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R, 0.1 mol B3I LEE) A 0.5 3 M
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NaCl & 45 ¥, ™ -20C 1 h ¥l IE RNA,
12 000 x g, 4 CE.Lr 20 min [P RNA 03¢, B
F 1.5 ml ABVEWF, IO 1.5 ml VKA 5 N REDTTE
RNA, 70% L BEPE RNA PUiE — K, DU H AR i
T, WSt DEPC K, HU4 B AR 1 ml )
SE Ao~ Aasof Anzo, F& A 260fHH 10 Mg FEAT 1%
Y 1 T B G bk 65 o e 41k
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2 HRMITE

2.1 JIHEE RNA Aoy Aoso Fl Az 1945 5 W
F 1. —DIERTREUG S RNA 76 230 nm FUOG

CE K AR RS BT (39770669) .
IR

Tel: 02223542731, F-mail: zhangjingyn2000@ eyou. com
RS T 2000-07-24, $252 1] 2000-09- 28



2001; 28 (4) S FES5EMEHERE

M 1,770, 1A SO T IE I A e KRR
%, Aaeol Aosoddik®] 1.85 LA L. — Uik iR EU )
SRR BV 414U RNA R 7 3 3 110 25 R
RN 78 4345 44 1 R R Bl R R AR 22, aX I
R B A Ak R S I T A K L
R — DRI B RS S RN A 7E 260 nm
A, AHIL A o3 20 57T 55 My, Ud B 3 UK
WA ORI IR S g, TR DRI AT i i L R )

Prog. Biochem. Biophys.

+ 585 -

AL (B R EEE 20 R T
T RNA (R385, A KEE 300 1007 0 5 RS
A A ZHE (high buoyant density proteoglycans)
5 RNA 7653 B Sk ptiE TR, JLEIRI A 20
FURIX G A g3 WA AE 260 nm A3 6 W iy iy
K —HEAH. ks b, ERE T RNA WRA
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Table 1 The spectrophotometrical parameters of RNA preparations extracted with different methods

Absorbency and Single step M odified method 1 Modified method 2 TRlzol
ratio value guanidine met hod method
A 360 0. 851 0. 126 0. 282
A 250 0. 479 0.076 0. 067 0. 134
A agf A 2s0 1.78 1. 88 2,10
A 230 1.770 0.173 0. 242

2.2 1% WA B T TR 2 H Dk ik 2 i A1) 28 S
A18 S P4, LLBI k2 201, IEBIETIE A RNA
SeHE (B ). DR RNA FEHikoRy A iy B
HUIAP] 50 Bg (K Ase0th 5) AU 28 S A1 18 S
ZtE, ok WA AT EB Beta R (18 6
i), RPAFELE RNA B

285 RNA

185 RNA

Fig. 1 Total RNA extracted with different modified methods
analyzed on 1% formaldehyde denatured agarose gel
I, 3: RNA isolated with modified method 1; 2, 4: RNA solated

with modified method 2 ; § : RNA isolated with TRIzol : 6 : RNA

isolated with single step guanidine method.

2.3 PCR ¥ 4§ 762 bp (Bactin) F1 582 bp
(BMP-2) #4&ar (K 2). UEBHHFTHEHUT S RNA
WL cDNA SEHEAT PCR SR BIR. — 2Dk
Jf$¢ RNA RT-PCR A fig ).
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Fig. 2 RT PCR products from bone RNA templates prepared
with different methods
I: DL2000 DNA markers: 2: RT-PCR result of RNA isolated with
modified method 1; 3: RT-PCR result of RNA isolated with modified
method 2; 4: RT-PCR result of RNA isolated with TRlzol.

B, ASO DA T PRk, Bl s
WRKERAC T & RNA PR ATE S, & RNA
(7= 435 0 560 ug B wi 41478,



« 586 - S5 MYRiER
3
& & X #
I C O SNVA A Sl S N GRS B R S T v
(NSE) A eDNA 30 Ko 57 51 40 Hr. AR s, 1994,
10: 270 4
Zhao C, Wang L. B, Song X W, et al. Chin Biolchem ], 1994,
10: 270
2 Siegling A, Lehmann M, Platzer C, et al. A novel multispecific 5

competitor fragment for quantitative PCR analysis of cytokine gene

expression in rats. ] Immunol Meth, 1994, 177 (1~ 2): 23~

28

Prog. Biochem. Biophys. 2001: 28 (4)

RFEAR, SR, BB MF, . 3 fE RT-PCR M ik
BMP-2 mRNA (75 SRy il o [ R4 4k 2 b 4 1 8 o 4R
2000, 16 (5): 680~ 683

Guo R L, GuoSY, Bao Q Y, et al. Chin ] Biochem Mol Biol,
2000, 16 (5): 680~ 683

Nemeth G G, Heydemann A, Bolander M E. Isolation and analysis
of ribonueleie acids from skeletal tissues. Anal Biochem, 1989,
183 (2): 301~ 304

BRI, dAE, WM, . IERS B oAU A2 P A i
FZAE mRNA LIEACT MWFTE. bR EE AR AR, 1995, 24
(5): 312~ 314

Li W D, Huang F Q, Tan Y B, et al. Chin J Pathol, 1995, 24
(5): 312~ 314

Total RNA Isolation from Mineralized Skeletal Tissue'

GUO RuoLin, GUO SharrYi, ZUO AtJun, LIANG Dong-Chun, ZHANG Jing—YuW

( Endocrinology Institute, Tianjin Medical University. Tianjin 300070, China)

Abstract Two modified onestep acid guanidinium thiocyanate phenol methods were reported for the isolation

of total cellular RNA from mineralized skeletal tissues. The measurement of optical density of RNA extracts

showed that the ratios of A 260 to A 280 were greater than 1. 85, the values of A4 230 decreased to an acceptable level

which meant the contaminated carbohydrate was removed mostly from the preparations of total RNA. Bands of
28S RNA and 185 RNA could be seen apparently on the 1 % formaldehyde agarose gel. Total RNA could be

reverse transcripted into ¢cDNA and B-actin and BMP-2 gene were successfully amplified by PCR. The results

showed that the total bone tissue RNA was the qualified contemplate for RT-PCR.
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