Looking for auxin

fransporiigenesin
Tobacco BY-2

Pari LT (Jitne forNovember)



looking for the firagmentis;
assembling contiigs;, contirming
With  ESHIs/aalsequences

¢

¢ sequence similarity search (DINA or protein)in
o GenBank (hebil...National Center for Biotechnology: Thiformaiion)
1 GI (fobacco genome iniiiative) searches ~assemble yolr ownigene
planiigbdiorg, SGIN.cornell.edu

¢ confirmation off ESiis/aalsequences;in eifiher DB
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* 0Od: sgraham@pnggd.org
. Odeslane: 28. Unora 2008 16:19
* Komug: Perry’ llucie UEB
. Predmet: NCSU TGI Blast Results for query:
* Eiltering On
* BLASTN 2.0MP-WashU [[10-Aug-2004] [linux24-i686-1LP32F64 2004-08-10715:48:49]
* Copyright (€) 1996-2004 Washingten; University, Saint Louis, Missouri USA.
* AllFRights Reserved.
* Reference: Gishj, W. (1996-2004) hittp://blast.wustl.edu
* Notice: this program and its default parameter settings are optimized to find nearly’ identical sequences rapidly. To identify weak protein: similarities
encoded in nucleic acid, use BLLASTX, TBLASTN or TBLASTX.
* WARNING: the gapsepdmeax and gapsepsmax parameters areldeprecated andl replaced
* by hspsepgmax and hspsepsmax, respectively, which are now! for use
* withy both gapped and ungapped! alignments.
o Qe (ienan 7 IGI blasi: does not:
* (77 letters)
o Database: CHO_OF_2008-01-03 fasta seem To work proper | 7
* 1,271,256 seguences; 706,057,077 total letters.
. Searching....10:...20....30....40....50....60....70....80....90....100% done an mor‘e @ @
* Smallest y
- Sum *
. — nebi blast o’ DOS
* Sequences producingl High-scoring Segment: Pairs: Score P(IN) N
L J
* CHOL OF3427xa15f1.abl CHROMAT_FILE: CHO_0OF3427xal5fl.abl P... 277 1.7e-06 1 b IGST' ng 1- h r.o ug h
* CHOL OF429%I03f1.abl CHROMAT_FILE: CHOL OF429%I03f1.abl PHD... 277 1.9e-06 1
. CHO._ OF4990xj04f1.abi CHROMAT FILE: CHO._OF4990xj04fl.abl P... 277 2.2e-06 1 ST d TG ; I d 1-
* CHOL OF772x110r1.abl CHROMAT_FILE: CHOL OF772xI10rl.abl PHD... 277 3.2e-06 1 O r.e a a
* CHOL OF445xj13f2.abl CHROMAT_FILE: CHOL OF445xj13f2.abl PHD... 277 4.1e-06 1
. CHO_OF4953x%I12r1.abl CHROMAT_FILE: CHOL OF4953x/12r1.abl P.... 259 1.1e-05 1
. CHO._ OF4808xe08rl.abl CHROMAT FILE: CHO_OF48938%xe08rl.abd P... 259 2.2e-05 1
. CHO_OF5079x%f0of1.abl CHROMAT_FILE: CHOL OF5079xf09fl.abl P... 254 2.2e-05 1
* CHOL OF4414xm03ri.abl CHROMAT _FILE: CHO_OF4414xm03rl.abi P... 259 2.9%e-05 1
* CHOL OF5125xb09r1.abl CHROMAT_FEILE: CHO_OF5125xb00r1.abl P... 254 3.3e-05 1
* CHOL OF3034x108f1.abl CHROMAT_FILE: CHO_OF3034x/08f1.abl P... 254 3.4e-05 1
* CHOL OF4710xf02r1.abl CHROMAT_FILE: CHOL OF4710xf02rl.abl P... 249 7.8e-05 1
® CHOLOF3Z 1 7XI07 11 abil, CHROMAT _FILE: CHO_OF 321707 abl Pr.. 285 8.9e-05 I

Y

Lucte PerfHO_OF181xh09r1.abl CHROMAT_FILE: CHO_OF181xh09r1.abl PHD... 21Asth@e46f EXperimental Botany, Academy of Sciences of the Czech republic

CHO OF686xf17fl.abl CHROMAT EILE: CHO OF686xfl7/fl.abl PHD... 211 0.0058 1



retrieved data in Bioedit - tiransfer

intor simple. .iixi file = easier search b
inaF

}’Equdil Sequence Alignment Editor

File Edit ! £ f o B OF - wordPad
i Format

F1.
EEAEsR RQIOAECQ@CEmd
a | | OF - WordPad

SN TNEE = B -
cro.. v 2
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Vector NIIL Assembly’ 5

i@ ContigExpress - [Contig 1] MR
Contig Edit “iew Align Analyses Assemble Tool: ‘Window Help

| = e e [ (L3 S 12
[BEE ST EREEE S

» F1TH023 [* 533

» 45420211 |» 754

» 4542421 rc [+ 731
» 41150230 e |» T4
» 4068xg16f1 | S00lR A AC TGACGC TGAAAT TGRCCAAGATGGTAAACTTCATGTTACTGTAAG - ARAATCAAA - TRCGTC TAGGAGATCATTTGC TATGRACCAT - AGACCATE
»A4410:d10N | 1R A AC TGACGC TGAAAT TGRCCAAGATGGTAAACTTCATGTTACTGTAAG - AAAATCALL TEGCGTCTAGGAGATCATTTGC TATGRACCAT - AGACCATC

» 460780031 | 1062 A AC TGACGC TGAALT TGGCCAAGATGRTARACTTCATGTTACTGTAAG - AAAATCALL - TRCGTCTAGRAGATCATTTGETATGRACCAT - AGACCATE

» 450 =g03M1 rc 1 CTTCAAGTETC TG T TAGGAAAA TCAAAATGCGTC TAGRAGATCATTTGCTATGGACCATTAGACCATO
» 3493xi08r

» 48314031 1o
» 4568Rg16M 1o
» 491 0xr1 301

» 424200141 1o
» 3493xi08f1 rc
» 421 um07r

» AR 2 e

» 4135xg22A

» 427 0xd22f1 e
» 208xh05r1 o
» $204%j241 10
» 515720071 1o
» BO02=m0Er 1
» 4953xk 1201

# 431 0xm1 31 1o
» 41 dwm03M

» 4583110

» 48932081 1o
= 441 42m0 3 1o

Contig1 | 1169/AAACTGACGC TGARATTGGCCAAGATGGTAAACTTCATGTTACTGTAAGNAAAATCAAANTGEGTCTAGGAGATCATTTGCTATGGRAGCATNAGACGATE
+ o+t + o+ + +
L 1

|
Feady Pas: 365341 =)
o] | @O H* WM ASLT QOJHAEOOCEEHd @ 5| 12%

<<

| 0|2 biero._~| 5] 100808t | 2 Pitiz. +| % CorelDR.. | | o] Micwosoft | gf* VectorN.. | 3|, Exploiing. | £JNCBIHo._|[35 2 Con...» | Plocha > | ||~ ol pondai
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6
Exons ,3, 4 and 5" in the PINs
(and nofl just At)

¢ COnserved sizes (86 bp, 158 bp, 7.7
Pp)...unlike intromns

¢ this feature applies to at least ether
3! putative; tovaccor PINs
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PTINIgenes ex-intir
inf Arabidopsis 7
B ED RO E—— R

- — E— i ) B B ) D ER P OB
o) ) )P
E)ER) B E— >
B E— I
- — ) )
e 8 S
aa Bl B

in fiebacco BY-2
IEEETE— ) ) D 59
1 == 7 =
and , Pinka2"
(resemblance to ATPINZ)
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PIIN S/ 4 5 exons
and M regions

speciffity conferred by
Unconservedi regions: ofi
exons; 1 and 2?2

0 00O
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— AUX/LAX 9

SNOQVAQVLLTL
BSNQVAQVLLTL

LAX1AL

‘Zl".::;rt (28) ——:—KKSST :EIFI:"'I'JHGG:':'-'\IF . _‘_- NQ{TAC;";LL';'L ‘ Conserved Sizes and

(Lﬂ’ﬁ 3.‘| SGN U369422 (26) - --- NFFWHGGSV SNQVAQVLLTL

CoLAEDM | it g s g positions: oiff exons 2,
et contonPUAKS) 4 T 3 4 and 5 in
o g AUX/LAX (not
shiown)
ZmAUX1 (76) PYS

Qg??m?ﬁ;‘;ﬁ?; oo i RERRES & A » # eXxons 6 1016 canibe
CgLAX3cDNA b i 4 ] 2
TS LAX2At

TSR of exon1toxxx(PHLAX3) - olllcs cr1of | llnked o cdn be
CsAUX1 (116) Bl-NEINFRNAVIONEE BrRE e SepGI"GTZd by IHTI"OI’IS

o PtAUX: E:gg} NHVIQWFEVLDGLIL NCTF I” O
PHLAX NHVIQWFEVLDGLL FNCTFLLFGS — 1' l 1' '|'
X NTL Translation of SGN-U371568 (280) FNCTFLLFGS sie)e no r.e eVGn

—, ZmAUX1 (118) FE KA NHV 3 ; A UXXLA X
TSLAX3At (108) NHVIQWFEVLDGLL - P
M 3GN U369422 {106) 4 NHVIQWFEVLDGLL ~ - =
SR CgLAX3cDNA (103)
TS LAX2At (104) ( FNCTFLL

TSR of exon1toxoo(PHLAX3) (103) 4 Q X E FNCTFLLFGS
e : —— Section 9

e T N ¢ consistent
CsAUX1 (157) VIQLI {R YRFGACCATTVFIPSFHN .
PIAUX1 (150) VIOLT < /MFGACCATTVFIPSFHN d ff
PHLAX1 (150) VIQLIECASNIYY d ‘BFGACCATTVFIPSFHN | el"ences |n Some
N 3 < FGACCATTVFIPSFHN . .
At (157 I [ N LR YRFGACCATTVFIPSFHN d
ZmAUX1 (160) VIQLT 3 FGACCATTVFIPSFHN Gmlnoacl s
TSLAX3AL(149) VIQLI S ‘R FGACCATTVFIPSFHN
NJS NU369422(147) VIQLI £ ‘R FGACCATTVFIPSFHN AUX LAX ( )
LAX3CDNA(‘|44] VIQLI y FGACCATTVFIPSFHN X arrows
TS LAX2AL (145) VIQLI S YR ‘R FGACCATTVFIPSFHN
TSR of exonttoxxx(PHLAX3) (144) VIO T HCA ey | DKRTWT Y@ FGACCATTVFIPSFHN
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Table of so fiar found genesiand 1
gene firagments

pin aux/lax
. . PinThir . . auxNT2-like LAXNT3
PinFirst PinSecond d PinFive Pinka2 auxNT1 auxNT2 A2/AS2 AS1 L3/LS3
complete contig n y n (Petr) y n y n y
short oligos: band 357bp/257hbp; 269bp/?2?; 736bp/736bp;
genomic/cDNA; Ta 55,4°C-62,8°C 67°C-69,6°C 63,7°C-64,6°C
cloning oligos: band 3200bp/xxx; 429§bp/150£)bp;
: : 5 65°C/63,7°C- = ?22/1496bp
genomic/cDNA; Ta 65°C o
65,4°C
EST confirmation y n y (NCBI) ? (NT2-like)? y y
parts exlto 3 ex1to6 ex1to6 ex 1and 2 ex1to8 ex 6to8 ex1to8

PORwholegenomicost | | |} |}y

. y (10.-
PCR short genomic - 11.7.08) y y (6.8.08)

TS T S S S R S T

promotr conti -—---————
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: 11
Conclusions

s  The auxin fransport" genes were identified in silicorandiftheir
Bresence confirmed inBY-=2'genome. Their expression has
een defected in BY-2 planits and cell culfure

¢  There seem 1o be many members; of both families (PLN and
AUX/LAX) ih tiobacco. L is necessary: 1o clone andisequence
whole genes (including infrens) to

- eliminate differences caused! by:
possible gene duplicationsior rearrangements
wrongly:spliced mRNAs
differentially spliced mRNAs

- and' identify true members of each family with different;
genomic sequence as' well' as functions
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