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Abstract

Objective: To study the effect of extracellular matrix material (ECM) on the activity of mouse macrophages after being decellulated
by physical and chemical binding. Methods: Mouse macrophages were identified by flow cytometry. The effect of extracellular
matrix extracts on the activity of macrophages was detected by Live/Dead staining. The effect of acellular extracellular matrix
materials on apoptosis of macrophages was examined by Annexin-V and PI double staining flow cytometry. Results: Live/Dead
staining showed that macrophages cultured with extracellular matrix material had good activity. Flow cytometry showed that
the apoptotic cells of macrophages cultured with extracellular matrix extract were not different from those in complete medium.
Conclusion: Acellular extracellular matrix material extract has no cytotoxicity to macrophages.
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2 ¥#l5735% Materials and methods

2.1 Rtk

SLELEEARi 72 RAW264.7 (IGET HREEEEYAT)
Sk DMEM ( gibco ) +10%FBS (PUZ ) T CO, Bt
FERRESR, dRlfd KL 80% AT BB R TR,

2.2 R 5K

dECM ( Fiignfigfbani s L ps bt ) B E SR DA kR
TR R BT ER AR BT IR OGE, SEEH
%, HRHE GB/T 16886.12 FEAZ R HIl & bRt T EHE
RG2S, HREU TN RAW264.7 41 It DMEM 55 42 1
It Hk. Live/Dead 4% & 1157 & (invitrogen, E[EH, 75
R37601) ; Annexin V-FITC/PI 5 Yt X B 41 if ) 1= 46 15X
Flgr (i, X, 175 P-CA-201) ; EIFRBUIEK 647-
CD68 (CST) ; PBSEERY 5%BSA,
23 FEMNEEH

BD FACS Canto Il iz 4fin;
POCRMEE;  (fEE Leica AF]) o
2.4 HRAEALE E MR RERICH L

B59% RAW264.7 AN ERLE TS 80% J5, 3T 175,
PBS &Pk 3 a0 OISR, A 37H 3%BSA (1 : 400)
TR CD68 HifA B B 41 4°CHOELIFE 30 55 207
FiE, 3%BSA HEEANM NI, DIUIEFERRAME N R
2.5 Live/Dead - fa5LL%

RAW264.7 41 I 15 2] 5% 77 % B J5 W & 40 e % A
100%dECM M EHZ BRI 58 48 77 Ak B am i s e &S
1x10° 4~ /mL, BIIIARFURAN 2mL, B57RRFE] 4 24h,
48h, 72h, FNAEEFRINAIG, INABLELS Live/Dead T/EHE
% 500ul, CO,BEFRFENIFE 1h G0 T iEs N
2.6 Annexin V. Pl IR NE T L6

RAW264.7 41 it 15 2] 55 77 % B2 J5 U 5 40 fe % A
100%dECM #HEHRE IR 78 43 77 55 B B AN R 5 i 42
1x10° /4~ /mL, S3BIIIANFLIA 2mL, 557RFA] % 24h,
FlABEFRATIAG, WA RIS EANE, iR AR s
fle—#ClCEE, 800rpm B0y 5 438, I PBS Feiskdnii—ix,
S0 A FE _EVE, 0 A 100ul 5 B Y 1xAnnexin V Binding

(£EBD AH) ;
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Buffer =241, 4OME# TIIA 2.5uL 1Y Annexin V-FITC
Guta gl 2.5u0 1 P Qv EEANREIIT. BFRR
EIRA G, ZIEROEIEE 15~20min, A 400ul FHFERY 1X
Annexin V Bindig Buffer 32 F4FTIRAIFEA, 7RI LA,
3R
31 RAAEALEEEMRERICY

7y TR RAW264.7 41 55 T 2% 15 B LA A S 14 1Y
FHIREY, AR TRCATIE AR CD68 Sk, anf&l
1 Jlr7, RAW264.7 21t 5% [ 2 15 CD68 LL 9] 4 99.6%. 4
R RAW264.7 4B TF & E AR RS WIRHIE o
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3.2 Live/Dead # & #&il dECM #1 #HE B4 3t B 1
4 B 1 B B i

AT BH % 0 dECM MR R E MY BT T B AT
M MR, AHF5 T T Live/Dead YLt fE BiEE T~
MggsE B Nl 2 R,  100% (SRS 7 I B 41 i S )
TRANIR A S O BRI S AR, AT IR
H OGRS, ARSI, ik 4iH T
7H, BEERAER, 5 DMEM Bkl e Ao A
RS —F. IFAT dECM MERSIR A RIF I EY
M, TR EEE,

24h 48h 72h

=
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& 2 dECM #HHREN 135 7= B 4R A0 IE 15 5% Live/Dead
FEER

3.3 Annexin V. Pl XE 7R X 405 R4 dECM #7
FHR B B I 40 AR T 15 R B 820
T HFFEI &0 dECM B BRI 21 i 4 i s 52 3



