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Rapid Angification of cDNA3 Ends & ThNHX1 Gere from Thdl ungdla hdophil a
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( Cepartnent of Life Sciernces , Narjing Xiaoczhuang WHverdty , Narjing, Jangsu 211171)

Aostrat A gere fragnert wes andified by a pair of pri ners dedgred from Arald dogsis A NHXL gere from Thdlungdl a hal gohil a . With this gere frag-
nert , the cDNA3 ends of ThNHXL gere that wes 680 bp and encoded 104 anino acids wes oltained by 3 RACE. The codon sequence and aniro acid
sequerce of the 3 ends of ThNHXL gere shared 91 % and 91 .4 % i dertity with those of A NHXL gere respectively . The codon sequerce of 3 UTR of
ThNHX1 gere shared 68 .5 % identity , which wes lower than the codon sequence idertity ,vith orne of A NHXL gere .

Key words Thdlungdla hd ophila ; TARNHXL ¢ere ;doring ; Rapd andification of cDNA 3 end

( UNESCO)
: 10  hnf
3300 hnf, 660  hnf, 2000 hnf
[1
() :
() [2]
, [3l
[3]
: EST
90 % :
[4]
Nt/ H*
[5.6]
cDNA3 (3 RACE) [
ThNHX1 3 )
ThNHX1
1
11 ( Thrdlungdla ha gohila)
ABRC( Aralidopas bdogcd resouce certer) ; ( Escheri-
ach a cdi) DHba
; Tag T4 DNA IPTG X,
PGEM T easy Ronega X
(2004 NXY04)
( 2005- 2008)
(1962- ),
UWah Sate Un\erdty WU Yajun

2006- 08-16

(SBS ;
‘RNA Invitro-
gen
12 RNA
20 mmd/L  Nad 12 h, 50
100 ny, : 0.5n4
dart RNA Reagert , , , 5
mn 12000r/ mn 15nk
, 01nml.5ml/L NG, : 300 i
: (20 30 ) 4 12 000 r/ mn 10 mn,
15nk , )
10 mn 4 12000r/ mn 10 mn, :
, 1nm 75 % , , 12000r/ mn
1 mn, , 10 304 RNesefree water
1.3 cDNA RNA1 5ug, digo(dT) 1
ul 11, 70 10 min 5 x bufer 4 Ul
dNTP2d ,DIT2 : 1 : 42
1 15h,70
14 ThNHX1
ANHX1 ( AI5&X27150) : DNAstar
1 :Up piner 1,5 GTGCTGCAACCGGICTGATAAS ;
Down pri mer 2,5 TTGCCATGTTTTGCTTTCTGCTC 3, PCR
800 bp , : 592 bp
ThNHX1

15 3 RACE

1 2

2 mn,

15 mn

BD SMART RACE c¢DNA Andificdion Kt
3 - RACE Ready cDNA,
cDNA , DNAgar
GSP,5 GCAAGITGTCATTTGGT-
GGGCTGGTC3 1 5 PCR NHX1QRA,
5 AAACCGCTCATAAGACACCTA 3 2 PCR 3
RACE : PCR :

ThNHXL

16 PCR
Essy ,

3 RACE
DHba, ,

PGEMT



5486

) PCR ) 5 )
DNA,
DNAstar NCH Hast
2
2.1 ThNHX1 3 RT-PCR 3 RACE
PCR , :PCR 1
, 500 800bp( 1),
A NHX1 3 cDNA
4 500bp
_--'|I||l|1|'-
E||||||I_'||'|
| 200ibp
RO0 B
'I'Illhp
200y
| i
1. Mrler ;2 .RT-PCR
1 ThNHXL cDNA3 RT-PCR
2.2 ThNHX1 3 RT-PCR
ThNHXL 3 RTPCR
pPGEMT Easy , DHba
PCR DNA PCR
, DNA , 2

AAMOCGCTCATAAGACACCTAT TACOGCACCAGAAAGCCACCACCAGCATG TTATCTGATGACAACA
ATAOCCCAAAATCAATCCAGATOCCATTGCTCOACCAAGACTCOT TTAT TGAGTTCHCAGGGAACCA
CAATCTGCCTOGGOCTGACACTATACGTGGCTTCT TOACACGGCCAACTAGAACGGTGCATTACTAC
TOGAGACAATTTGATCACTCCT TCATGCCACCTGTCTTTGCAGGCCGTOGCTTTGTTCOCTTCGTCC
CTGOTTCTCCAACTGAGAGAGACCCTCCTOATCTCAGCAAAGCTTGAGAGGAAAATGTCCAAGGAGA
AAMGCTTTTTOTAGGAAGAAAAAAAGGTGATTCAAATTTGTGCGTCTTG TG TAAATTATCCATCCAC
TTGTAATATTGTTTGTCAGGATAGATAGT TGTCCTACGTTTTCAGAGCAGAAAGCAAAAACATGGAA
ATGAACTCCCOAATGOATTTOATTGATGTCATCT TTGTT TTGTTGTAACAAAACGATACTACATTTG
TTTTATATGTGTCTGAATTTT TTTAATGOTTCOAACTCOACCGOAACGGATTOGTACGOTTTGGTAC
GOTTTGGTTTOATTTTCCATGATTGGAATAAAGAAACAAAACTTTCTTTCTAAAAAAAAAAAAAAAA
AAMAAMAAA
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Arabidopsis thaliana sodium proton exchanger Nhxl mRNA, partial cds
Length=1 614

Score = 381 bits (192), Expect = 1e-102

Identities = 275/302 (91%), Gaps = 3/302 (0%

Strand=Plus/Plus
Query 1 AAACCGCTCATAAGACACCTATTACCGCACCAGAAAGCCACCACGAGCATGTTATCTGAT 60

SRR PEREEEEE FEEEEREEEEEE PR FEEER R EEE T
Shict 1306 AAACCACTCATAAGCTACCTATTACCGCACCAGAACGCCACCACGAGCATGTTATCTGAT1 365

Query 61 GACAACAATACCCCAAAATCAATCCAGATCCCATTGCTGGACCAAGACTCGTTTATIGAG 120
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