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[#® ZE)as. HEAAREANTHET (SLPI) ZER KRR T4 (dMSCs ) i RE LUK AR AMSCs IEBIER ., & &
FAIRTHAE S B AR E AT AR SR THR, EXAREREAR ZRBEMERNENSS | X408, A Tripure 40/
BRBAR BRSO BRIMATE AMSCs FIRIGRTE KB IRA LS .8 RNA, i#iid RT-PCR Kl 4 O WOGR 3R /S dMSCs R 4581
JE R B BRA LS SLPI mRNA M55, A M-PER HiR 41ME A, TH G DBRIKETS dMSCs # SLPI AR ENEL, i
5 IMDM 353 WIS TR M 48h, INA KRR &9 SLPI B T 58 dMSCs, 33 [H3]Thymidine B A SLRBIFT SLPI X E KL AT T 4
MUEERIER . %R . KR AMSCs B8, 75 B £ m14r{L 68, RT-PCR F1 Western blot ##7~ SLPI £ dMSCs 3%
ik, 45 O ORI S F B4R o 12 [H3[Thymidine 3B A LR & BUMA SLPI HT/5 , 4IME B B8 . 4 .SLPI 7€ AMSCs %
i%, BESE{R i AMSCs BHE5E , i@ 1t B33k SLPI ATRER dMSCs 2 5B ENEERBZ —.
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Effect of secretory leukocyte protease inhibitor on growth regulation of

dermal mesenchymal stem cells
JIANG Depeng, et al
(Institute of combine injury of PLA, The Third Military Medical Uiniversity)

[ Abstract] Objective: To investigate the expression of SLPI in dMSCs and the effect of SLPI on growth regulaton of dMSCs. Method :
Isolated stem cells from the rat skin tissue.Two pieces of sterile polyvinyl alcohol sponges were inserted subcutaneously in the dorsum of the
rat and collected the wound fluid 1day after injury. Isolated RNA of two groups: dMSCs before and after the stimulation by wound fluid;
skin tissue before and after trauma. SLPI was detected to know how they changed in dMSCs and in the skin before and after the injure by
using RT-PCR and Western blot method. [H3] Thymidine incorporation was used to evaluate the mitogenic influence of SLPI. Results:
Most of the neonatal dMSCs were spindle—shaped cells and exhibited multilineage potential in vitro. It was shown in the result of RT-PCR
and western blot that SLPI expressed in dMSCs and increased after the cells being stimulated by wound fluid. A concentration—dependent
proliferation promotion were demonstrated in dMSCs incubated for 24h in the prsense of SLPI. Conclusions: SLPI can be detected in
dMSCs and support the growth of dMSCs in serum—free medium in vitro. In view of the multiple functions of SLPI, we supposed that it
acted as an important role when dMSCs participated in the reparing of cutaneous injury.

[Key words] Secretory leukocyte protease inhibitor; Stem cells; Proliferation

HEEMERFIARUGBE G shEE R,
EHAMREEEERRPELRATREEEX
WEFEXEEHE, € NF-« B, TGF-B ,EGF,
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BB, TemM(1977- VB, 22 EWH M+,
E&MEFETmBENGSE G xR A,

BEWH: BDEAHXAF XA B H85(30370562) ; B £ F &4k
B A AR (973) 5 B (2005CB522605)

PLHL, AT MBI AL TR R £ R
FEREEWUE, FELBEEERFBITRIDEE,
LEEUAMMEEABIHEF (Secretory leuko-
cyte protease inhibitor SLPI ) ZE 457 1 ¥ R84 S5 H B2 1]
FEE T 40H ( dermal Mesenchymal Stem Cells dM—
SCs ) MGG LR R h R EFH . LR HUET
RT-PCR 1 Western blot iiE3Z SLPI £ dMSCs Y
ik, I it—BEaT SLPI 2 dMSCs SBMFER
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1 #E#fAE
1.1 Hafeiln

1 XF1 34 A B Wistar BEE KB AE =FEEK¥E3hY)
.18 Tripure ZAMIZHE BN B & [KiX7 28] ,RT-PCR
AR DL-2000 43 T RIR W B K4 YA = ,DEPC
W B Sigma 28], B4 B Gibeobrl 23 8], AR
M-PER ¥ § PIERCE A 5], % H Marker W 8452 A), 353
FRFAEARIAE B Coming A7, FIA5IPMIEEREBRAR
G P/ SLPI ZTERED A B Santa Cruz 24 &), HRP-
BPE 1G M B ILAEYERAF,

12 fmpsf

B4 1 KH Wistar KR, EE & F, BIRE
LERK. BT 0.25%M KM+, 4 CIEE B, AR 0
HRILRR, 5B EEHS, R R, Ak T 50ml
— WSS, SRR & 10% 4 4 L35 A9 IMDM
FEFRW,37°C, 5% CO,, AR . ¥53% oh J5 , FF RBP4,
VRO BE MBSk SR 3 3¢ , (N B R U 2E tH — BRI BT S Y
AT RE, R =AM G RE AR U AE B B A B SR, IIA R R
PREE A3 ERIAEAT Z LS SFR S E A B4k ABC
HER B VNE £, Vimentin 1 Pancytokeratin Wik, —Hh/h
BAK BB EREDLR, T/ARE R 1 : 100, MREESE,
BUEE 10 {4 T B3R,

1.3 4 O AR B

3 A BIBAE Wistar KRFASGE o ZGURRRE, PIAIYE
MROBEHEEAEBEAETRET Ton KOS 45 3 X,
WAL E KM FEU ,4CRE F B E KBS ,2000r/min
AL EBRMM RS , BRI B T F — 3R,

14 dMSCs A Rk R A& B 484 RNA #9328

dMSCs 7EJC I ¥ 35 55 2 454 F LR 48h, g B4 K )
S REMA 10%455 8, ER 24 h IGWEMR (LR
) UK QOBAERE I RE ., TRAFN RAMN
3R F Tripure ZBIZHEW S, S BARAERF I RNA, 7518
F 4001 DEPC 4B K+, SSCHT 15min, BULREE
ERNETHER, PR R K ER

KREBEKIEEE, PTHEKYA 6cm BB RLU1E)
B RERL T, HHSEE 5)5 1 KERBE T B 500mg 45 11 B ik
AL (LKA ), FEH 500mg EH AREARALUE R,
REERE TR AR, A Tripure MZE R IR TR A
FUxy FRLH B BR 9.8 RNA,

1.5 RNA B#:%

B 1 g RNA #3328, cDNA, 7E EP Sh5ESIA MeCl
211,10 x PCRbuffer 1.1, RNase free H,0 3.75.1,dNTP 1 .1,
RNase inhibor 0.25 1.1, AMV 3% ¥ 5% B§ 0.5 1, Oligo—dT # 3k
S 0.5 w1, RNA ¥E8) L pg, HBRUNTF SREEHATI SR
30°C10min, 42°C 40min,99°C 5min,50°C Smin,

1.6 FE& RT-PCR

BECMBEEFSEIT514,SLP L##519:5' - TGC
TCC TTG CTC TGG GTG TCC TG -3’ . T ##51#:5' - GCC
GTC ATT CTG GCA CTT ATT GG -3’ ., HByREIL 295bp, N
M GAPDH, Li#¥314:5' - ACC ACA GTC CAT GCC
ATC AC-3’ , T##31¥:5 - TCC ACC ACC CTG TTG CTG
TA-3' , 33 1 W 440bp, VAR R HY cDNA N#HR , 7€ EP
BRI MA F 5 YR . Taq B 0.2511,10 x PCR buffer
1001, 405K 2775w L SE R L T HSIME 0.5, IS IR
G3PDH + F# 31 % 05101 (30pumol/L ),cDNA =4
10w LIE B LT #&4434T PCR Ao 94 CHIAEHE 5 min,94C
30s,58%C.30s,72°C 30s,30 MBS, 72°CIEM 7 min. =Y T
AR IREERE H K o
1.7 Western blot

BT 2P TR MR SR IPR A, B 23R e 1t , (8 M-PER
R 3, Bradford KW EAWRE , - 70CHFHAEH
FF—#LR, @S 15% BBk SDS-PAGE B4 B
BER, BIKEERMA 60ug HA, HIK IR A i Z /Y
BRAF AR, ZE B P R #%F 3h,PBS E¥E 1 x 15min, 2 X Smin
JEMAE5T/NR SLPI £ 5D 4 CH T3 % ,PBS-T &
BE=RE A HRP- b1 [pG, =R TR 2h, PRS-T
% 38/, 85t DAB BERFRTES,

1.8 SLPI 6942 3% 78 75 &

FA@E A [H3[Thymidine 3 A L8 43 SLPL % dMSCs
PRI A I EST, B 10 1% AMSCs 40/, 4 K 80% Bb-& Bt
HA XM T4 IMDM 353 UAR 4TS 48h, SCRAMAR R
& SLPI BHF ( 100~500 ng/ml ) , Xt AR AR T, #53% 24h
JEMA 2 Ci[3H}thymidine $RiC40M0 , kEEHE T 4h, i 3 WK
G308 A BI[3H)thymidine. $( B , B ALK AR
B s B AR ESR 3 K.

19 %RitFam

Fra BRI LA + fRiE2 RN, R SPSS11.0 4,

HHTECT : B, P<0.05 HERHE BEH,

2 & R

2.1 dMSCs #4945 Eh KL

JRAREEFRE dMSCs B ZH, EEB=.H
MRESE I B FEIRE (R 1) , ARERE
A K, FATR FIR2E B BaRh v 0 1 o B I BT
TERE, RAMEEE R, R EXRNTES 4 B, A
B RS 4 M B A BB S 4k BB Ak R LA AL
FXMMMLEE (F 2) R as bk R ks
43 B35 37 B9 4 S VTR 7~ #0 Pancytokeratin 3235 4 B
4, AT LUHERR P9 B2 40 B 70 £ S5 4R B4 BT BE , Vimentin
ik B Y, W ) R R
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2.3 il IR S SLpl g
RT-PCR 455 @ % SLPI {21
HfIE A ik i

FeasE— %100

B4 eRRRRERARS S S ERTIER
LA dMSCs | USLPE 54

2501 IS dMSCs H SLPI G (it

31T K RUEZ I SLPT ik
| 1 ‘ SIEH KL SLPL ik

LR \ 2.4 Western blot
ol R A il oL western blot K30 4% C1OR O SLPL
L Y Vil f (RS GNP S B, 06 LR % 1 i
i SLPL ik, IIIESE 114 IE T SLPIL 441
R SN O

K

B2 BB SRETRAARRR (AR O )
AALCB anyosin SIGAAL R )IE S5 Fx200 BB —actin

1 R BAT S dMSCs f SEPL 4

& St N
RT-PCR 45 SR AT HE L SLPL (6 {5 1 S {GORARMETE SUP| AT
ISR NS 11 AR 715 4 TR 28 LT s e
HEbE AR SLPLESHBAL B 173 f5 0 LI 30 (e 25T RO .H\M.:\l Pl ik

0.05)SLPI 61 {1

ARG
it '

SLPI{E 2.5 SLPI 69423 st i
A FHH3 [Thymidine 2 A3
AMSCs (fie 4722 93 30 RE . 152
e AT 3 9 ik e
HZ N SCHE T2 5 AnlE] 6 FiTis | [ BELZE 1
SLPLIE I AMSCs (4722 57 53 T RS, 1645
Hei

S S LA filr 2

B A SLPI 4
2 B A g

3O i

B3 (5 ORREHTE IMSCs B SLPL & RS R O S — AR A S AR A
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(B3] TaRI$ A\ EHE
(cpnX10—3)

0 100 20 5oo
SLPTREE (ng/nl)
B 6 SLPI{Rif dMSCs AL R

Bk AN R SHIUEE A
2 18] B /e I HLER K VA 3R, B Ja , FE ORI
ER T  AABR A R R EREK, R
HEMBRERALER IR, BONE. . O8 . 9
ESH50IHGREY. RIS OB dMSCs,
DL R T 4 7E G ORI R AR 4k, TR
HE b, R T IR OBOREE N EAERE, R
By TMHEER AR EREE FRICE, @ d i
B h T g, LR KRB SLPI £ dMSCs
ik, HORRKSRAHR, RITET RT-PCR
1 Western blot #E3E T SLPI 7245 O MR & Ry /S
dMSCs 2 F3ik, H,SLPI 7K B BRA R
Rk, 4 O RRIES Rk,

SLPI & —1~ i B B 2 MR & 45 X s 4 i 49
12.7kD WEH, HEABEMGIO S0 FTREN.
SLPI BB H SR E O BEATEHE, Bl ok g e
HMUEAM, BRI BEEARE, ARZED
BREAMYS. BTHEAEEHS, SLPL AFF4
B, PR, BRI NS B, ME A R S
BE MBS S RIETE . SLPI & Se7EIR BRI 4> Wi
BEAM, ERRBEREBE L RAR . PR, B
S Z R S 3. i T SLPI B4 8K A
EAR, EHit F EEHLRTHRIEER.

KEBEWFR BN SLPI B GR G P R IEEEE
H,SLPI REBE XL th N R WA N SR E g
TR R AE A SR BRI, BN SLPT B DA
FE{K TGF-B M1 NF-« B B9 1% HE WA 48 5 17
MTTE 5 O B B89, 3 — = 7E SAE S 07 F0 40 1 /%
Qe B O AP U SC, SLPT B RS
BB A PR IEEZIEA, QGG , PR
R E QB RE S U I R,
LHAe, EOBAEEAMHEFEENLERE
O A MEEREERRY, 7 SLPI ks
ARG OQEHBIER, RIERNME, EAME
TETEEIR , AR UTREER S, SLPI 7E 8GR b

EXAERENENL., THREHBETREE
BEER, ARARETREELSS506GBENFER
#22Z — ,SLPI £ dMSCs H 7%ik A K ZEfb XF FIA IR
dMSCs Z 58I E M FILRIAEEE L.

HAMWPEBOE S EE T8 L FE
s 5SHSMEEY, RITWFFR K IR, SLPI REH
{23 AMSCs B35, KWK ERSAERKETFR
HEVE R QYR EEAML, BEE MR N, dMSCs ¥ 58 B
B,

4R, SLPI ZEZ AR PR T ERN {24
YT IEAE BV A E R, AfT&RBE SLPI 7
ERAE R RET R, W AfTRBL SLPI
M OTE A, PRI P2 R R B e o 40 i P
FikTHE , SLPI BE{EBE TG M 18 &4 T 3 1 T 40
BUSMTE , 3+ HL A il 4T 4 40 PR I i AE <
TFHF=HEBY, ZEHBFRERN SLPL BB TFEN
AR T F2 B9 DNA & B, P i . X ee R4 o
R G FR—Fs,

s R R 40 A KT R A 407, A7
#EW dMSCs &7 SLPI % £ %1 B 4310 135 53 I 4 i
HF Rz, A0 5 4 E T 3L R A
BT THARE ZNARE FREME, BiFTH
JRIEH 5L, €l )E , Bk B3, 40
FasEF AR, SLPI A KT APLE B i A E
# ,SLPI (R A ELAGE BE , B & 2 R HEAE
LR BRI ThRE XS ER A 1 T — 058
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L AURG; (2) wTaE#E T PRR R A Bt (40 TNF-
o ) HIFIEIEME NF-k B HIBIE . ALKEER
B BN BB AWM S NF-x B B9305% , 7T 8% ATP
R 0 308 T L OB 7 4 5 A DR BELIT o X 3RS TR AT
LB REE i ATP S 5 8 18 T CE e sl 4
Wil NF-x B #76. AVEMTTRE 5 ATP SR
WIE R R BRTIRE, WAOEARE (HE2
NF-k B (8G9 EBEHE ) 7=, S al s
NF- k B BIE A %

AL & AL B AT BB I8 O R A ATP s
PRI 8 E R A A NF- « B 9305, BEmmE
O JULBR I -0 4R , 3X AT BB TR 380 LB B (4
—AMERPLE . 18 B AT E A9 O LRI VE FYLEH
AR, H5 ATP Sk a8 A K& ATP Uk
HEFEIE 5 NF-« B MXRB HFTH—HHIT,

(RRALAEL, TREMKFWE S = EERRAM)
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