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EHEYHE LTRBEATR PO EHRE. TEMHE.
DNA R4 BT Promega /A ] ; 1-3% DNA £ H 4 X7
B T Omega 2% 7]; RNA #ili 21X 7 & Trizol W F
Invitrogen/A &) ;s M-MLV L% #1877 & W T Promega 24
a9 ¥5 Y h LA LAY T EARAE A M.
L2 Bk
L2.1 AZAKERBREESTEN  FF L% DNA
BERARNGENERBTAZHT Y SERED TR
AR A DNA, FREL 0.3 g TR EREBH
BEAE EHRERETN AR ARKEESREY
AbFEFREL 0.3 g BFRBTHHR ABMPEHE B,
65°C/KIE H1{F R Z 7> 5 min, 13 000 r/min Z.0> 5 min,
350 pL EEBHEBE—HELOE S, A SERBRNER
B #4ME5), UK 5 min, 13 000 r/min 1B E.0> 5 min,
FEBREBEZE 1.5 mL B.LEH A 200 L B8,
#*i% 30 5,13 000 r/min B E. 5 min, FEBERLRR
OB A 2 5K ZEEE 5515 000 r/min
B0 10 min, F_EFERIOA 1 mL 75% 2 B8k, Tig.,
YA 20 uL B9 TE ZEsp 1%, FI 408 16S
rRNA i i3 # 8F (5-AG AGT TTGATCCTGGCT-
CAG-3") 1 1512R (5-A CGG CTA CCT TGT TAC
GAC TT-3), AR B 4 5 I 40 DNA B4R, # 47 16S
rRNA § 3%, § 3K &K ddH,0 17. 5 pL, 10 X Buffer
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2.5 pul,2. 5 mmol/L dNTP 1.5 uL,8F 3|4 0.5 pL,
1512R 514 0. 5 pL.,25 mmol/L MgCl, 1.5 pL, Tag B
0.5 ul, 8 DNA 1 ul., 95CHIZEHE 4 min, 94 C 5 #E 40
$,55 Cif 2k 40 5,72 C#EMH 1 min 20 s,30 MEFF IS LE
10 min, BX 10 pl. PCR f=4) 1 B BE S EE A s 3k . EB ¢
B EoN R,
1.2.2 AFAZAERRES FEYERW 43718
0.5 g EZHT MW M ZERMA AR AT B 5k
FOMABRAGREBBR M AR BHE LS5 L L
RNAse #1850 4% 0.1 g HERESMA 1 000 pL
Trizol (FEAFHES]D), FIEE 10 min, 12 000 r/min,4 C
B0 10 min, BUEERE L5 mL 208, gDy 200
pl B2 5], 8 B 5 min, 10 000 r/min, 4 C & .0 10
min 5. EERE 1.5 mL B.L0%, M2 FERER
B, 525242 45],# 8 10 min, 12 000 r/min,4 C. B> 10
min, ¥ LIEW.IN75 % ZEE 1 000 L, SRR, T
. 50 L DEPC K F B st ik ke i, A4
M-MLV [ #5357 & X 2 B RNA #E17 <DNA 55—
H . ArPI RNk i 9% B (Cucumber mosaic virus) 4K
F=H 3L E (BBS coat protein gene, HMO015286. 1) F14H
B 19575 (Tobacco mosaic virus) & 5758 2 [F (699-07
coat protein gene, GQ34067D) #4557 514 . CMVF, 5
ATGGACAAATCTGAATCAACC 38', CMVR: 5 TA-
AGCTGGATGGACAACCCGT 3'; TMVF: 5" TTCTT-
GTCATCAGCGTGGGC3', TMVR: 5 AAGTTGCAG-
GACCAGAGGTCCAS', 2k cDNA #4717 48 2L 18 -5
BERIOEAERMERNEYRERTEOERNETY
1, 10 uL PCR =#12 1 SRR PR BERS B Uk L EB e 1,
MR
L2.3 AFEASMEAMBERN RAEZHEEE
B AURAE A 200 I BTV M B B AR I B B BT R
24 5 mm X5 mm, &% 4 mm B R/ HERZELE EE .
K. TR . FRABERAAMEENE. AHEEN
BHAE ZFEREPLLEETH.
2 BER5H
2.1 40 16S rRNA §- 1
F F4AH 16S rRNA i 5[4 8F(5-AG AGT TT-

GATCCTGGCTCAG-3")#1 1512R(5"-A CGG CTA CCT
TGT TAC GAC TT-3"), 3HE A 1R ER A A 2 4 5 1 F kg
FrE 30 NEE 4 DNA AR 5 K 1 FF 36 b o o ok 2 A
6 DNA,#4T 16S rRNA #7#%,10 plI. PCR =¥ 83 3k 16

W, 25 R R, DA ZHEE AT RTMEEEFENE
EYRE A E K 4 DNA 1E 88, FI A 16S rRNA #
FIB1%, ABEY 18 4 16S rRNA, T K B #T B A% M B bk 2t
L REY 1 16S rRNA, X — S5 R K, A B4 M

BEAEHEEWE D,

A
‘,

1 4EAEHME 16S rRNA PCR F 2 R
EARASENMEAY L F, M. DL 2000 Marker B KGHE
REEGEEAT HEER. L KB EGHEE M 16S (RNA 184
B, 2.x-EcoT14 Marker
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Trizol $2HUAE 20 £ BAR BRFIZEBE RNA 28I
VRGN, L Pk B A R U 2 B B A RNA B4R 2),
REUH RNA & M-MLV 5B 5% f 45 AR, 2 31 LA
B REME R R ERTEAER R 5 Yt
1974, PCR P 2 A I, 85 R R . 2 Mo BT
EOREMNIARBEIHELS R (A 2). 1RIE RNA Bk
ML R BB R EAERNY MR, REZIXR
HRATEHSATAOV BN R R AE X E LR
5 IR W MR B L I 7 0 TR 2

B2 AEARENRESTFLEOFRN
A A ZEEHRBNERAE RNA R REHE
RNA #5.2 2B/ % RNA .M. \-EcoT14 Marker, B B &K
FEEER PCR I #4501 SR 5 8 K 5 B AR AR08 2
R IEM 5 8 R R S B 3 S L RS R R B
38,4 SN RSB SE B £ R 4 , M DL2000 Marker,
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RIS T REEHE MR, (Bl G0y EhEsE
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FERIBR &, de 50 il 75 R W Z B S R RE R BRI
BEIEIN TR B BRAC . AR R ZE A A PCR A J 35
BEERE AR A8 E TR S HEER EH
KRB REA IR IR FE B 16 B E M — 2 R A E
BERHES ., s REEARNEEERMNFEENES
KN BEERENRET, MBETAER S/ E%
BARMBA, SRR B RN EN TE FARKd
419 R FA PCR AR ZERA G A B/ RIEFH
FEBITHEE 16S IRNA 1], 2B 4 35 4 2R k55
EREAERAREY L 16S RNA, i X B H W tr v
Wk EEARED B 1 16S rRNA, EHHF| HZRBH
MR AREFRWME A SHE. SRR EK
553 RNA 2 EBUE B, B Trizol AR B ZE L4
AR £ 2B RNAL#EUY RNA 2/ gk kil 5 T 2
# RNA %7 . I/ RT-PCR il 8 NIEH R B KT HE
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Study on Tip-free and Tissue-culture of Fresh Ginger’s Prathogeny Detection

HUANG Ke ,LIU Yi-qing,CHEN Ze-xiong, TANG Jian-min
(Institute of Flower, Chongging University of Sciences and Arts, The Characteristics of Plant Seedlings Research Center of Chongging,
Yongchuan, Chongging 400210)

Abstract; Tip-free and tissue-culture fresh Ginger were used polymerase chain (PCR) reaction technique and scanning
electron microscopy technology to detect pathogeny. The admixture genome DNA exiracted from tissue-culture fresh
Ginger's roots and solid medium were used universal primer of 16s RNA to clone 16s RNA, the results indicated no
target pills were detected. RNA which were extracted from tissue-culture fresh Ginger's stems and roots by trizol did not
detect by Gel electrophoresis. Tissue-culture fresh Ginger's stems were used scanning electron microscopy (SEM) to
observe, the results revealed that there had no global, staff, oval, filamentous, coronal, Tadpole shape and other
regulation shape virus particle, only epidermis, microtubule tissue and other structure. The study presume PCR
technique and scanning electron microscopy technology were effective way to detect pathogeny of Tip-free and Tissue-
culture fresh Ginger.
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