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Rapid Isolation of Total RNA from Basidomycetes Volvariella volvacea
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Abstract: We provide o modified and simple method 10 isolate the total RNA from basidiomycetes Voluarialla solvacea .
The purified RNA is ready for use in standard and downstream applications such as RT- PCR, poly A-RNA selection,
differential display, Nenthemn dot and slot blotting, primer extension, cDNA synthesis, expression array and expression-
chip analysis, We have successfully isolated total RNA from Volvartells volvacea with the way for many times. The value
of Axy/! Asgp fell in the range from 1.7 to 2.0 and that of Axg/ Az is larger than 2.0 which indicated that the purity
of RNA was satisfactorily high ( RNA was not contaminated by proteins or benzene phenol etc.) . Electrophoresis ana-
lyzing total RNA sample show total RNA hasn’ t been broken down becanse 285: 185 is equal to 2:1.
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TR R, BRSSO AR R AR . W
B R/ A0 iR K

1 #R5F*E

1.1 EHRREIEF

FtE ( Volvariella volvacea) FEFP IR RLUERE KRR BM, ¥RE vV, HaE
T 100 mL WA, 75 40T, 200 v/min R, REEHZEHTER L,
ACHIEHEIE
1.2 EE&ZM

HHEW: 4 mol/L R ERIL, 25 mmol/L i REHN, 0.5% + L AR,
0.1 mol/L B-3HEZRE. KEMB: WT HEFEEMEE AR, 2 ml/L ZHH (pH 4.0):
SRR, FZMIE pH E 4.0, TEF DEPC 4bH, &{5. FRME =24:1, HHMRTE.

1.3 Zig"

VERELBIEEIF4~5d, Wk EK, HRXERBRKEREE, ¥ FEBRER
BHT, FRE100 mg K, BTSSR, R EFA FHFRBRANHME, B8R R
HBEZEOoLBLEP, WA 10 mLEHEHE, BS, A 1 mL2 mol/L Nade (pH 4.0),
FAHES, FIA 10 mL AKMEFIEFI 2 mL FAG/2RAE (24:1), &% 10s, 2K 15 min
J&, #£4C, 10,000 g B.0> 20 min, EHEMAFEBIHRE, -20C, U 60 min /5,
f£4°C, 10,000 g B> 15 min, # RNA JT3ER] 3 mL AW EE 1 R, R2BRE. o
%, MASEBYRFEE, -20C, JE 60 mn f5, 7 4C, 10,000 g &L 15 min,
75% W ZBEPERUTIE R IK, H RNA BT EE K DEPC K, -70CHRAF.

1.4 HHMHEEY

MR R E A R EEW, BWREY, ERAE AR ISR, HBEHRR
100 mg B 2244, BTOMED . EREFETIRAKR A, BHAREEBEE 15 ol
BOET, MA2mLO 1% - ZHRENERMN, BEE, EERI10,000 g B0 20 min,
ULTEMA | mL BEREEL/SDS, BE, 7 100°CH /KA 5 min, BIEKEFHFMA 9 mL X
RNase f7K, 7EEiR10,000 g B0 20 min, WA S AR R AMEILRE RNA, 7£ 4C,

10,000 g &0 10 min, FLEMA 1 mL 75% 2 BHEE, FHEHE 10 mn, 10,000 /min 5§

L 5mn, FLE, BT,
1.5 BUHMAE

ERFNFEIENEM 2, BB LEE, MASERNE -S40 RRE (25:24:1)
R —K", % 10s, KB 15 min J5, 7 4C, 10,000 g .0 20 min, HIKZEHER
KAR, # 1.3 PENRMARRAIREN3MF.
1.6 RNA REBHHRE
1.6.1 E A, fE: RNA Ay, =1 BB RNA S E 40 40 pg/ml, B RNA KT =
40 x Ayopg/mL, RNA =8 = (RNA IR < SAHE) SEEHRARR.
1.6.2 ARSI #4056 BT HI B AR SR LT . 7 230 nm. 260 nm Al 280 nm
AR AR, Apo /A FERT 2, A/ A RIAE 1.7~2.0 2Z2[8],
1.6.3 RIAMIARFEEBORR RNA M2 B : ABAME S RNA BIKAFTE 3 &4,
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A HIBL T 285, 18S M1 558 RNA Bk T 3 &Ar 2 9 R 4R mRNA, 28S F1 18S BBk
RNA KZ104.5kb M 1.9kb, HEWREHMKAN 1.5~2.5:1, BIBEFTMEMEE, B
M-SR RNA (0.4 pg) STk, XTHHARF TR RNA IR,

2 ZR5itE

2.1 B RNA KRMSES T
AT EHE RNA, 25 HESREMBERARLZ ., SA5mEFRAZ.
SRV R AMEGE EMRTERZ, 27N, SRERG—SUHER
FREFOHR (1), dAdZ, FHAG TR EL, BARRBREOTR,
B ABGHE B 9T et xR AT 3, SR BANREE,
£1 IMAHEMRBRNA SEEROER

A8 hRY £ S i 2 Mk iR T (&2 30

wmAZ (1) #mz (D wE# () BEZ (V)

Amo 0.388 0.325 0.391 0.793
Axp 0.301 0.300 0.855 1.692
Am 0.261 0.264 0.421 0.811
Aol Az 0.776 0.923 2.190 2.134
A/ Ay 1.153 1,135 2.033 2.086
B (pegfml) 12.04 12.00 34.20 67.68
A 30 30 30 30
B (L) 30 100 60 60
R (mg) 100 100 100 100
RNA P8 (pg/mg BEK) 0.011 0.360 0.616 0.914

2.2 B RNARRHEEESH

2.2.1 AEHPREHEIBRERRRE RNA KT LD L U A

. B 1 h 4 FORE R B RNA M KA,
LR R, ®5%EAESARMIEERE FRE
o, TEEREMBSC 2B MR, RNATZ
B RFE TS, AM#ES: muRARR
RALE, Ay CRE2, MRSCRbRE. A
I 1 IV 4R £ RNA #9 ) 28S RNA H1 185 RNA RYSERE
A 2:1, RERSE, TS, mhHE MK
i) RNA 55/, H 28S RNA F1 185 RNA M35t 44

R NT 201, EEHEL, WA RE g, B RTERERIL BRRE
RNA R4 DNA 5B E. RNEREMA MME juw menpmprase, vy
B RNA PRI FER 4] DNA S8 E M MR, #umBPams
LR B, M IV S JLF X DNA 58, W

H Mz g ¥ RNA =8 H A 1.5 &
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2.2.2 EFHAFRHER: 22 RNA ESRER
H#E B, 76 37°CHRE 30 min F7E 65 CHRIE 10 min
Jo FHERIXTICE, SR Z 3 FE 0T ) 285 #1185
AKFEHHAAR, FERERHTF_RERRES
ITFERMER, KE 1 P8R 28S ASS N 1:1,
BHTFHE AT ZREH, tenl AR
R RNA HEXM G HTBRMER, RAMHTH LS
G, KB 3 B8 285 A1 18S MIHBIAE 1.5~2.5:1 /4

H c

1 RREEEEHE, 2 TCHEWmn 3 £ED

JFEEE, 3 65CHE 10min j5 EE

ARBATER RNA B RS, RAREERNIREG
IR BE 22 R IEET, EFRREERTREEE, AME X RNase FIEH, HEHBEK
BARBTEL RNA, HLBRAWET WP skat: (1) HBEERSChERRHEER, &
HEEaELWK, RFDOCABEEFAR TN, IEJLEAEHEH, BREAK
BEZHT. (2) BUB: A4y RBMRKIRE LS, FRaERTS, FEX
BT DNA 153, (3) MIKZEHEWA0FH B, 0RE7E 41 M 0% Jos R 2 0 40 4 P B
RNase {51, 76X RNase HIFRIE T, ¥ RNA £BEH. REH H RNA 54N H b X
SFRATEBFERTREY W ERHTORLE, NTERETEHY—K RNA, B
Z, BATEWERE, MH RNA KHREZ TS T HRFHNER, SFEEE2E R
FE, BRETEEBRMORE, T TE: Af: REANHOEERKE, XHEBY
RNA B G528 P ST, B2 T RNase #l DNA 53, %57 483189 RNA P57 T a4k
) cDNA & .5 RT-PCR %38,

$ £ X ik
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