IX. APPENDIXES

APPENDIX A

Restriction Map of hsp70 gene of P. marneffei

A.) List of zero cutter

Aarl, Aatll , Afel, Aflll, Ahdl, Ajul, Alfl, Alol, AlwFI, Apal, ApaLl, Ascl, Asel, AsiSl,
Avrll, Bael, BamHI, Bfal, BfuAl, Bglll, Bmel580I, BmgBI, Bmgl, Bmrl, Bmtl,
BsaAl , Bsgl, BsiWI, BspEl, BspMI, BsrBI, BssHII, BssIMI, BstBI, BstXl, BstZ171,
BtgZl, CspCl, Dralll, EcoO109I, EcoRV, Fall, Fsel, FspAl, HaelV, HgiEll, Hindlll,
Kasl, Mfel, Mlul, Nael, Narl, NgoMIV, Nhel, Notl, Nrul, Pacl, Pasl, PflFl, Pmel,
Pmll, PpuMlI, PshAl, Psil, PspOMI, Psrl, Pstl, Pvul, Rsrll, Sacll, Sall, SanDlI, Sapl,
Sbfl, Scal, SexAl, Sfcl, Sfil, Sfol, Smal, Small, Spel, Sphl, Srfl, Sse232l, Sse8647I,
Sspl, Swal, Tsol, Tth11ll, UbaF7I, Xbal, Xcml, Xmal, Xmnl, Zral

B.) Graphical map of one cutter

1 2439

BzmF I Bt=l
Hpal AFLILI
Stul Poil
#EC1I Aoul
Ppil W=il
#Awall MeleT
#B=iEl BfrEl
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#Tzul #Tstl
#lhaFI Mz11
*Bzp0l Alel
¥Clal *5grAl
Rlefl IbaF3l
BarGl *Acll
#BzeY

Barl *Fapl
FPFIL10GT Mecl
¥AccI Oral
Hme I #Bstl]
Belal *Pfol
¥Bg11 B=tAPI
#Tagll FAlwNI
DOrdl Acelll
PFIMI
MspAll
Pywull
¥Papyl
EcaoNl
Bapad]
BzaBI

#BzaHI


http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=AarI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=AatII
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=AfeI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=AflII
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=AhdI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=AjuI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=AlfI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=AloI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=AlwFI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=ApaI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=ApaLI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=AscI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=AseI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=AsiSI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=AvrII
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BaeI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BamHI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BfaI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BfuAI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BglII
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=Bme1580I
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BmgBI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BmgI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BmrI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BmtI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BsaAI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BsgI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BsiWI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BspEI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BspMI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BsrBI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BssHII
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BssIMI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BstBI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BstXI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BstZ17I
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=BtgZI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=CspCI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=DraIII
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=EcoO109I
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=EcoRV
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=FalI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=FseI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=FspAI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=HaeIV
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=HgiEII
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=HindIII
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=KasI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=MfeI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=MluI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=NaeI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=NarI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=NgoMIV
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=NheI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=NotI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=NruI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=PacI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=PasI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=PflFI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=PmeI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=PmlI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=PpuMI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=PshAI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=PsiI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=PspOMI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=PsrI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=PstI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=PvuI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=RsrII
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=SacII
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=SalI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=SanDI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=SapI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=SbfI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=ScaI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=SexAI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=SfcI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=SfiI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=SfoI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=SmaI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=SmaI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=SpeI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=SphI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=SrfI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=Sse232I
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=Sse8647I
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=SspI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=SwaI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=TsoI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=Tth111I
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=UbaF7I
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=XbaI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=XcmI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=XmaI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=XmnI
http://tools.neb.com/NEBcutter2/enz.php?name=1bc07215-Pmhsp70_gene&enzname=ZraI
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C.) Graphical map of two cutter

1 2459
I [ [ 1l N (N
Tatl tEael Bassl *PaeRrI #Haell
BstEIL Mzpl BRuEl Eael
BamI EpuEl Mzel
HeyCHa Y Boivl #Haell
BomI Tatl #hAgel
HeyCHa Y Napl Bzall
Bam] *Agel *Ncil
HincII Bzalll B=oBl
¥AzpCNT BatEIl ¥Aval
#HincIl Bzs51 ¥PaeR?1
Mzel Nl *T1iI
Tthi11ll BpmI *rhol
#TEhi14 11 H4Bapl ] ¥hval
#BzpGI Boivl ¥TLiI
*Taul Bat¥l E=oBI
#AzpCNI Bat¥l Hxhol

D.) Graphical map of triple cutter

1 2459
110 T N I O e et 1 A 1/ [ I R Y (RN I

#Alul AcCe3] #Alul ERETE N BapHI
Blpl Banl FHpyoal Kpnl Bau3al
Bhl %Bzal Btsl ¥Accohl Szml
+EBCg] *EBcg] Neol +Eanl +Faul
Tagll Bzal #A1wl BapHI Ecil
#Faul #Faul #HindI TapRl *Bcgl
Sausal TapR1 Ecil Bzhl Blpl
Neol kpnl Blpl Bzal Sam]
Btgl #Banl TzpR1 Bzhl
Tagll #AcchS] #ECiI Ecofiml
Bgl Ecof?Ml BapHI
Ncol EcoaiMI ¥Hpy99l
Bzuaal #HingdI #Hpy391
saml Hindl
#35au96] Tagll

Bzuaal kpnl
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APPENDIX B

Recipes

A. Culture Media

1) Brain heart infusion (BHI) agar
BHI agar (dehydrated) 52.00 g
Distilled water 1,000.00 ml
Melt, disperse in tubes and autoclave at 121 °C 15 Ibs for 15 min. Allow tubes to cool

in slant position. Or, after autoclave, pour plates and allow to cool.

2.) BHI broth
BHI 37.00 g
Distilled water 1,000.00 ml

Dissolve, disperse 30 ml in each 125 ml-Erlenmeyer flask. Autoclave at 121 °C 15

Ibs for 15 min.

3.) Luria-Bertani (LB) Medium
LB 20.00 ¢
Deionized H,O up to 1,000.00 mi

Shake until the solutes are dissolved. Sterilize by autoclaving for 20 min at 15 Ibs on

liquid cycle.

4.) Sabouraud Dextrose Agar (SDA)

Dehydrated SDA agar (Becton Dickinson) 65.00 g

Distilled water 1,000.00 ml
Suspend 65 g of the powder in 1 liter of distilled water. Mix thoroughly, heat with
frequent agitation and boil for 1 min to completely dissolve the powder. Autoclave at
121 °C 15 Ibs. for 15 min.



104

5.) SOC medium
Per liter:

To 950 ml of deionized water, add:

Tryptone 20 g
Yeast extract S g
NaCl 0.5 g

Shake until the solutes are dissolved. Adjust the pH to 7.0 with 5 N NaOH.
Adjust the volume of the solution to 980 ml with the deionized water. Sterile by
autoclaving, allow it to cool to 60 °C or less and then add 20 ml of a sterile 1 M
solution of glucose.

The glucose solution is made by dissolving 18 g of glucose in 90 ml of deionized
water. After the sugar is dissolved, adjust the volume of the solution to 100 ml and

sterile by filtration through a 0.2-um filter.

B.) Solutions for working with bacteriophage A

1.) 20 % Maltose
Maltose 20 g
H.0 to 100 mi
Sterilize the solution by filtration through a 0.2-uM filter. Store the sterile

solution at room temperature.

2.) SM
Per liter:
NaCl 58 ¢
MgSQ4. 7H,0 2 g
1 M Tris-Cl (pH 7.5) 50 mi
2 % gelatin solution 5 ml
H,0 to 1 L

Sterilize the buffer by autoclaving for 20 min ar 15 Ib/sg.in. on liquid cycle.
After the solution is cooled, dispense 50-ml aliquots into sterile containers. SM may

be stored indefinitely at room temperature.
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A 2 % gelatin solution is made by adding 2 g of gelatin to a total volume of 100
ml of H,O and autoclaving the solution for 15 min at 15 Ib/sq.in. on liquid cycle.

3.) 10 mM MgSOq, (A diluent)

Per liter:
1 M Tris-Cl (pH 7.5) 10 ml
MgSQO4. 7H,0 2 g
H.0 to 1 L

Sterilize the buffer by autoclaving for 20 min at 15 Ib/sqg.in. on liquid cycle.
After the dilution has cooled, dispense 50-ml aliquots into sterile containers. A diluent

may be stored indefinitely at room temperature.

C.) Alkaline lysis buffers for minipreparation of plasmid DNA

1.) Solution I
50 mM glucose
25 mM Tris-Cl (pH 8.0)
10 mM EDTA (pH 8.0)

Sterilize by autoclaving for 20 min at 15 Ib/sq.in. on liquid cycle and store at 4°C.

2.) Solution Il
0.2 N NaOH (freshly diluted from a 10 N stock)
1% SDS

3.) Solution I
5 M potassium acetate 60 ml
Glacial acetic acid 115 ml
H,O 285 mi

The resulting solution is 3 M with respect to potassium and 5 M with respect to
acetate.
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D.) Solutions for working in genomic DNA extraction

1.) Osmotic medium [pH 7.0]
- 0.6 M sorbitol
- 100 mM Tris-HCI
Sterilize by autoclaving for 20 min at 15 Ib/sq.in. on liquid cycle and store at 4°C.

2.) ST buffer [pH 5.8]
-1.2 M MgSO4
- 10 mM sodium phosphate
Sterilize by autoclaving for 20 min at 15 Ib/sq.in. on liquid cycle and store at 4°C.

3.) Lysis buffer [pH 8.0]
- 10 mM Tris
-1 mM EDTA
- 1% sodium dodecy! sulphate

Sterilize by autoclaving for 20 min at 15 Ib/sq.in. on liquid cycle and store at 4°C.

E.) Reagents

1.) 50X Tris-acetate (TAE) buffer

Tris base 242 g
Glacial acetic acid 57.1 ml
0.5 M EDTA 100 ml

The working solution (1X) contains 0.04 M Tris acetate and 0.0001 M EDTA

2.) 6X agarose gel-loading buffer

Bromophenol blue 0.025 g
Xylene cyanol FF 0.025 ¢
Glycerol 3 ml

Distilled water 6.95 ml
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