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[Abstract] Objective To analyze the chemical composition of Chinese pyrola herb volatile and
study its effects on the in vitro cultured osteoblast proliferation. Methods The water vapor distillation was
used to extract Chinese pyrola herb volatile and GC — MS was to determine the chemical composition. After
intervention of Chinese pyrola herb volatile on ROS17/2.8 MTT method was adopted to determine the osteo—
blast proliferation the flow cytometry was to determine the osteoblast proliferating cycle and RT — PCR was to
determine the expression of PCNA mRNA. Results Chinese pyrola herb volatile of a certain of concentration
promoted the proliferation of in vitro cultured osteoblast cells. The percentage of osteoblast cells in the prolif—
eration cycle was increased apparently and the expression of PCNA mRNA was improved significantly. Con—
clusion Chinese pyrola herb volatile accelerates the progression of osteoblast proliferating cycle through up
- regulating PCNA expression so as to accelerate osteoblast proliferation.
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1.1
1.1.1 ROS17/2.8
1.1.2
( : 1202001)
o 0.25%
N DMEM N ( FBS) (
Hyclone ); ( MTT Sigma) ; Cy-
cleTESTTM Plus DNA Reagent Kit( Becton Dick—
inson ) ; TRIZOL( MBI Fermentas ) ; PCR
( ) .
Real time — PCR ( TaKaRa );
1.1.3 N -
(GC - MS 6890 — 5975 Agilent) ;
( BB16/BB5060 Heraus ) ; AIR
TECH ( ) ; Olympus
( TKO )
Du650 ( Beckman ) ; FAC-
SCalibur ( Becton Dickinson )
RE -52( ) ; DHS16
-A ( )
9600 DNA ( PE ) ; 7500
PCR  ( Applied Biosystems
) o
1.2
1.2.1
o 200 g 3000 ml
1h 8
h 4 °C
o DMSO DMSO
0.1% -
1.2.2 GC - MS GC
-MS . GC -MS
SE -30 (30 m x
0.25 mm x0.25 um) 50 C 250
C 15 psio He 1 ml/min
260 C 1 pl
50: 1, 50 C 3
min 1.5 °C /min 160 °C 3
°C /min 280 C 40 mino
EI 70 eV 230 C

150 C
30 ~500 amu.

280 C
GC - MS

1388 V

NIST

ROS17/2. 8
10% FBS DMEM
o 70% ~80% 1:3

1.2.4 MTT ROS17/2.8

1 x10° cells/ml 96 100
wlo 24 h 3.
44 ng/ml.6. 88 ng/ml.13.75 ng/ml.27.5 ng/ml.55
ng/ml\110 ng/ml.220 ng/ml 440 ng/ml  10%

FBS DMEM 10% FBS  DMEM
8 o 48
h 100 wl 0.05% MTT
37 C 4 h MTT DMSO 100 pl
10 min o 570 nm
8 o
1.2.5 ROS177/2.
8 1 x10° cells/ml 6 1
ml. 24 h 10% FBS  DMEM
27.5 ng/ml (
MTT ROS17/2. 8
) 48 h o
ModFit
DNA G0/G1 .S .G2/M
( Proliferation Index PI) .
1.2.6 PCR PCNA
mRNA Trizol RNA
o PC-
NA : 5 = CCCTCAAAGACCTCATCAA
-3 5" - TGGGATTCCA AGTTGCTC -3;
B — actin 5 —= CGGTC AGGTC ATCAC
TATCG - 3 5 = AGGAG CCAGG GCAGT
AATCT -3 Real Time PCR
B — actin
7500 PCR
mRNA “1”
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1.3
SPSS 15.0
+ (x x5)
2
2.1
GC - MS
( TIC) 1.
1.
650000 27.130 37.050
600000
550000
500000
450000
400000 33.667
2350000
=
300000
250000
39043 718
200000
150000 41.861
31..34.310 NP
100000 Aol31sgo 38049428 55585 62.024
50000 2%26§‘22/2812§)g()5 ‘;§67§2; 43.772 48.422 61.857
5.00 15.00 25.00 35.00 45.00 55.00
B[] (min)
1 GC - MS
1 (%)
(min) () (
1 2368 113 4_' s TP Ty
3 27.133 15.25 98
8 29.187 1.31 16- —4-(1- )y - 98
9 31.439 2.10 98
11 33.670 8.57 99
12 34.308 2.01 64
16  36.595 1.14 64
17 37.049  26.60 99
19  38.047 1.70 78
21 41.865 4.22 96
23 42.715 7.35 96
29  55.584 1.52 11- - 70

2.2

MTT 27.5 ng/ml.55 ng/ml

(P <0.05) 27.5
ng/ml o
2.

0.5
0.4

0.3

Mg FE (OD)

0.2
XH413.44 6.8813.7527.5 55 110 220 440

W (ng/ml)
*P<0.05 "P<0.01

2.3

27.5 ng/ml
48 h
GO/G1
(P<0.01)
(P<0.01
P <0.05) 2,

2 (% x=+s)

G0/G1 S G2/M (PI)
85.635£0.7383 10.193+0.2903 4.172£0.5853 14.365 +0.738 3
83.657 £0.532 07 10.800 £0.596 7° 5.535 £0.926 9" 16.347 £0.535 4"

*P<0.05 "P<0.01

2.4 PCNA mRNA

48 h
PCR
PCNA mRNA
1.5~2.35
PCNA mRNA o 3.
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