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[(HE] BH g EH R/ HR A K G 2otk 4k (titanium modified by ultrasonic acid etching/anodic
oxidation, UAT) fiZE N Bt AN E /M A (endothelial progenitor cells-exosome, EPCs-exo) J&i, XT /I [ e 5 4 g
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EPCs 2% IR &30 exo, I8 Western blot £l CD9, CD81 #4745 . R B BR T AN BHAR A AL T %) 3D #T
ENFAR 28 0k AT B etk il 45 UAT, B BB s MR SR TETE S 4% UAT 4300 8 TR R B
(100, 200 ng/mL) EPCs-exo I H1, K JT] BCA BEA I HAK SR ff K2 B it EPCs-exo fEJT . SAJT, #5 UAT BT & A
[F] ¥ &£ EPCs-exo (0. 100, 200 ng/mL) ) DMEM }5 524, 71555 3 f{ ADSCs &5 155%, #4# UAT-ADSCs-exo, il
SO IR A W B A TR A | TR /BT L e €5 . A MBS S A I, PP AE AR A M s ALP Ju i Jep e e a,
RT-PCR H:ill 8 #H e F R B 45 &K (osteocalcin, OCN) , RUNT #5&3E[A 2 (RUNT-related transcription factor 2,
Runx2) . ALP, T #EJFZE  (collagen type 1, COL-1) FUE I A AH X HE R VEGF, izt Y (@ Uil i (OCN)
K B4 (VEGE) MR (1 %1k, P 13k EPCs-exo AY UAT X ADSCs AUH .« AR I3 4316 fif 1 A R i
SR PAMAEWNEORNEE UAT RIETEN T MK 2R E S 454 ; UAT 48 h NHEWR Y 77% EPCs-exo, 1Mk
MHTE UAT Y EPCs-exo 7E 8 d PN SERAE RO, 200 ng/mL 2H W Bk K Bt B AL T 100 ng/mL 41, 22 5+45
AEHITFE L (P<0.05) o APHAEMKNR, B65575 & HAERK R, i 200 ng/mL 8T HALL,
R SE S H R, A e bR, I 4B B A RS T 2 T A2 (P<0.05) o ADSCs MU AR I 3 RE TR U 7R
HHARPIA ER, 200 ng/mL 41 ADSCs ) ALP 35PE R0 (L AR Ty 50, AR AT I A5 2L OCN., Runx2, COL-1,
ALP il VEGF KA, OCN # VEGF HHIME R, 22578 51148 (P<0.05) . £5if  EPCs-exo BEA AL
fEi#E UAT R1H ADSCs [UZEFT . 39586 S s . BN 434k, FHuk B 200 ng/mL B CR & B 3%
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[ Abstract] Objective To investigate the effects of titanium modified by ultrasonic acid etching/anodic oxidation
(UAT) loaded with endothelial progenitor cells-exosome (EPCs-exo) on proliferation and osteogenic and angiogenic
differentiations of adipose-derived stem cells (ADSCs). Methods The adipose tissue and bone marrow of 10 Sprague
Dawley rats were harvested. Then the ADSCs and EPCs were isolated and cultured by collagenase digestion method and
density gradient centrifugation method, respectively, and identified by flow cytometry. Exo was extracted from the 3rd to
5th generation EPCs using extraction kit, and CD9 and CD81 were detected by Western blot for identification. The three-
dimensional printed titanium was modified by ultrasonic acid etching and anodic oxidation to prepare the UAT. The
surface characteristics of UAT before and after modification was observed by scanning electron microscopy; UAT was

placed in EPCs-exo solutions of different concentrations (100, 200 ng/mL), and the in vitro absorption and release
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capacity of EPCs-exo was detected by BCA method. Then, UAT was placed in DMEM medium containing different
concentrations of EPCs-exo (0, 100, 200 ng/mL), and co-cultured with the 3rd generation ADSCs to construct UAT-
ADSCs-exo. Cell morphology by laser confocal microscopy, live/dead cell staining, and cell proliferation were observed to
evaluate biocompatibility; alkaline phosphatase (ALP) staining and alizarin red staining, RT-PCR detection of
osteogenesis-related genes [osteocalcin (OCN), RUNT-related transcription factor 2 (Runx2), ALP, collagen type 1 (COL-
1)] and angiogenesis-related gene [vascular endothelial growth factor (VEGF)], immunofluorescence staining for
osteogenesis (OCN)- and angiogenesis (VEGF)-related protein expression were detected to evaluate the effect on the
osteogenic and angiogenic differentiation ability of ADSCs. Results  Scanning electron microscopy showed that micro-
nano multilevel composite structures were formed on the surface of UAT. About 77% EPCs-exo was absorbed by UAT
within 48 hours, while EPCs-exo absorbed on the surface of UAT showed continuous and stable release within 8 days. The
absorption and release amount of 200 ng/mL group were significantly higher than those of 100 ng/mL group (P<0.05).
Biocompatibility test showed that the cells in all concentration groups grew well after culture, and the 200 ng/mL group
was better than the other groups, with fully spread cells and abundant pseudopodia, and the cell count and cell activity
were significantly higher than those in the other groups (P<0.05). Compared with the other groups, 200 ng/mL group
showed enhanced ALP activity and mineralization ability, increased expressions of osteogenic and angiogenic genes
(OCN, Runx2, COL-1, ALP, and VEGF), as well as increased expressions of OCN and VEGF proteins, with significant
differences (P<0.05). Conclusion EPCs-exo can effectively promote the adhesion, proliferation, and osteogenic and

angiogenic differentiation of ADSCs on UAT surface, the effect is the most significant when the concentration is 200

ng/mL.
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(endothelial progenitor cells-exo, EPCs-exo) AJfi¢ i/
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1.1 Xz 5FEiLH UEE

6 ~ 8 JEIIEHEM: SD KRR 10 H, fRFi 4y 250 g,
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DMEM, FBS, JRE A, FHR . HHEER.
[ BRI (GIBCO A wl, L[ 5 N s
3 (endothelial cell medium, ECM; Science 2\ H],
FE); M199 (Therm A H), £H) ; Percoll kL
A0 fifd 53 B WK (General Electric A A, 3¢ ) ; exo 2
Bud & (KiERCHEMEARGRATE) ; BCA R
Ha R & ALP IR & (LR s RAEYH AR
AIRAFD 5 A 8050 & 8 (cell counting kit
8, CCK-8; WM LAY TERAMRAR); H
i PEBLR CD29, CDY0. CD34, CD133 (Abcam /2
Al R TE/ACA A g a0 & (AR AR
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WK (AL 2 E R A RAF]) ;5 RNA $2HUL
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) ; SEAFOkE R PCR X, CO. K544 (Thermo
o], B .
1.2 ADSCs iEHREE

KT SFHEG FEE AR SE 10 HKE, 43 25 1 e
e B 52 ) BRI R 0 4L 48, G R T 4l 8RR 2 £
19 0.1% 1 BRI JEREE, 37°C T4k 60 min, 200 H i K
1 E;  PL1200xg #5.0 10 min; # [2%, DMEM
BN, BT 37°C. 5%CO, ¥ IR AR IR IFML10
B 3 48 ADSCs, 2 11 i 7 4 1) i 4 A2 vk
E A A % o 5%10° 4~ /mL. X 200 pL 21 iR
JA 5 uL CD29. 2 uL CD90 ik, MO &
30 min, SISO 40 2R R TR e 1k
1.3 EPCs-exo REUNEE

B 1.2 A FE R FR IR B A E, D-Hank R &
Tk B I ORI B BE, LA 1500xg B0 5 min,
M199 FRAHME, A SEARFE Percoll Itk L 40 A 432
W, LA 1500%g B0 15 ming WP ) P 2 2R 4%
HHME, VR AN EE R 1x10° A4N/L, $ER T ECM
IR, BT 37°C. 5%CO, ¥ F: 48 1 35 01 1%
o B 3 18 EPCs, R FHU =4 i {SUA I CD34.
CD133 ik,

B 3 ~ 5 48 EPCs 428X exo, PBS i VEAIMIG
AT M T R S5 5 9% 48 he WOAEANMD WK, 4°C
Ph 3000xg B§.0> 20 min; ZBRAAMIAGE -, B LT
W R O T, A 172 KR exo $2HL
WAL RS, 4CHFF KR, BURE.OE, T 4°C L
10 000xg #5.> 60 min; FF F¥&, JCOI PBS &, 3K
15 EPCs-exo0., B EPCs-exo 1T Western blot ;i
CD9. CD81 #£ik,

14 UAT #I&RWE

1.4.1 UAT #%& HURSREZARTEIR A 3D TEH;
Al fak A", R BT mZAE R (2% SRR
% 1.8% EEFRIEA ) 5 mino, BHER TS AOEK F1E R
BHAR . B0 R VR R BAAR, Witk LATRTEE 40 mm ‘& %
0.25% SR . 2% 5B F /KM £ BV WA T PR
AL, BEIPEFEAR S R ARSI AR
N 15V HE B, SRR 1hY; R4S UAT.
1.4.2 Mam3s4x (D UAT F1F: FAHHE T W
238 7 TR iy R BH AR R Ak T 1 SO T S R SR T
Iz

@ UAT RSN B ARSI EPCs-exo fig 1A -
K FH PBS %W il £ AN W] W< B (100, 200 ng/mL)

EPCs-exo VAWK, KRG HUE UAT, T 2. 4.8, 12, 24,

48 h Kl BCA KA T 1 EPCs-exo 1, TEMY
UAT "t EPCs-exo E 17
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¥ R CE 48 h W[ EPCs-exo MY
UAT & T 24 fLAH, A 200 uL PBS &, T 0.
2.4, 6.8 d IEEEFEWIT 4 200 pL B PBS %
W, R H BCA 1Lk I 4% B ] 55 4% 552 W EPCs-
exo &, THA ZRUEE (%), PE UAT Bk
EPCs-exo AEJT.
1.5 UAT-ADSCs-exo #7& K Wil
1.5.1 UAT-ADSCs-exo ##& ¥ UAT BT 24 1L
e, A3l A 1 mL &N [EHEE EPCs-exo (0,
100, 200 ng/mL) ) DMEM 85, T 37°C.
5%CO, & FE 48 h, i EPCs-exo W [T
UAT #ifiJa, ¥ HL 20 24 JLRN, &1L 14,
B ADSCs #8425 5 )y 2x10" 4~/mL, # fRAAL
1 mL K40 2 UAT %18, TR E S5
UAT-ADSCs-exo, F-7AH Mz I [i] s 254 7 e S N
1.5.2 ZAdpiasiien O MESnE. 24
Big% 7 d, £ HBGRArFE 5L PBS Wk . 22 3 P [
%€ 15 min, & 0.5%Triton X-100 ¢ PBS iAW & i
BERALFE 10 min, FITC fnicd R KR Z R YA
20 min, Hoechst 33258 5 %% 15 min, #{OGIE R M T
e T AN IIE A4S

@ I FCA Y R . BARFE 7 d, £41E
AR PBS YE RS, He IS /A0 40 i e 35
VLHA A AC ) TAEROT I AFLAR F, Z IR E 30 min,
WOLIL R AR BT T ARG /FEA0 IG Dl, Rfa ok
TR ANME . LSO RICANNE . REAFESLER 5 A4
PREF, FH Image J - RO A

@ AR . EAEE 1.3.5.7d, 541
A 10%CCK-8 M & 2 h, fii B B br {0
450 nm PR AR (A) 1H.
1.5.3 ADSCs s /H A=t fe & &k A7 9L (D ALP 4t
ORPERAYA: HEHETR7d, 54 4% ZRTE
% 2 min, A ALP 3038 57 %5 iR ke OL T &
15 min, WAL AL, SR AR 7. 14 d i)
Fie ALP 350 G Ui ] 15454, Rl 4i i ALP 35 1.
BERF 21 d s Ra g, H 10% &k 75k
FEMERE VA R IS BEAR O 2 562 nm P AL A {H,
AL UBE T o A AL 3 FLIEAT LU0 .

Q@ BB K I A8 AR G SE R R . A R AR
14 d, ] RNA 48 B0 & 42 B g & RNA, W&
R, P SR &5 RT-PCR AR Gt 5%
S5 2 R RN, 4 BT BUE AE OGN B A R
(osteocalcin, OCN) . RUNT Hi5¢HE K 2 (RUNT-
related transcription factor 2, Runx2) , ALP, I HJi
JiidE H (collagen type 1, COL-1) F1A L& AH e FE A
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VEGF ik, RNAKZRN 20 L. ] B-actin 1
JZF I, R 27 TR B RS A A X
Fikht, HEETIYITFHLE 1,

@ BB S AE A G IR . A RER 144,
PBS FIZ R HI A PR LS, i A OCN (1 : 100) .
VEGF (1 : 100) —#iBFF % ; PBS Yek—4t, fn
AAHRE ZHROEGL 5 1 h, DAPI 4%, 15 min, 0%
R A BB IIER, Actin YL 241 (%, OCN, VEGF
e R o, YR 0, Image | BAFXT2E
JEoR AT T
1.6 HitEFE

K H] SPSS23.0 et B/ it AT o o Bl A3y
BEbrifE 22 HoR, A SR B 7 2200,
PR LLACR AT LSD K, R 357K #E a=0.05.

2 #R

2.1 A5 exo £F

I 22X A SO N 5% 75 1) R 40 i 4 ) v 8 3k
ADSCs Fric#¥ CD29. CD90 L M EPCs #ric ¥
CD34, CD133, 54 ADSCs. EPCs F It B4,
HaEE R E (K 1a.b) . Western blot #{ilj 75 EPCs-
exo F A [ CD9. CD81 &k fHM: %k (A 1¢),
FW 53 BRI 0 L ETTEY R exo.
2.2 UAT il
2.2.1 UAT &A4E  FAFHBEGIIES, st moke &
T AN, R WK LB . O S A i 2 T mT
WP G22I B3, TE 2818 IS5 UTE 43 A
PSR GG, IR SSRGS & 10
JEA BHAE A 70 ~ 80 nm B 44 K Tk 58 A 1 Ak, 2%
AR G548 22 0] A7 5 22 AH B B2 I AR LR . AL
K 2.
2.2.2 UAT KRB B F2 B 3 EPCs-exo #&
UAT 7 48 h INREW [t 24 77% EPCs-exo, i W ffF £
UAT R i) EPCs-exo 7 8 d N 2 I iE L fa B
T o R A ) W B e R ORI LR, 22 573
HGFmE L (P<0.05) , WK 3,
2.3 UAT-ADSCs-exo ¥l
2.3.1 Agprsidn O MEESNE. B4
Rz dE, BOCHHRERME T W &4
ADSCs 7E UAT KA K R4, Hd, 0 ng/mL 21
#1100 ng/mLZH Al AT AR, 224D JE AR X 48
b5 200 ng/mLA AR 20T, SEeiE, Sk
R BREAMARK, H ST E. T35 224 h
SR, ULE 4,

@ WA RENEE . ek 745, M
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Tab.1 Primer sequences of genes (5'—3’)

#H 5195751

Gene Primer sequence

OCN [-Jif CAGACAAGTCCCACACAGCA
Forward

T CCAGCAGAGTGAGCAGAGAG
Reverse

Runx2 i ATCATTCAGTGACACCACCA
Forward
T GTAGGGGCTAAAGGCAAAAG
Reverse

ALP FJi# ATGCTCAGGACAGGATCAAA
Forward
T CGGGACATAAGCGAGTTTCT
Reverse

COL-1 i AGCTCGATACACAATGGCCT
Forward
N CCTATGACTTCTGCGTCTGG
Reverse

VEGF i CTACCTCCACCATGCCAAGT
Forward
T CTCGATTGGATGGCAGTAGC
Reverse

B-actin ¥ CCTCTATGACAACACAGT
Forward
Tiif AGCCACCAATCCACACAG
Reverse

TR A A T LA 4] ADSCs ¥ 7E UAT £ A=
KR, KRWHIBLAYRIEHM. 0 ng/mL 4 .
100 ng/mL #1 . 200 ng/mL 4 7% 40 ME &5 5= 43 o0l Ky
(85.33+£2.51) ., (138.65+2.52) . (178.02+2.64) />,
gl 2= A TR L (P<0.05) . WL 5,

) 4 Jie 1 FE A I« Bl S SR A R ARG, &4

ADSCs i PEZ W . B53R0T 3 d A 41400 A {H
ZR TG #7 X (P>0.05) ; 5d J7 200 ng/mL 41
WEETHRA, ZRAGRITFE L (P<0.05) . U
Kl 6.
2.3.2 ADSCs s #o s % 48 A 4w (D ALP 4t
o e pE R 4T ge . i EPCs-exo ¥ E T, ADSCs
HUERE S Z Wi, 200 ng/mL 41 ALP YL (0 I &
o1 Yo it R A A PO 2H B 4 (181 7)

FE T4 R WoR, &I [E] 5L 200 ng/mL 4
ADSCs ) ALP 1G¥EFI- L RE 1 34 & T H A w4,
100 ng/mL 21 F 0 ng/mL 4, ZFIHGHE I
X (P<0.05) , WL 2.

Q@ BUH B A ARSI . A 15 14d
Ji, 5 0ng/mL ZAHLE, 100 ng/mL ZH 71 200 ng/mL
20 OCN, Runx2, COL-1, ALP Fll VEGF J&[H A
Haag, ol 200 ng/mL 21 WA ., 406 i 2 R
IR Gt L (P<0.05) . LA 8.

@ BB K A R . B AR
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0.37% 0.64% 0.48%
100 d 100 . . o o
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CD90-FITC (GRN-B-HLog) (2) CD133-FITC (GRN-B-HLog) (b) ©

1 5 exo £F a MM ARLZE ADSCs; b. fizU4HI AR L E EPCs; c. Western blot 4:ill] EPCs-exo
Fig.1 Identification of cells and exo a. Identification of ADSCs by flow cytometry; b. Identification of EPCs by flow cytometry;
c. Identification of EPCs-exo by Western blot

100 nm
iy kil

100 um*

2 FERBENE UAT WAEELIHIEOR 40, 100, 20k, 100 k15 a. SPERT; b. 2etE)E
Fig.2 Scanning electron microscopy observation of UAT  The magnification from left to right for 40, 100, 20 k, and 100 k, respectively a.

Before modification; b. After modification

200 I _¢—100 ng/mL 41 100 I ¢ 100 ng/mL 41

—=—200 ng/mL 4 -#- 200 ng/mL 41
150 | =
_ =
[=19) ~
Gl ¥

7@ 100 | = 50 f
= &
50 f Bk
0 8 16 24 32 40 48 0 2 4 6 8
ifI] (h) Mf1E] (d)

B3 UAT 5N FIRE AL EPCs-exo BE 146U
Fig.3 The ability of UAT to absorb and release EPCs-exo in vitro

14 d, BEH RSN, ADSCs H' OCN #1 VEGF #E % 3 it
KB, 200 ng/mL 4 F kK F T H A

4, 1A B 2E S A Gt B (P<0.05) o L exo & H 40 i 7 IR O AR K G AR A, G0
K9 k%3, HAM . RNA 2R AW R R, A 340
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50 um 50 um

a.0ng/mL Z1; b. 100 ng/mL #41; c.200 ng/mL 21

Fig.4 Observation of cell morphology by laser confocal microscope at 7 days after co-culture (x100) a. 0 ng/mL group; b. 100 ng/mL

group; c. 200 ng/mL group

5 EEERF7IHAARERRIEUREMAFRERL (x40)

a.0ng/mL#4; b.100 ng/mL #; c.200 ng/mL 4

Fig.5 Observation of cell viability by laser confocal microscope at 7 days after co-culture (x40) a. 0 ng/mL group; b. 100 ng/mL group;

c. 200 ng/mL group

)38 TR e UE DR 2 AT RE”, S A TR
BB S BRI T B, A BRI BB E R,
Geng %" miR-21 44K JBe 2 171 3% 28 24 R Ab PR A
FEUT, R OB AE A s R S I 4 i ) b R R
Zhai %" B2 NG5S 10, 15 d MSCs [ exo, &
M FEfE #E MSCs BUE 531, ¥4k % 3D 4TER
SRR AR SR AR B B AL, R B G IR A 45
BT LA TE . LA LA GT R exo HAT [R] A2
AR AR E B R A PR o AR BiF 5 X 1R 2
exo [ UAT AWM PESAT TN, 455R 8R, B
G 153%)5 5 0 ng/mL ZHAHLY, 200 ng/mL 24 UAT %
[l A=K ADSCs fifi B i 753 1h /LA ML gL 5
Fl CCK-8 KM £5 /R b %5 exo MR MMS i, UAT
I ADSCs MTE PSR 5 R W] exo 5tk LA M
P v A ML 1, AR 4 B B RN

ALP J& BB A0 5 WA 1 — R, LRI MR
PEAVER B ML — A E SR, BrE e
BCH AR AT I A M AP T, 2 SR Ak ik, AR
597", Runx2 J& W 4 fbad B2 v ) 51 24 S
. OCN 7EH A R Ay dik e K™ AT

—e— 0 ng/mL 4
—&— 100 ng/mL 21
3 | — 200ng/mL#

] (d)

6 HHEMAEKHLZ
Fig.6 Cell growth curve of each group

B9k UAT-ADSCs-exo MY BUHBCR, ARBFFEHEAT T
ALP {EPEFIA B fLBE IR, Z5 R exo figfi
i# ADSCs 7E UAT KM H 771k RT-PCR 4%

W RBEE exo W EERE N, MUH A I OCN,
Runx2, ALP, COL-1 ikt i & m, HA WA
HAREIE. FROTINH UAT BY98 K Z1L45 HI REAR i#F
ADSCs W4k, MiA exo J& LB 200 B 3% #2
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7 BREEREF7IALPLBEM 2 JEZILEUE (x40)

ALP YLff; b PEZELT YL

10 pm 10 pym

WNZE B AN 0 ng/mL #H | 100 ng/mL £H . 200 ng/mL 41 a.

Fig.7 ALP staining at 7 days after co-culture and alizarin red staining at 21 days after co-culture (x40) From left to right for 0 ng/mL

group, 100 ng/mL group, and 200 ng/mL group, respectively ~a. ALP staining; b. Alizarin red staining

4 == 0 ng/mL 4
100 ng/mL 1 1
= 200 ng/mL 41 s

[\S} w
T

mRNA FIX} ik hr

OCN Runx2  COL-1 ALP VEGF

8 EAHEF 14 dRT-PCR MM B KA MEHXEERIA
Fig.8 The expression of osteogenesis- and angiogenesis-related
genes by RT-PCR at 14 days after co-culture

155, X HES exo BB R U751 A A 6.

I A AR AR R DGR, ISR MU 7T DAk
BREYE. AKKET . 0B AES, EERBR
W, M TFHLBE", exo LB HANEHEA
5T . mRNA. 5/N RNA X I 4858 A= GO 5 3447
T, MIGERE A A A, S PR RN 35 . Jia
5T 478 EPCs-exo BB 35 N2 1l AT BT B 2%
Mo SR exo EEHRER M E T UAT R MIFIREE
fEE W, XHIMAT A E S HE . Zhai & BB
FH exo FI AR AT MR B ZEER A 43 20 1, IF
BB A B A B . FRATH BCA IR & P4l T
UAT X exo B MEFNBERCNE B, 452K Bondy 77%
exo TE 48 h NHEW I, HREC LG5 —2L, 534
X AT HE 5 BB A 7R B R T AR B 40 K G LB
A, R B MR ERE, AT LS I Rk R

R, SRR, A1) 8 5T Y R AR
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R2 BEMM ALP FERT KEILE (n=3, X&)
Tab.2 Comparison of ALP activity and mineralization ability

between groups (n=3, X+s)

o Aﬁ}’ itk B IkAES
Group activity Mi.n.era.lization
7d 14d ability
0 ng/mL 0.183+0.005"  0.301%0.003" 0.234+0.004"
100 ng/mL  0.213%0.006°  0.3310.003" 0.392:£0.003"
200ng/mL  0.353£0.004  0.432+0.004"" 0.467+0.005"
gitHA F=1060.770 F=1412.912 F=2857.284
Statistic P<0.001 P<0.001 P<0.001

"5 0 ng/mL £ He#E P<0.05, *55 100 ng/mL £H HLAE P<0.05
‘Compared with 0 ng/mL group, P<0.05; "compared with
100 ng/mL group, P<0.05

®3 BAWEMBBINBELR (n=3, ¥ts)
Tab.3 Comparison of immunofluorescence intensity between

groups (n=3, Xx=s)

251

ey OCN VEGEF

0 ng/mL 94.880+0.456" 86.837+1.062"
100 ng/mL 104.990£0.235" 97.493+0.755"
200 ng/mL 144.780+0.310 121.750+0.384
SZiHE F=17 412.286 F=1560.544
Statistic P<0.001 P<0.001

"5 0 ng/mL 241 FL#E P<0.05, *55 100 ng/mL £H HL4F P<0.05
"Compared with 0 ng/mL group, P<0.05; “compared with
100 ng/mL group, P<0.05
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B9 SE&EF MdBJERRRARENR (WABREx100) NEFEHIKAA Actin G, OCN/VEGF Rt IR, =&
HIEGE A EZETKICN 0 ng/mL 41, 100 ng/mL 41, 200 ng/mL 4] a. OCN; b. VEGF
Fig.9 Immunofluorescence staining at 14 days after co-culture (Fluorescence microscopex100)

OCN/VEGF staining, nucleus staining, and merge image, respectively From top to bottom for 0 ng/mL group, 100 ng/mL group, 200 ng/mL

From left to right for Actin staining,

group, respectively a. OCN; b. VEGF
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