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Appendix A

GeneRuler™ 1 kb DNA Ladder

bp ngl0.5pg %

1003 6
30 6
70 14
30 6
0 6
0 6

14

5

5

5
60 12
% 5
25 N5
25

1% TopVision™ Agarose (#R0491)

0.5 pgtoie,;8 cm length gel,
IXTAE 7 5 mn

1 kb DNA marker (FERMENTAS)



Appendix B

Xmnl 2009

Scal 1890 Nael 2707 Z)all il
f1 ori\ é‘gﬂ: e
BstZl | 31
BeZ1 | 48
hoe pGEM®=-T Easy lacZ 2‘;’2'" 38
Vector EcoRl | 52
(3015bp)
Spel 64
EcoRI | 70
Notl 77
BstZI 77
Pstl 88
on Sall 90
Ndel 97
Sacl 109
BstXI |118 &
Nsil :ﬂ g
T spe E
PGEM®-T Easy Vector sequence reference points:
T7 RNA polymerase transcription initiation site 1
multiple cloning region 10-128
SP6 RNA polymerase promoter (-17t0 +3) 139-158
SP6 RNA polymerase transcription initiation site
pUC/M13 Reverse Sequencing Primer binding site 176-197
lacz start codon 180
lac Operator 2 -216
P'lactamase coding region 1337-2197
phage fl region 2380-2835
lac OPEron sequences 2836-2996,166-395
pUC/M13 Forward Sequencing Primer binding site 2949-2972
T7RNA polymerase promoter (-17 to +3) 2999-3

pPGEM-T Easy Vector map and sequence reference points.



Appendix C

Hind 1l
Sac |

BamH
| BstX |
EcoR |
BstX |
Not |

£8

Xho |

Sph |
Xba |

SnaB |

Comments for pYES2:
5856 nucleotides

GAL1 promoter: bases 1-451

T7 promoter/priming site: bases 475-494

Multiple cloning site, bases 501-600

CYC transcription terminator bases 608-856

pUC origin: bases 1038-1711

Ampicillfn resistance gene: bases 1856-2716 (C)
3gene: bases 2734-3841 (C)

2 micron (p) origin: bases 3845-5316

f1 origin: bases 5384-5839 (C)

(C) = complementary strand

pPYES-2 Vector map and sequence reference sites.
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Appendix D

Total  1kb
RNA DNA Marker

Total RNA isolated from A [amorckii leaves

69
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Appendix E

kb 2.3kb 1kb 23 kb
DNA Marker  PCR product | DNA Market PCR product

2.3 kb PCR product using cDNA from A. tomarckii leaves as template. Left.

First PCR and right, second PCR using the same condition.



Appendix F

14 1 2 3 4 5
DNA Marker

Example of plasmid liagation checking by using EcoR\ digestion, lane 1 and
lane 2 showed expected insertion of the bands at 2.3 kb, while lane 3, 4 and 5 are

false positive results of white colonies.

11



72

Appendix G

Nucleotide sequence and translated amino acid sequence alignments of
AIOSCs. QW motif is squared with single line. MWCYCR motif is squared with dot line.
And DCTAE motif is squared with double line.

10 20 30 40 50
clonel ATGTGGAGGCTGAAAGTAGCAGAAGGGCATGGGCCATGGTTGTACAGCAC
M R L KV AE P LY T
clone3
M R LKV AEGHTGP LY T
cloned ..C .G C..
M R LKVAEGHTGT@P LY T
clones
M R LKV AEGHTGTP LY T
cloneb
M R L KVAETGHTG@P LY T
60 70 80 90 100
clonel CAACAACTTTGTTGGTAGACAAATATGGGAATTTGACCATAAAGCAGGCA
NNFVGR g I EFDHKASG
clone3
NNF VGR o | E F DHKAG
clones ..C. 6% ..T..CCG.G
NNFVGR T E FDPEASG
clones
NNFVGR o | EFDHIKASG
cloneb
NNFVGR o I EF DHKASG
110 120 130 140 150
clonel CTCCAGAGGAGCGAGCAGAGGTCGACAAAGCTCGAGAGAGCTACCGAAAA
T PEERAEVDIKATRE Y R K
clone3
T PEERAEVDIKATRE Y R K
cloned *AORN.GLUINGT 1IGA. AG
TPEERAEVEZKLRETDY oK
cloneb
T PEERAEVDIKATRE Y R K
clone6
T PEERAEVDIKARE Y R K
160 170 180 190 200

clonel  AACAGGAAAAATATGTCTGGTGCTGAAGCTTGTGGTGATCTCATAATGCG
NR KNWM GAEACGDLTIMR

clone3

NR KNWM GAEACGDTLTI MR
cloned A C.A ..C. 1C..

N R KNL GAEPCGDTLTI MR
cloneb

NR KNWM GAEACGDTLTI MR
cloneb

NR KNM GAEACGDTLTI MR R



clonel
clone3
cloned
cloneb

clone6

clonel
clone3
cloned
cloneb

clones

clonel
clone3
cloned
cloneb

clone6

clonel
clone3
cloned
cloneb
clone6

210 220 230 240 250
TTTGCAGCTCAAAAAGGAGAATGGAATTGACCTAAGCATTCCACCAGTGA
Lo LKKENGI DL I popV
Lo LKK NGI DL I v

T 16, T A" Peca
LQLKKAE G I DL IppTA
L oLKKENGI DL | p p V
LoLKKENGTI DL I popV

260 270 280 290 300
GAATTGGAGAGAGCGAAGAAATTACCCATGAGAAGGTTACCACTGCTTTG
I E I HEKVTTATL

R E E
R I G E EEI THEIKVTTA
.C, A, >
RI GENTEEI TYEKVTTAIL
R I G E EEIl THEIKVTTAIL
R I G E EEI THEIKVTTAIL
310 320 33} 340 350

AGGAAG?EGQJTCTATTAAACCGTGCGATAIAAGCAAAAGACGGGCATTG
K

Lt NRAIT QA DG H

R «x AV é L NT RAIl o Ak DG
R «x AV E. t NR Al o Ax DG ~
R «x AVR it NRAIT ¢ Ax DGH
R« AV.. +t NRAI o Ax DG H
360 370 380 390 400

GCCGGCTGAAAATTCAGGTCCAATGTATTTTACACCACCTCTGATCATTA
e N GPMYFT®PPLII

P A e N GP MY T PP L 1
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P A e N GPV e e TPP L 1 |

P A e N GP MY TP P L |
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clonel GTTGCGAGAGCCCGAAAATGGATTCTTGACCATGGCGGAGCAACAGGGAT
Vv A R I L H AT G I

A R K G
clone3
AR ARK | L D G GATG I
cloned A.. -C.
| AR AR K |l L DHGGAT A I
cloneb T
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clonel ACCCTCTTGGGGAAAAACTTATCTCTCGGTCCTTGGAGTTTATGACTGGT
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