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APPENDIX A
SEQUENCE OF OPEN READING FRAMES 2 (ORF2) AND OPEN READING
FRAMES 11 (ORF11) FROM T3SS-1 OF B. PSEUDOMALLEI K96243

ORF2

>AF074878.2: 25391-26344 Burkholderia pseudomallei putative type Il secretion
system-associated gene cluster, complete sequence
ATGCCTGCACGAAAATCCTCCGAGGAGGCTTGCGTGAATCGCTCATTTCGTTCTTCCAATCATT
TGTCCTCGCCGGCCCAGCTGCAACAGTCCGCAGATGCGCAGCAGCGCGCCGLCGACCETCAGG
CGGCGCGCAACAGCGCGELCTGACCGCGEGCGCTGTATCGCGGCACGACGAATTTCACCTACAGCA
AAGATCCTGCGCCACGCGGCAGGCTGCCGAGCGTCTCCAAGACGAATGCCCTTGCGCGAAAGC
GCAAGATCACGAGCCGGTTGCGTCGAAACGCCGCCGGCAACGGCGATGGCGACGACGTTGACG
GCGCGCTCGTGCCTCACTTCGAAGCCGAACCGGGCGGGGACCGCGATCGCGGTGGECETGGGG
GACGGGAGCAACCGCGCGACGATCCTATGGATATCGAAACTTGCAGGCGGCTTCCTCGCATGC
AGGCGGCCGAATCGCGCGECCGCEGECTGCCCCACGCGGECCGCTTCGATGCEETCGCCGATCTGC
ATGCGGCCCCCGGTCAGGAAGGCGAGCGCGCCGACGCGATTGCCCGGGCCTGGGAGAGCGAGA
TGTTCGGACTCCGAGTATTTTCCCCCAATGCGCCACGCACGGCGGAGATTCTCGAATTGTCGTT
GGACTTTCTTCTCATCCAGCGACGCATCGGGCCGATTCCCGTTAGTACGCTCGCCAGGCTGCGC
GAGTCTCCTGCTCCCACACCGGTTGCTTGCGGCCGAGATCGCCTGCCTGGCGAGACGGCGLCG
GACGACAGACGGCGCTTCAATCTGCTCTTTCCGTTGCTGTGGTTGCAGGCGGGCATGCCGAGAA
CAGCCATCCGCCTCGATTGCGCGATCGCCAAGCTGCTCGCGATCCGCAACGCACTGCCTGACAA
TCCGCTAGCAACAGATGACGCGCAAGCGGAACCGACACCGGCACCTCACGCCTCATCGAGCGA
ATGA
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ORF11

>AF074878.2:1064-4927 Burkholderia pseudomallei putative type Ill secretion system-
associated gene cluster, complete sequence
TCACTCCCCCGTCTTTACGGCACTTCCATGCGTGGAGCGGCCGCCAACGTCCGACGGTGCGTCC
CCCCCGGCTTGAACCGATCCCACCGAGACGGGATGCCTCGCCAACGCCACGGGGTCGACATAC
TCCGATGCGGCTTGATGAGCCAGCACCTGAACCGTGGAAGTACTAGACGATTTTTTCGCCTCCA
CGCCGAATACGTTGTGCAGACCCACCGATTTTGCAGACGACGTCTCCACATAGTGCTGTATGGA
ACTGGGCCGCCAACTCGCCGAGTTCTCGATGACTTCCGCATAGCGCCGCCGAAGTTCGCTGACG
CGGTTTTTACTCGTACCAAGCATCTGCTCAAGATCGATTTGAGCGCGGTAGTGATTGAGCGCTG
ACGCAGCTTCCTTTGTCATCCTATATGAAGCGACATAGGTTTCCGGCACCTCGGGACGCAGCGG
GCGGTTTACGCCCCGGCCCAGTTCTGAAGCGAAGAATCGGTTCAATGCCGCCTCGCCTTCAGCG
TCGGTCTTACCCATTGCCTTGACCCATAGCGGATAGTCGCGCGCGATCAGCTCCACCGCACGCC
GGCCGCGGTTGCGCGTTCGCTCCAGAATAGCCAATTCGGAATCGACCATGCCGTCACGCAAGC
GGATAGCCACGGAAGCCCCCTCCTTCGCGGAGAAAAGCGTACCTCCGACGCTGAATGCCTGTG
CGCTGGCGCTCGCCGACGTACTGAAATCCGGCGTCGGATTGAGTTGATAGGATTCGCTCGCGTT
CAGGCCGGCGTTCCATGTCACGCTGGTTGACGACGATTGGTCAAACTTGTGATTCCCCATTTTA
TTATCCAGCTCTCGAACCGCTTTATGCCGCCGCCATTCCCGCTTCACGCCGATGCTGGCACTTA
CCCCCGCCCCTCCGCGGAAATCGCCGCCGCTGCTGCTTGCCTTCACCCCCGCCCCAACGGLLG
CCGAAGAGCTAATGACATTTTCCTCCTTCTCGGTCATGCCGATTCCAATCTCACCAGCGTTCAC
ATATTCTTCCGCCAACCTTTCCAACAGGTCTGCGGAATCCGCTGAGTTACCGATGATCGACAGG
CAATCTTGCGCCCAGCCGCGCCACGCCTCCCCGCCTCCCAAAGATCCCGCCCTCGGCACAAACC
TGACAATCGCGCCCTTTTCCCTGGTTTGCTCGGCGCTGACGAGTTCCAGGTTCGCGGAACCGCC
GGCGCGCACGACATGGATGAATTGAGGCCCGGCGAACACCGATGCGCCGACTTTGAGTTTCTG
GCTGTTCGCCCGTGTCACGGCGATCAATCCCCCCCTGCCTGATGCGCCGCCGATCTCGACAGTG
GCAACCCGCCCTCCGCCCGCTCCAAGCGTAGGCGAAACACTGACAAGTGGCCCTATGGATTGC
GAATCGCCCAGCGCCAATCCTCCGACTCCGCCACTGGAAAATTTCAAGGACTTCCCCGCCCGGT
ATCGAGCCACGATCTCCGAGAACGCACTGAACACCGAGGTCCGATCGCCTAACTCCGGAATTTC
CCCATACCCGTTATTCGAAACCGATCGGAGATCATTCAATTGCCGCCGGAAATTTCCGTCATCC
AATCCCGCCTCGGCCGCCCATCTTTCCAAGACGTCGACAGAGAATCCATTATTCAGATCCCGAC
GAATAGACTCGAACTCCAAACTCCTTTTGACCGCATCGTTCCTGCCACCTGCCACCGCGAGAGC
CACCCACTTTTTCAGGTCATCCGATTTTATTTCAATTTTAGATGAAAACCCGTCGATCTTTAGTT
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TTTCGAAGACACGACTTACAACCTCCGATCTTGCCTTCGCCACGCCTGCGLCTGCECLTGLGLC
TGCGCCTGCGCCTGCGECCTECECCTGCGECCTGCECCTGCGCCTGCACCGGATTCTCGATATTTT
TCAATCAATGAATGGAATGCGGGCGCAATCTTTTCATTGAATACGTCTTCCCGCAGAAACCCGC
CCAGCAGCAACCCCTCCTCCAGCATCCCGACCGGGETTCTTCCTGTGACCGAAAGCGCCCGCTAT
ATCGTCCCCTATTCGCCTGAGCCTGCCAGTGAGATTTTTCCCTCTGGGAATCGCACGGTCGGLG
TACTTGTTAAGCT TATACAAGCGCTCGAAAACGAGACGGGCCTTCCTCTCGTCGGCGAGCCCAT
TTCGCCATTTGAAGTAAGCGATCTTCTGTTGCATTGGAATGGCCGCTCTTGCCGCCGCCCCGAT
CGGAATATTGCCAATGTCGGGTGCGACAGCCAACGCGGCCCGCAACTTGCCGATCGCCTTTTGG
GCGGACGCCTGCCCCATCGGATCGACACTGGAAACCGATGCACGTGCGCCCGGACCTTCGGCA
TTGGCATTCAAAACCTTATCGAGATCCGCAACCGTTGCAATATCACGCCGAATTCCAAGCGGCA
GCAGTCTGACCAGCTCGCCGGCTTGTTCCAAAGCGTCCATTACATCAGCTTGTTCGCTGCTCGA
CAGCATCGCAACCGCGCCTAGCGCCTTGGCTCCATTATCACGATCTATCGATATCAGATTGGCG
GCGCATGCCAACGCATCGATCGACAGACGCTCTTCTTGATAAATCGAGCCAAGGTTATCCACTA
CTCTCGAAAAGTGGTACTCGCGCTCCETCCTGTCGCCCGAACCGCCAAGCGCCTCGGLCGAAAC
GATCTGCGCCGCGGCAAGCATATCCTCCAGAGAATCAGGCTTATATGCCGCATCGAGCTTTTCA
TGAAGATATTGCGCAATTGCAAGCGCATTTCGATAAACCGATTTTTGCTCGGCATGATGCTCCC
GGCCGGTGATACTCGGCGGAATGCCTAAAATATCGAGCGACGTCCCGCGCGCGCTCACCAGAA
CGCGCTGCATCGAATAGGATTGGCGCTTCAGCTGAAGATCAGGGCGCTCGGTCGACATGCCGL
AGTAGTTGCGGAGCAATCTAGCCGCGGCCCGGCCATTCTGTTTAAGAACCACGGCCGCCGCGETA
CATCAGCTGATGCATTCGTTGAAGACGGGCGGCCCCTCCCGGATCGAAATCGGCAATCCATCCC
GACAGCGCTTCGCGGCCTTCCTCGCCCGTGAAAAGGGACATCGCCAAATGCCGGGETTTCGGLG
TTTTCGAGCGCCGTTAATTTTCGCTCGGCGAACGCGATTTGATCGTTCGCGGGATCGGTTACCC
CGAACATCACGATGGCCATTTGCCTTGCCTTATCCGCACGGCTCAAGCCGTCAGGACGLGTCGC
GACGTCGATTATTTCGCTGTGCCCGCCGATCATAAATGCGTTGTCATCCGGCGTCCCGGCCAGT
GATTCGCCTGGCCTGCAATCCGACAAAAGCACGTCCGTCAAATGATCGGCATTCGACGGCGCGG
CCTTTCCGGACACCCCACCCGETGACGTTCAAAAATACATCCCTGCTGETTATGCCCAGACCCGEGC
ATTACCCTGCACCAACGCGCGTGCGAACGGGGCCGTTTCGATCCGCTTCGGCAGTTTTCCGTCA
AGGCGGGGGAGCCCCTCGGCACGCGTGCTTTCAGGCAAGCTCGCATGGTCCGGACGAACGGGT
TGCGCACAAACCTTGTCCCTCTGATATAGCCCTAGCACCTGCAGGGAAAGCGGTATCGCGGGAG
TTCCGCCTTTGACCTTATCAGCCGTTTTGTTGAGCGGCGCCGGCTGAACGAAAGATCTCGATTC
AGCGCCCGCCACGCGATCTGGCTCGCGTGCCGGACCAGCCGCCGCAGGATCGGACGLGETCGEL
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TTCGGACCGCCTCGAACTCAAATCACTTTGATGAATGGATGCACCGCTTGATCGAATAATCACA
GGCATGATCTC AAAAAGAGCATCGACGTCAT



APPENDIX B
BLASTN RESULTS OF B. PSEUDOMALLEI K96243
AND PRIMERS BLAST OF ORF2 AND ORF11

= An official website of the United States goverment Here's how you know v

m National Library of Medicine

National Center for Biotechnology Information

BLAST ® » blastn suite » results for RID-66PBVBIN016 Home RecentResults Saved Strategies Help
Save Search Search Summary v © How to read this report? @ BLAST Help Videos DBack to Traditional Results Page
Job Title AF07487 kholderia pseudomallei putati Filter Results
RID 66PBVBJNO16 Search expires on 06-09 03:03am Download All v
Program BLASTN @ Citation v Organism  only top 20 will appear [ ] exclude
Database nt Seedetails v Type common name, binomial, taxid or group name

+ Add organism
Query ID AF074878.2
Description Burkholderia pseudomallei putative type Il secretion syste Percent Identity Evalue Query Coverage

Molecule type  nucleic acid ‘ to

Query Length 29814

Other reports Distance tree of results MSA viewer @ m
Descriptions Graphic Summary Alignments Taxonomy

L el [ Jel

Sequences producing significant alignments Download ¥  Selectcolumns ¥ Show 100V | @
select all 700 sequences selected GenBank Graphics Distance tree of results ~ MSA Viewer
Max  Total O E P
Description Scientific Name o oo Bvey “ Acc.len  accession
- - -

Score Score Cover value Ident
- - - - v

secretion system-a

Burkholderia ps. 55057 57338 100% 00 100.00% 29814

Burkholderia ps 54743 63082 100% 00 3143756

Burkholderiaps... 54737 63077 100% 00 3143428

54704 61351 100% 0.0 3144827
54704 61351 100% 0.0 3144273
54665 61318 100% 00 3138372
54665 63005 100% 0.0 3142999

54665 61312 100% 0.0 3117866

54626 61273 100% 0.0 3139758

54626 61273 100% 0.0 3140230

52916 56193 96% 0.0 3216446

52878 56154 96% 0.0 3214293

Burkholderia psew

urkholderia pses 52772 56032 96% 00 3184745

Burkholderia ps 52728 57694 100% 0.0 3156645

Burkholderia pseudomallei strain BGK chromosome 2

52717 55993 96% 0.0 99.61% 3179106

52717 55993 96% 0.0 99.61% 3181762

52623 59415 100% 0.0 99.52% 3233516

N NN E N E NN E NN E <<




ORF2 primers

Primer pair 1

49

Sequence (5->3) Templatestrand  Length Start Stop Tm  GC% Self I Self 3' I
Forward primer ~ CTCACTTCGAAGCCGAACC Plus 19 25719 25737 58.55 57.89 8.00 0.00
Reverse primer ~ AGTCCGAACATCTCGCTCTC Minus 20 25968 25949 59.26 55.00 4.00 0.00
Product length 250
Products on intended targets
>AF074878.2 Burkholderia pseudomallei putative type IIl system- gene cluster,
product length = 250
Forward primer 1 CTCACTTCGAAGCCGAACC 19
Template 25719 .. 25737
Reverse primer 1 AGTCCGAACATCTCGCTCTC 20
Template 25968 ... 25949
ORF11 primers
Primer pair 1

Sequence (5->3') Template strand Length Start Stop Tm  GC% Self Self 3'
Forward primer ~ AAGCGTAGGCGAAACACTGA Plus 20 2426 2445 59.97 50.00 4.00 1.00
Reverse primer ACGATGCGGTCAAAAGGAG Minus 19 2760 2742 5816 52.63 2.00 0.00

Product length 335

Products on intended targets
>AF074878.2 Burkholderia pseudomallei putative type Il secretion system-associated gene cluster, complete sequence

product length = 335
Forward primer 1
Template 2

AAGCGTAGGCGAAACACTGA 20
.................... 2445

ACGATGCGGTCAAAAGGAG 19
................... 2742

Reverse primer 1
Template



APPENDIX C
EQUIPMENTS AND INSTRUMENTS

Name Source

Autoclave Hirayama, Japan

Autopipettes (1, 20,100, 1000 ul.) Satorius, Finland

Balance Denver instrument, Germany
Electrophoresed ELITE 300 plus,Wealtec corp.
Flask (250 ml) Pirex, USA

Centrifuge HERMLE, Germany

Class Il Biohazard Safety Cabinet Thermo scientific, USA
Incubator SHEL LAB, Sheldon mfg. Inc.
96-well plate Thermo scientific Nunc, Denmark
Heat block Hangzhou Miu instruments
Fluorescence plate reader Thermo varioscanlux

Mixture Scientific industries

Nanodrop Thermo Fisher Scientific, DE,USA
Tips(10,200,1000ul) Thermo scientific, Mexico

Thermocycler BIO-RAD T100,Singapore



