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APPENDIX B
The dendrogram based on the SRAP and EST-SSR data showing the genetic

relationships among 47 H.tuberosus genotypes
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Figure B1 The dendrogram based on the SRAP primer data showing the genetic
relationships among 47 H.tuberosus genotypes based on the UPGMA

clustering for Dice coefficient

=

| ‘m
LI

et et et et D \D

=
-

=

—

l
sy

9.

0.54 0.64 0.75 0.85 0.95
Cocefficient

Figure B2 The dendrogram based on the SRAP primer data showing the genetic
relationships among 47 H.tuberosus genotypes based on the UPGMA

clustering for Jaccard coefficient
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Figure B3 The dendrogram based on the SRAP primer data showing the genetic
relationships among 47 H.tuberosus genotypes based on the UPGMA

clustering for Simple matching coefficient
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Figure B4 The dendrogram based on the SRAP primer data showing the genetic
relationships among 47 H. tuberosus genotypes based on the WPGMA

clustering for Dice matching coefficient
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Figure BS The dendrogram based on the SRAP primer data showing the genetic
relationships among 47 H.tuberosus genotypes based on the WPGMA

clustering for Jaccard coefficient
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Figure B6 The dendrogram based on the SRAP primer data showing the genetic
relationships among 47 H.tuberosus genotypes based on the WPGMA

clustering for Simple matching coefficient
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Figure B7 The dendrogram based on the SRAP primer data showing the genetic
relationships among 47 H.tuberosus genotypes based on the Single linkage

clustering for Dice coefficient
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Figure B8 The dendrogram based on the SRAP primer data showing the genetic
relationships among 47 H.tuberosus genotypes based on the Single linkage

clustering for Jaccard coefficient
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Figure B9 The dendrogram based on the SRAP primer data showing the genetic
relationships among 47 H.tuberosus genotypes based on the Single linkage

clustering for Simple matching coefficient
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Figure B10 The dendrogram based on the SRAP primer data showing the genetic
relationships among 47 H.tuberosus genotypes based on the Complete

linkage clustering for Dice coefficient
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Figure Bl11 The dendrogram based on the SRAP primer data showing the genetic
relationships among 47 H.tuberosus genotypes based on the Complete

linkage clustering for Jaccard coefficient
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Figure B12 The dendrogram based on the SRAP primer data showing the genetic
relationships among 47 H.tuberosus genotypes based on the Complete

linkage clustering for Simple matching coefficient
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Figure B13 The dendrogram based on EST-SSR data showing the genetic relationships
among 47 H.tuberosus genotypes based on the UPGMA clustering for Dice

coefficient
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Figure B14 The dendrogram based on EST-SSR data showing the genetic relationships
among 47 H.tuberosus genotypes based on the UPGMA clustering for

Jaccard coefficient
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Figure B15 The dendrogram based on EST-SSR data showing the genetic relationships
among 47 H.tuberosus genotypes based on the UPGMA clustering for
Simple matching coefficient
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Figure B16 The dendrogram based on EST-SSR data showing the genetic relationships
among 47 H.tuberosus genotypes based on the WUPGMA clustering for

Dice coefficient
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Figure B17 The dendrogram based on EST-SSR data showing the genetic relationships
among 47 H.tuberosus genotypes based on the WUPGMA clustering for

Jaccard coefficient
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Figure B18 The dendrogram based on EST-SSR data showing the genetic relationships
among 47 H.tuberosus genotypes based on the WUPGMA clustering for

Simple matching coefficient
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Figure B19 The dendrogram based on EST-SSR data showing the genetic relationships
among 47 H.tuberosus genotypes based on the Single linkage clustering for

Dice coefficient
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Figure B20 The dendrogram based on EST-SSR data showing the genetic relationships
among 47 H.tuberosus genotypes based on the Single linkage clustering for

Jaccard coefficient
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Figure B21 The dendrogram based on EST-SSR data showing the genetic relationships
among 47 H.tuberosus genotypes based on the Single linkage clustering for

Simple matching coefficient
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Figure B22 The dendrogram based on EST-SSR data showing the genetic relationships
among 47 H.tuberosus genotypes based on the Complete linkage clustering

for Dice coefficient
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Figure B23 The dendrogram based on EST-SSR data showing the genetic relationships
among 47 H.tuberosus genotypes based on the Complete linkage clustering

for Jaccard coefficient
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Figure B24 The dendrogram based on EST-SSR data showing the genetic relationships
among 47 H.tuberosus genotypes based on the Complete linkage clustering

for Simple matching coefficient
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Chemicals and biochemical reagents
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Chemicals and biochemical reagents

1.1 Chemical for DNA extraction
Extraction buffer

100 mM Tris-HCl pH 8
50 mMEDTA pHS8
500 mM NaCl

8.3 mM NaOH

1.25 % (w/v) SDS

0.38 % (w/v) Na bisulfite

T5E
+ 50 mM Tris-HCl pH 8
« 10 mMEDTA pHS8
TE buffer

o 10 mM Tris-HCl pH 8
« 1 mMEDTA pHS8

10X TBE
o Tris-base 108 ¢
» Boric acid 55 g
« 0.5MEDTA (pH 8) 40 ml
6X loading buffer

« 0.25 % bromophenol blue
« 0.25 % xylene cyanol
« 30 % glycerol

All of chemicals and reagents used in this study were analytical reagent grade.

Glacial acetic acid, boric acid, chloroform, ethylenediamine tetraacetic acid (EDTA),
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hydrochloric acid, isopropanol, methanol, potassium acetate, potassium chloride,
potassium hydroxide, sodium acetate and manganese (II) chloride-4-hydrate were
purchased from BDH, England. Acrylamide (electrophoresis grade) was obtained from
Amersham, Sweden. J-D-galactoside (X-Gal) was supplied by Amersham, Canada.
Ammonium persulfate (electrophoresis grade) and sodium hydroxide were purchased
from UNIVAR, Australia. Bacto™ agar, tryptone and yeast extract were supplied by
DIFCO Laboratories, U.S.A., O-mercaptoethanol were bought from SIGMA, U.S.A.
sodium borate, sodium chloride. Calcium chloride dehydrate and N,N,N,N-
tetremethylethylenediamine (TEMED) were purchased from Fluka, Germany and Fluka,
Switzerland, respectively. N,N-bis-methylene-acrylamide and sodium dodecyl sulphate
(SDS) were obtained from Bio-Rad, U.S.A. 5-Bromo-4-chloro-3-indolyl-bromophenol
blue (X-Gal) and glycerol were supplied by Fisher Chemicals, U.K. Agarose (molecular
biology grade) was obtained from Research Organics, U.S.A. Ethanol was bought from
Merck, Germany. Isoamyl alcohol, ethidium bromide and MOPS were purchased from
BioBasic Inc., Canada. Ampicillin was supplied by A.N.B. Laboratory, Thailand.
Equilibrated phenol was bought from USb, U.S.A. GF-1 GEL Recovery Kit was bought
from Vivantis, Malaysia. Isopropyl thio-beta-D-galactoside (IPTG) was obtained from
Gibco BRL, U.S.A.Tris Ultrapure was supplied by USb, U.S.A.

2. Preparation of 60 ml polyacrylamide for SCI-PLAS (16.5x20cm) apparatus

Electrophoresis
Chemicals reagent Concentrations Volume
TBE buffer 5X 12 ml
Polyacrylamide, BIS 45% 8 ml
TEMED 0.008 % 25 pul
10% Ammonium persulphate (APS) 10 % 600 pl
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2.1 Fix solution: 5% Acetic acid glacial
2.2 Silver solution: Silver nitrate 0048 g
5 M NaOH 240 pl

30% Ammonium solution 1.5 ml

Distilled water 300 ml
2.3 Developer solution: sodium carbonate 10 g

37% formaldehyde 100 pl

Distilled water 500 pl
2.4 Stop solution: 5% Acetic acid glacial

3. Instruments

Instruments used in this study were manufactured by following manufacturers;
Auto pipette from Bio-Rad, U.S.A or Gilson, France; centrifuge bench top from Bio-Rad,
U.S.A; double distilled water maker from Hamilton, England; 96 well plate reader from
Bio-Rad, U.S.A, freezer -20°C from Hitachi, Japan; freezer -80°C from Harris, U.S.A;
gel document from Bio-Rad, U.S.A; GelMate 2000 from Toyobo, Japan; ice maker from
Newton, Thailand; 37 °C incubator from Sheldon, U.S.A; incubator shaker from
Takigen, Japan; Laminar flow from Woerden, Netherland; Magnetic stirrer hotplate from
Framo-Geratetechnik, Germany; Microwave from National, Japan; SCI-PLA(
16.5x20cm) apparatus Electrophoresis from Bio-Rad, U.S.A;Minnie-the-GelCiCle™
submarine-agarose Gel Unit HE33, Hoefer Amersham, U.S.A; Oven from Stuart
scientific, England; pH meter from Hach, U.S.A; Gradient palm cycle PCR machine from
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Corbett Research, Australia; Sorvall Super T21 Centrifuges from DuPont, U.S.A;
spectrophotometer (UV-VIS) from Jasco, Japan; spin centrifuge from LabTech, Korea;
Speedvacuum from Hitechtrader, England; Electrophoresis Gel apparatus from Vilber
Lourmat, Japan; Vortex-2 GENIE from Scientific Industries, U.S.A and Water bath from
Heto, U.S.A. '
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