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RSN FINE P75 HEEXREHZMHEKE
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[#HE] BBy HRUU P75 #1408 FRE M 32K (p75 neurotrophin receptor, P75NTR) BA NGF i ik Xt
B, BMSCs H9%5 7 PR N A 45 5 5 (demineralized bone matrix, DBM ) ¥ B 41 21 T FB S B e F1 19 5%
W, FiE GEATNGEESNESLEESE SD KR BMSCs Hf1E4. BUH 3 X BMSCs, 433 8w #EA- F 008K P75NTR 3
K (B 4H) . NGF i ek (C4H) | iL8k P75NTR Fl NGF 1t F2iA RUE R (D ) 554, LA YL 4 AR 4 BE (A
41) . ¥Ye 7 d JFPOE BB H S SO IRk AT & 8 A TN AL Y I AL 8 d ALY TR
;5 Western blot £l 441 P75NTR Al NGF 2 3Rk 5 A 22 W U5 A4 4% fo 52 3 I WLE DU ER P75NTR i
NGF i ik WIE R YL J5 BMSCs 5 DBM MY ZEBHE O K L3 4 4155545 BMSCs 4351 5 DBM L85 37 il 4 4 21
TS, AT 8 Al SD KR MM THEE F A MG HA (n=6) , RJ5 4. 8 JA4T HE J¢fa, RJ5 8 i ALP
Yo WESAG A5 IR I, LS 92 it PCR A A AHOC KL Runt AHOCH: 5K 1 2 (Runt-related transcription
factor 2, Runx2) . ALP fI'H¥5% (osteocalcin, OCN) ik, R #Ye 7d A AR WDOHEERIE, BHRAOIGER
ik, CHEZOIOLRE, DARAGERE GHNFE; HWIEFEGNFIERATIE 70% 24 Western blot £l
7N, A, C 4l P75NTR AN £k B EH T B.D 4], C. D4I NGF EAMME R EREST A BA, 257
Foil22E X (P<0.05) o KBTS, -4l A0fu s TG PEYS LT, Hp D 4 BRI, 3~ 8 d 4G PER B &
T A4 (P<0.05) . 8] EH1 2= WAEE AT B BELEER, BMSCs fiE 5 DBM JE W RLAF B0 . B T Sl 56,
HE J R ARG 4, 8 J8, DALLHA 3 HAEZ N FHLUE M. ALP Je(f/R D 4 ALP MG, A BIFNRCE %
ko SNTEGE B PCRIGEMIR, 5 A 414, D 41 Runx2. ALP, OCN mRNA HHX £ k& BT, 25 9ES
T L (P<0.05) o 4518 DUER P7SNTR B G NGF i ik SUE R AL UL BMSCs & & DBM W44 TR A HA
BI04 S0 B RE T, 38R 1 NGF (97K, S6H] P7SNTR YR T, AT DLHE S 4 S 1, 4 e B 4 12
HHAEA
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Lentivirus-mediated silencing of P75 neurotrophin receptor combined with nerve
growth factor overexpression and transfection of bone marrow mesenchymal stem cells
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[ Abstract] Objective To investigate the effects of silencing P75 neurotrophin receptor (P75NTR) and nerve
growth factor (NGF) overexpression on the proliferative activity and ectopic osteogenesis ability of bone marrow mesen-
chymal stem cells (BMSCs) combined with demineralized bone matrix for heterotopic osteogenesis. Methods BMSCs of

Sprague Dawley (SD) rats were cultured and passaged by adherent isolation method. The third generation BMSCs were
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transfected with lentivirus mediated P75NTR gene silencing (group B), NGF overexpression gene (group C), P75NTR
silencing and NGF overexpression double genes (group D), respectively, and untransfected cells as control (group A).
After 7 days of transfection, the expression of fluorescent protein of the target gene was observed by fluorescence
microscope; cell counting kit 8 method was used to detect the cells activity for 8 days after transfection; the expressions of
P75NTR and NGF proteins in each group were detected by Western blot. The adhesion of BMSCs to demineralized bone
matrix (DBM) was observed by inverted phase contrast microscope and scanning electron microscope after transfection of
p75NTR silencing and NGF overexpression double genes. After transfection, BMSCs and DBM were co-cultured to
prepare 4 groups of tissue engineered bone, which were respectively placed in the dorsal subcutaneous tissue of 8-week-old
SD rats to construct subcutaneous ectopic osteogenesis model (n=6). HE staining was performed at 4 and 8 weeks after
operation. ALP staining was used to observe the formation of calcium nodules at 8 weeks after operation. The expressions
of Runt-related transcription factor 2 (Runx2), alkaline phosphatase (ALP), and osteocalcin (OCN) were detected by real-
time fluorescent quantitative PCR. Results At 7 days after transfection, there was no fluorescence expression in group A,
red fluorescence expression was seen in group B, green fluorescence expression in group C, and red-green compound
fluorescence expression in group D. The fluorescence expression rate of target gene was about 70%. Western blot detection
showed that the relative expression of P75NTR protein in groups A and C was significantly higher than that in groups B
and D, and the relative expression of NGF protein in groups C and D was significantly higher than that in groups A and B
(P<0.05). With the passage of time, the cell proliferation activity increased in all groups, especially in group D, which was
significantly higher than that in group A at 3-8 days (P<0.05). The results of inverted phase contrast microscope and
scanning electron microscope showed that BMSCs could adhere well to DBM. In the subcutaneous ectopic osteogenesis
experiment, HE staining showed that at 4 and 8 weeks after operation, the more bone tissue was formed in group D than
in the other 3 groups. ALP staining showed that group D had the highest ALP activity and better osteogenic expression.
Compared with group A, the relative expressions of Runx2, ALP, and OCN mRNAs in group D were significantly higher
than those in group A (P<0.05). Conclusion Silencing P75NTR and NGF overexpression double genes co-transfected
BMSCs with DBM to construct tissue engineered bone has good ectopic osteogenic ability. By increasing NGF level and

closing P75NTR apoptosis channel, it can not only improve cell activity, but also promote bone tissue regeneration.

[Key words] P75 neurotrophic protein receptor; nerve growth factor; bone marrow mesenchymal stem cells; cell

activity; decalcified bone matrix; ectopic osteogenesis; rat
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FEAFAY L U L W | JE S AR A 2 | R IR I LA B
HAYTHA AL B LU AR ARG A
HHA TR LRSS T EITAREIRITE,
RAFARhF AL 3 — s DR A e 8 D K vk
e R A SC 2R A R R A TR 3 D IEAREL
#. BMSCs AT Z sk AR IHRE T, & —Fh
R anpe" . W45 8 3 (demineralized
bone matrix, DBM) & —Fl & LAY H 2021 TR S48
ML, B —E g v B S R
R AT R A 4 B R R T
HHEZRER, NGF Ak g4 lifEH, e
HEraae",

P75 B 4 ¥ 37 % 1% K (P75 neurotrophin
receptor, P75NTR) J&—FAH X} 43 F it & 2 75%
10° ISR, J& T TNF ZR KRR 0, HA
TR EY R OIRE, BRI A G R T
W&k EH MG S S, NGF 51K% fdE 2z ik

BB AL, A LA OGH] P75NTR 48 i 08 73 i .
I, UUER P75NTR BEA NGF i 26 35 UKL [R5 Yy
BMSCs, it Al LI BMSCs 1145 1 A A i
@ sg . B, ASHF 5 E o8 # A T U
P75NTR Bk & NGF 1o 3k WU [H 4% 4L BMSCs, i
D20 e 1, If i —20 2 & DBM Mgt —Flupi i 4
LUTRE, KR HRA TR, TR 6
RIS AR

1 #REFEE

1.1 XWzhi R EEZiXF LEE

8 Jul#% SD KR 25 H, MEHEARR, /45 & (200+
10) g, HIEEAREE 2 Be SC g s rho 4 it

L-DMEM #5353 | FBS. # U Marker (GIBCO
owl, KD PBS, HHER R . B NG, RIPA 2
PR I R T G R R R ALY L
B ALP il & (AU R ERHA R AR 5 =
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Pt FITC bid (il AE TAEY TR A RAF) ;
UUER P75NTR 9% 724004 . NGF i ik 18 2 2k 4
(g5 YLEE N B B I A BRA W] ) 5 DBM
(3 mmx3 mmx2 mm; Wright A A, 3¢ ) ; BCA
FEOWERRE (LEESREYEARAGRA
F]); CDI14, CD29, CD34, CD44 il CD45 i z{—
P, Pt P75NTR HATERES IR | NGF i1k (Abcam
vH], B ; GAPDH, Bt S Ebric 1L
P/ 1gG (AL S A HARGRA ) ;
4 B i+ %07 & 8 (cell counting kit 8, CCK-8; [f]
28R, BA) ; BEHRE O ML AEY R
BIRATD) ; KEEEE., P2 (EEmR T A1k
BT A BRAT]) o —80°C VKA GREE/RAT) ;
SW-CJ-2F B & TAE G (IR i & A RA
A  THIRIEIRAN | A O AL VR i O L
(Thermo Scien-tific %], E£HE) ; W40,
MLDEL680 #IfiHR1Y (Bio-Rad 22w, M) 5 5] F
AH2E 4 (Olympus 24 F], JE[E) 5 JSM-6390A #Y
I BE JEOL A H], M) .
1.2 Ek P75NTR BES NGF i@ RizWE R LKA
FR BMSCs 3l
1.2.1 BMSCs3# 2 %® 1 H SD KRBT
B} 10% /KA HBE 1 mL BREESG , 5858 IBUH XU %
B, iR E LN BE RS 779 55 27 KB BMSCs IR %
o SMMIEEF#UEE X CD14, CD29. CD34,
CD44., CD45 i 40 M A % 2, I 3% 57 4l e oy
BMSCs. B 3 RN T LA T SEIRAst .
1.2.2 A B KR BMSCs % &k bml  BUH
31X BMSCs, FF4n s se 2 a4 B R 70% 2247 B 4
Jadl, A RAREYY, B 4 HULER P7SNTR %t
YL, C 4N NGF i R B, D Al
UUER P75NTR Al NGF i F A XUIE R e ] . #%8
MY Rk 50, AR 2.5 mL, B, C. D 39
TS B P8G50 uL, 48 h J5 E BB & L-DMEM £
FRRARELIE TR, W H R . 7 d J5250 BB ¢
H R 9 I FRA T L.
1.2.3 Western blot #- P75NTR #= NGF & & %1k
BMSCs [f] 1.2.2 Jriksr A Ab P, 189wt s 7 d
B RIPA 2L 241#%, 4°C L 12 000 r/min 5.0
30 min; HU VSR, #% 8 BCA £ 1 kil i
EH, RGLBIK . R FMWE; A
P75NTR, NGF —#T TAE# (1 : 1000) , 4°C F[A] it
s AR —Ht TAEH (1 : 8000) , UL GAPDH
NS LIS IS GAPDH I A 1) A
FRS R AT A
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1.2.4 CCK-8 &4 A& [ 4% 4 23 BMSCs 3 7875 4
# %  BMSCs [] 1.2.2 ik d it )5, T
37°C. 5%CO, [HIRIFF AL I . BREBAHMA
CCK-8 #55% 4 h J5, WHR{3M i 490 nm Zb 21 AL 5t
B (A E. BEeH 8 d, Zhlgnf A Kz,
1.3 ALATETHMRERMERIMEN
1.3.1 X F 4 4 BMSCs #7445 DBM &4 4k /P L2
HUES 3 4% BMSCs, BN 5k 1310”4~ /mL,
S0 1.2.2 hEE YA, DAUTER P75NTR A1 NGF i
PR XU L YL g il ;. JoiE 45 1F T HUE DBM, L-
DMEM i 3R )5 e 2 Dk g i s b, 45
FEWNIIE 3 DBM HH., 37°C . 5%CO, 18 15 544
UkSLRESE . 159 7 d U DBM, 15 AH 25 Wi w8
M FEFE DL ; DBM LA PBS J5 ¥k 2 i, TR
5E 4 h, PBS ik 30 min, £ ZFEARIKBLK 10 min,
60°C BtT 2 h, WEAHEME, 44 i B W5 AL (K
YL J5 BMSCs BIIESMEEMELL, LA2S 1 DBM AEH
Xif A
1.3.2 AR TARFMAE BMSCs % 1.2.2 k4
IPHEL 3 d I, WA LR TR MAR R I 5 M Ak 2L
Bigt 7d. 4095 DBM GBI @ 4L T,
FEH, A 4N AR Y BMSCs-DBM, B 41 AL
P75NTR HE[H %44 BMSCs-DBM, C 414 NGF 1%
K KL YL BMSCs-DBM, D ZH A1tk P75NTR Hl
NGF 1 3Rk B R % 4 BMSCs-DBM.,
1.3.3 WA T i aERAE 24 X SD
KBS AH, B 6 X, BIEEES 10% KA A
1 mL RIS, & 52, RAEMBA RN EE 3 #)5, U
TERZIR, BUESR A ~ D 44 T RS20 3B TR R
B TS, B H RN 2 NHSUT R, 4%
ARk, ARG RIS A oL 24
T A E AR
1.3.4 HE #&WR KJ5 4. 8 FKALH 3 LK
A TRE, HRAWEY A, #90 F 17 HE
Yooy, {58 A 22 BB U .
1.3.5 ALP &R WEHARNE 8 FH VI F,
P I8 ALP R & U 15, SR ol R A A s b AT
ALP L0, {5540 22 WAdBEES . ALP YL fHPER
IR R, BUATR, FRoREER TG .
1.3.6 S0 326 & PCR &M B A8 £ L B &k
R 8 A HEL 6 NHA TR, Ml T4
RIA IR, WS Z AR, PR 5
EWA SR, H R Trizol 2 B4 &
RNA, BfiJ5K RNA 5 5% 0 cDNA. 17808 HH 5%
FL A Runt #8565 5% [HF 2 (Runt-related transcri-
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ption factor 2, Runx2) . ALP 1§ 452 (osteocalcin,
OCN) £isfaill. SIMFFIILE 10 R A1
95°C. 10 min; 95°C. 10's, 60°C. 30s, 30 ME
PEAT RS b 2 o B AR U, SR 27 R
BRI Rk &

F1 ETMARAEE PCR EEESIWEFFIRT E~WKE

Tab.1 Primer sequence and product length of each gene in real-
time fluorescent quantitative PCR

B4
K (bp)
Product
length (bp)

it ACTTCGTCAGCGTCCTATC 147
Forward

Fiif ATCAGCGTCAACACCATC

Reverse

ALP F# CAGTGGTATTGTAGGTGCTGTGGT 181
Forward

T GACGGTGTCGTAGCCTTCTGG

Reverse

i TGAATGCGAGAAGGAGGAGT 81
Forward

T TGCTTGATGAAGACGAAGAGTT

Reverse

GAPDH [if CGGAGTCAACGGATTTGGTAT 256
Forward

Fif AGCCTTCTCCATGGTGGTGAAGA
Reverse

W 5 (5-3)

Gene  Primer sequence (5'—3')

Runx2

OCN

B; c. Group C; d. Group D

1 2 3 4 0.8

P75NTR | " s— 0.6

NGE | s D s S

0

®

S
[N}

P75NTRAIN FEik
(=]
S

B 2 Western blot #&MISRFFELE 7 d RE M P75NTR F1 NGF BB KX

#-20 P7SNTR AN IR o 244 NGF &E AR A&

Fig.2 The expressions of P75NTR and NGF proteins detected by Western blot at 7 days after lentivirus transfection

Bl1 BREEE7IEEREUR (RKAERMFTE100)

Fig.1 Observation on fluorescence expression of lentivirus transfection for 7 days (Fluorescence microscopex100)

o 1441

14 ZitZEHE

K H] SPSS20.0 et AT /0 br . Bl LAY
BEbRfE 25 R, A1) LR BRI R T 2 0,
PG LE R AT LSD A ; K7k i a=0.05.

2 #R

2.1 Bk P75NTR BXA NGF T RIENEEFER K
FR BMSCs 3l
2.1.1 AR # 3§ KK BMSCs % bk iktbm  FEYL
7 d 2OE B MBIE R, A HARIDOEHRE, BAE
POt RIE, CHRBLGOUINRIKN, D HIE L%
O E G962k, B, C.D AR, HK
FEH DI EFIRRITIE 70% o fi . WK 1.
2.1.2 Western blot ##] P75NTR #= NGF % & & &
LS 7d, A, C 41 P75NTR 5 AN 2655 5 i
EETB. DU, ZRAGIE N (P<0.05); A,
C #im M B.D #m25¥ TGt X (P>
0.05) . C.D 4l NGF & FHHX £k E B E ST AL
B4, ZRAL TR X (P<0.05); A, B4 K&
C. D d2 R Tgeit 2 L (P>0.05) . WL 2.
2.1.3 CCK-8 ixAa | A& 7 4% 4 #f BMSCs 3 78 7%
o e BEITRAERS , 2% 20 4 M3 GE T R 34 o,

aA4; b.B4; c.C4l; d. D4
a. Group A; b. Group

15 |
ik 7]
10 b
i
=
junng
% 05 b
z

[ .
A B C D A B C D
am ©® am - ©

a KK 1. A4 2. C4 3: B4 4. D4; b.

a. Electrophoretic map

1: Group A 2: Group C 3: Group B 4: Group D; b. Relative expression of P75NTR protein in each group; c. Relative expression of NGF

protein in each group
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Hh D ETHRAE, 3~8dEmTEHEET A
M, ZRAEGIFE L (P<0.05); B.C4l5~8d
MBS T A4, ZRAESIFE L (P<
0.05) . LI 3,

L5 e Aff]

—=— B4

C#

—— D4

1.0 <
=
<

05 |
0 2 4 6 8

Ma] (d)

3 CCK-8 &l B E % Lxt &8 BMSCs 1 E AR
Fig.3 Effect of gene transfection on proliferation of BMSCs in
each group detected by CCK-8 method

22 HAA/ATEBWHERERNIMEI
2.2.1 AU E 4% BMSCs #¥ 41 DBM #4498 9L 5%
{8 B A 22 B BT 578 BMSCs [l DBM
o P EMREMER, X A DBM, XU
K%L YL 2] DBM A UL 21 41 g JCHE ) 2R 45 7E DBM
THALBRIE], iz m ] EAHE S, DA 4,
222 HE F&ME AKJF 4, K410 L4k
L ZURN T 2 A S R HED , A 3 2 RAE 4 LR
I, EZRMRE AN, St 4 2R3 . B
Fuli, AT AL Z Y. 5 A B CAlLE, D4
AL A SR AL, AL B, C 4lH JCH B 2%
5o ARJE 8, A W B HLUE K, Hdh D
AU B AL 2 | W W, TSRS ; B.C
HAHE T A &7 W Z AL, SR
JiE A A 4 JRI B RO b . DL 5.
223 ALP &ML AR5 8 i, 4w WFif
TIRA—REE5TT, D AL 2R AR E, B, C

4 WEFEFEHL BMSCs i DBM HIESMIEE o I EARZE W MBI (x100) 5 b. 25 DBM AL EIVLET (x2000) 5 c. RUIEA AL

L4 DBM HHi L BENILE (x2 000)

Fig.4 In vitro observation of double genes transfected BMSCs implanted with DBM  a. Inverted phase contrast microscope observation

(x100); b. Scanning electron microscope observation of blank DBM (x2 000); c¢. Scanning electron microscope observation of DBM in double

gene transfection group (x2 000)

BE5 BHETHRMAE HERENE (BEBZEBHE100)

MWEZLAKKNAB.C. DA a RJF4; b.RF 8

Fig.5 HE staining observation of subcutaneous ectopic osteogenesis in each group (Inverted phase contrast microscopex100) From left to

right for groups A, B, C, and D, respectively ~a. At 4 weeks after operation; b. At 8 weeks after operation
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HERERG, A LB TRD BEEEG., £
W] D 4 ALP ik, A A RERIE. ILE 6.
2.2.4 FE¥EKRTF PCR AN R E A% LB A

5 A4 ILE, B. D 4 Runx2 mRNA FHXf 2654 &
WETHE, B, C. D 41 ALP mRNA X E A& %
T+, D 4 OCN mRNA X kit i & Fh i, 22
S G X (P<0.05) 5 HA S 4H H] i 4
F R AT R 22 BTG 8 L (P>0.05) .
LI 7,

3 itig

HAUT B Bh 2 B U T R i B Al (4 T
Feo I BT SRALME SRR TS, BRI
TAREBIRCEREST, Al Tl ARG Y78 b
HEFR AR R . BMSCs HA U+ 5 . IOkt I il
Z 1 Al S IEAEAR DL R s R ) A FREEHTRE T,
TE—E 2T AT LA R B 2 408 4, IR
i w2 s, HATEZ ] T RBEE AN
HEREAE . BENG YT A A TR S5 D5 Tl o T 4R SCHik
O, M N EIT e BB, e
ERER-ALCEIRZ S FONAINTORG REE: ) E:0R - Pi WSS RN
SHELL AT . NGF J2—Rh i WA R 228 3 T,
HA LA A SO BT i 5 AR, NGF i fie

T e

° 1443 «

HEMEE, EadrRilEFRMEn A, LR
WP IR, BEOR R AR Lt DT i
W ER™,

P75NTR il & HLUEE W RIMAE T, Bk,
P75NTR &Kt = BEA ] V0 A i A8 L i I 485 /0 408 o)
RIS B A, NI B 3 @ A Hak, BT
ANFLA R P7SNTR £k Fhm, nl i@t 2 &R
A . 2R LT 15 i D S ) AN L VR 2T iR
TEYAM IR 1 R 2F 4k 8 0 AR, BELAS B 3T i
A FRE, AT R, TE R AR
A4k P7SNTR b F—Flm kR, /3081 P75SNTR
SEPABAME", @R E F A P7TSNTR
Yt BMSCs MRS UE S SE i oE R, %
ik P75NTR Al 4| BMSCs i 401k, BA B
HFIVEF" . M, P75NTR 3 1ot 10 21 4 2 1 i
it FUB AR IS Y AR B, NI B B0 S-S VE L, 5
HHITALGAE ", P7SNTR KIEZAEHHHLE &
ZL5 P75NTR A R 4EAEJH A ¢, P75NTR i
NF-kB. JNK-p53-Bax M A £ 3 4538 A5 41 Ml
AT I, BE F P7SNTR A] L iz S0 40 i
FETZ, Ml P7SNTR 0] LA 08/ D Ani M T, 425
AR AT, A H R e R A

B SeiE 1 A DB P7SNTR JE

ol
el

Ee ®RARTRAMUME ALPLEUE (FHEHEZBHEX100)

Fig.6 ALP staining of subcutaneous ectopic osteogenesis in each group (Inverted phase contrast microscopex100)

B; c. Group C; d. Group D

a. AZl; bbB4; c.C4; d DA
a. Group A; b. Group

20 | 20 | 15 |
o 15 iz 1.5 i
| «ﬂ % 1.0 }
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3 £ o
y A 405t
g = o
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Ui ® 25 ® 215 ©

7 SEREEE PCRENEHM BIHXERRE

a. Runx2; b. ALP; c. OCN

Fig.7 The expression of osteogenesis related genes detected by real-time fluorescent quantitative PCR  a. Runx2; b. ALP; c. OCN
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K NGF i ik B[ | JT#R P75NTR 1 NGF i ik
WU R % Y BMSCs, 2¢J i 158 Fll Western blot %)
A T AR G H R BE R 9O BE AR B R
CCK—S TR A e F A MG PR AR A, SR WU R B

Yo ] b R A O G RE ) . ALP & —Fh i
FR&Y, T AP AR FhEE 2140 i v, i
A PSR AR AL, M RS AR Tk T AR PE DL B
VPN BREPE, B BCE AR g5, B Ak sk it
TEB R, B M . Al i HE

et fe ALP Je 0k B, WUHE PR e e 4 A Jmy AT B
ZHH AL RIIMESEEW IR )5, W e e

JeaE m PCR AR, X3 PR A Y 4] i A 56 3 A
Runx2. ALP I OCN mRNA HH X} 2255 ¥ 00 0 5
TREEYA . N IR R, KL 5 e oA FE
gl HLA R AL R RE
2z Bk, JUER P75NTR BEA NGF i #6535 W%

R LFE YL BMSCs A& DBM W& TS, BA
KPR SO RS RE T, 18 428 NGF 7K, 56k
P75NTR T8 E, AR LASE S 40 TE 1, iA fE
IR U . P75NTR FI NGF WU A {2
HE R YRR XS L BRI PR B S B B, ] LB AR
—FRIFE AT, AT maEEE, g
KA RCEVER, A E A ST AR T E B4Rt T
e IASN S SR A S

VEE TTHk: W ¥R f 7 1kt
B RA T AMAXERE; 7. RERT
FIIRN RER. RAK. fEHF. BEE AT EBYE
E & 3308

T #RIHZR: ﬁfr?éﬂ’?%)r 9, ERAMATALFEE LT R
HBEANZAR, REAZF IHEH YL ENEFFHR
A B R Gt AT B ARE

WA IR ] ;. A5 4 #i#fh[%%z}b#h%%ﬁ"iﬂ%%ﬁ
P (GLMC201805018) . FEshp e A % TiE 5
SYXK (#8) 2016-0002.
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