE. €8, BEH
WA, MEHHE pS3 5 Gactn R E. b
#5845 ] pS3/ 3-actin HLE A A/

RESULTS

LRPS RN E %7 Lewis Mg/ R 8d
REME. FE, (tHNEE. IRPSERFHAN
FE 20 #1 40 mg-kg "B WM BER, 4R
46 %, LB LRPS AR B M4 iR (Tab 1).

Tab 1. Influence of LRPS on Lewis lung cancer growth
amd on p53 gene expression in tumor. 2 = 10 tumor
tissues of 5 mice, x + 5. “P<0.01 vs saline.

Croup/mg-kg ! Inhibition rate/ % p53/3-actin
Saline 0 0.46+0.10
LRPS 20 46.0+5.7° 1.52+0.09°

0 46.4+0.4° 1.48+0.13°
Cyclophosphamide 10 32.0+1.3° 1.60+ Q.15
LRPS 71 p53 BEEREFHRM

1) E RNA#EE FIBERG RNA£¥
173 A260/A280 B A260/A230 Y Lt {8 5 5
1.81 % 2.25, £YIFr#E RNA 085 57, 156, M
ARk ST E2 28 s M 18 s W&
W, HEEZHR2:0, HBATR s X%, I
B 8 mRNA. XU RNA#FE%, BERKER,
A4 306 5% % B R A B R

2) PCR & et it # WIVET - HWHE
(T B-actin) . 7E [7] — B2 R & P [H) B 33 #% F-PCR
7738 p53 FN M B-actin, 1L = F A th{H (p53/
Rractin) 3 B B p53 HHMIFIEK T, F 1oyt
FreE e ik(Fig1).

p53 # P-actin HIEHE B b fL, ISR ¥ T
330, pS3 BEARK K5 BEF R mAH
HHEEXR(Fg2); BTLRIEE 20/FRETRH
TEE 8.

HEHE /T 4 pL B, 5 p33/B-actin B2 1%
KF(Fg3d)., MALKHEF 2 ul (B 1 pg)FR
LRMERE.

3) FBRHAAGBEMNLR FIH RT-PCR FEAR
MFEMNFENTIY, ELRRENETREET, &
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Fig 1. Agarose gel electrophoresis of PCR products Fig 3. Influence of serial templates on p53 gene

performed on serial cycles. 0: PCR markers; A, B,
C, D, E, F: (DNA were respectively coamplified for
21, 24, 27, 30, 33, 36 cycles PCR.

1.4[ r

—
o

p53/p-Actin

20 22 24 26 28 30 32 34 36
Cycles

Fig 2. Influence of serial cycles on pb3 gene
EXPHesSion .
$|{3 F] p53 (405 bp) W B-actin (506 bp) iy ™ 1 7=
¥, SR DA p53 M f-actin RiE(Fg 4).
g% X X F E p53 45 p-actin B K it 73
i, p53 5 Pactin W R Z HE. LRPS
NS AIGEW M EE S NPT EE ps3 ik
B im, S EAHIE, AEEER(P<0.01)
(Tab 1).

DISCUSSION

LRPS (P94t /) Bl Lewis [l i85 A B9 & a3 &l
B.3TH IRPS il EERA SREEEREANE

expression .

p53 (408 bp)
|p-Actin (508 bp)

Fig 4. Autoradiograph of PCR products. A} Saline,
B) LRPS 20 mg - kg'!, C} LRPS 40 mg - kg™,
D} Cyclophosphamide 10 mg-kg ™.
Z . RIOFKATERPCR FEEER T LRPS ¥
Lewis i pS3 EHREKELMNER. S850K
i B ik M #, B Northern %5 32 #1528 7%
ML, AHEREES, ¥, HERE.
LEETERGNF L KTEEHEER.

FERBEETCAEZHARNERELN
B-actinfF 3 P % B ( P75 )90 3F 1 b f pS3/
f-actin/R ¥ po3 FEH M RiEAF, HIEEM R
HEmMAGHE, #R TiIFEHEM TR, WNMEM
SERTEE R EMAES,, 9§

HER, BRI BT A B A
B, EMERKTFEHHEHLEETEEHEY
ViR E R HLE o R WO ER R . BAITH TR
. FERIMEEAAERT, KRB EE
B/ B Lewis B % 40 M2 A3 9 pS3 EE1H 3= 14 BH
B, X R EE TR BN MR
BMWERKF E®RP THE, B ps3 £—-140100
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BPIEER, HERAFYHY ZNERERAR
EHER RS, A, pS3 BB E-TESRFHEHAKR
HTHEBEWXAMERN - AR ERE
4525 SRR SN . p33 E A BB M H 5 Lewis B % 40 iR
WA AXHER, M55 Lewis FiE 41 o b
MBI T M C R TR, I (0 B R P
P, B B 2 T T OE R AR A fE, R R
MBI E TR, AR EER.
H2, LRPS X HiM 4 H pa3 RIAHTR T RER K
i & E R LR 2 — .
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Somatostatin and electroacupuncture inhibited
¢-fos expression in spinal cord of arthritic rats
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AIM: To observe the effect of intrathecal injection of
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somatostatin { Som) associated with electroacupuncture
(EA) at “Jiaji” points on c-fos protein expression of
spinal cord in pain rats. METHODS: Rats with
adjuvant arthritis were used as pain model and the
c-fos-like immumoreactivity { FLI) was detected by
immunohistochemistry. = RESULTS: The c-fos
protein expression induced by arthritis were found in all
of the 1 - X laminae of the ipsilateral spinal cord of
rats, and most of the labeled cells were located in the
laminae | - [ and V - VI. Som and EA suppress-
ed the c-fos expression and the lessening of FLI cells in
the spinal cord. CONCLUSION; Pathological pain
following arthritis activated pain sensitive neurons
(PSN) and evoked c-fos expression in spinal cord,
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