EBIRERIKZZFR 2014,35(6) :23~28
Journal of Kunming Medical University

MR MEEEALARESUR | B JREH A X AL & 4 B R R AT P 3

T

CN 53 -1221/R

i 3, sk, Bt
(RHEHRKRFOREESRR, =8 %9  650031)

[(FEE] HY Ao RIREH I S )T BB % SD K BT S 1T RS el T B B g i)
BEHACR. ik B 10 AR 1~ 3 dSD ZLEU PR RRSSICE T B, KE a2 4y, A BIR A R IR
ZHANHL I R T g D T v 5 A S A Y R S AR A, FRARIC S TAA T4, i AnE A4 MEL . HE
et ALP Yeto SOE e 4. BUER 4 1SR AU AT AN TR . MTT AR Kb 2 b i s SR 7, B 2
R EA RS 3505 1% A A M A AE T S ). A (D) T4 T IS FR A I e E g o B i, () T
ACE SRR L AR RN 155 (3) I AME A MTT A K 28 1 AN dR AT 2 d #F AR A K
KRB A KEE; (4 2 HAEFESRE 4 e, RS REFRFETFE L (P>0.05) . & SR
R ZH A Mk AR R T AR e D it T A 3 F 0 RO TR N R B A 3R, (HE R T B e Dl T ki T
AT BRHA 5 3R AS KR i .

[EER] SRMEEHZIE; R [ BRI BROS; AUE UM, W08, AhffE

[hESZES] R331 [XHEIRIRME] A [XEHS] 2095- 610X (2014) 06 - 0023 - 06

Comparison of Effects of Two kinds of Culture Methods on
Proliferation of Osteoblast
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[ Abstract] Objective To compare the effects of improved tissue explants adherent method and improved
type— I collagen enzyme digestion method on proliferation of condylarsubchondral bone osteoblasts of SD rat's
Temporal mandibular joint (TMJ) . Methods Ten neonatal (1-3 d) SD rats were executed and their TMJ
condylar were fetched out. The bone fragments were equally divided into 2 parts and names group I and group II.
Group I was cultured by tissue explants adherent method, and Group II by type— I collagen enzyme
digestion method. The cell shape, HE staining, ALP staining were used to identify osteoblast. The cells
counting, MTT growth curve and cell cycle analysis of the fourth generation of osteoblast were observed.
Results (1) Identification:Group T and Group II had positive expression, the cells were osteoblasts. (2)
Cell counting: Group II had about 1.5 times as many cells as comparing with group I. (3) MTT growth
curve: The cells of Group II entered logarithmic phase and summit of growth in two days in advance
comparing with group I.  (4) Cell cycle analysis: There was no significant difference in 2 groups (P >
0.05) . Conclusion TImproved tissue explants adherent method and Type— I collagen enzyme digestion method
are suitable for condylar subchondral bone osteoblasts culture of SD rat's TMJ, but improved type— I collagen
enzyme digestion method can get more osteoblastes in short time and can provide more cells for laboratory
inverstigation.
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Fig. 1 Two methods of primary culture ( x 40)
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2 2MIEFFEE 4 RKKBHE (x100)
Fig. 2 The fourth generation of osteoblasts culturd by two methods ( x 100)
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3 2MBEFFHEE 4 KRS HE £ (x100)
Fig. 3 The HE staining of the fourth generation of osteoblasts cultured by two methods ( x 100)
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4 2MIEFFHEE 4 KRB ALP & (x100)
Fig. 4 The ALP staining of the fourth generation of osteoblasts cultured by two methods ( x 100)
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R 1 2WFEEFREBEMITHEREE (I /mL)
Tab.1 The cell counting of the osteoblasts cultured by two methods (-} /mL)

45l F1K 2k FHI3W
Wk a4 5.20 % 10° 5.9x10° 5.50 x 10°
B (T 4) 7.90 x 10 8.8 x 10” 8.40 x 10%

514, "P<0.05.
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Fig. 5 The MTT growth curve of the osteoblasts
cultured by two methods
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Fig. 6 The cell cycle analysis of the fourth
generation of osteoblasts cultured by two

methods
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