!
31 Trypanosoma evansi '
3.2 (mice)
3.3 Anion-exchange chromatography (Lanham and Godfrey,
1976)
3.4 DNA
3.5 small subunit rRNA gene
3.6 minisatellite DNA PCR
3.7 isolate \/Ph03

31 Trypanosoma evansi

T. evansi ' ' 5 isolates ( 3.1)
3.1 T. evansi
Isolate host
Npl 82 Vrigj
University of Brussels .. 2528
Belgium
VPs
VPh03 16
.. 2546
VPd03G 24
.. 2546
VPdO3R 24

.. 2546
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3.2 (mice)
Tevansi 1 -70
(mice) I 0.1
1
Rapid Matching Methods (Herberts and Lumsden, 1976)
108109 trypanosomes / 1 heparin
20%
glycerol PSG (phosphate saline glucose) 100
20% glycerol PSG 200 -10
3.3 Anion-exchange chromatography Lanham and
Godfrey (1976)
PSG buffer stock PS buffer 55
glucose 1% glucose DE52 DEAE cellulose (Whatman®, USA) 1.2
PSG huffer 10 pH pH 8.0 01 M
NaOH PSG huffer 10
column pasture pipette DE52 DEAE
cellulose PSG buffer syringe )
T. evansi PSG buffer
( 1:1) 400 PSG buffer column
elute plastic centrifuge 15 buffer elute
buffer elute 5000 [  (rpm, round per minute)
10 PSG buffer
400 DNA
34 DNA
DNA Zhao (2001)
T. evansi Anion-exchanged chromatography (Lanham and
Godfrey, 1976) 3.3 200 15
lysis buffer (660 mM EDTA 1.3% AZ-Lauroylsarcosine) 60 proteinase K

(2 / )3 vortex (incubate)



14

(waterbath) 2 CTAB buffer
(cetryltrimethylammonium bromide) 350 vortex
60 1
phenol: chloroform: isoamylalcohol (25:24:1) 400 vortex
13,000 / 10
DNA 4M NaCl 40 absolute ethanol
1 -20 30
13500  / 30
70% ethanol 1 13,500/ 30

70% ethanol 1
DNA 200
DNA -20

small subunit rRNA gene

35.1 small subunit rRNA gene PCR
primer 3 1
12181-2251 185 rRNA gene 2 ITSL region
1-337 3 1-100 5.8 rRNA gene
DNA sequence T. evansi GenBank (accession number
U75507) PCR 510 31
DNA solate 34 DNA) 5
PCR 1 PCR Ixbuffer MgCI21.5 M

dNTP mix (Eppendorf, Germany) 0.2 M forward primer (5' GAT ATT GCT TCA ATA
GAG GAA 3) 0.2 |IM reverse primer (5" AAA GAT TGG GCA ATG AAATGA 3) 0.2 (
M Platinum®Tag DNA Polymerase High Fidelity (Invitrogen, USA) 5 unit

50 thermal cycler
(PCR Sprint, ThermoHybhaid) initial PCR activation
94 5 dénaturation step 94 30
annealing step 41 30 extension step 72 45

35 final extension 72 5
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35.2 PCR agarose gel electrophoresis
PCR 10 loading dye 2 marker
100 base pair DNA ladder (SibEnzyme, USA) 2 loading dye 2
(well) 2% agarose gel chamber  IXTAE
400 100 45 gel
PCR UV (ultraviolet)
353 PCR
PCR QIAquick® PCR purification kit (QIAGEN®),
USA) PB buffer 5 PCR
( PCR 40 PB buffer 200 )
column ' 13,000 / 1
PE 750 column 13,000  /
column 15 EB 40 (
PCR ) 1 13,000 /
PCR ' 40 -20
354 (clone) PCR (plasmid)
3.54.1 ligate PCR
ligate PCR  pGEM®-T Easy Vector System I (Promega,
USA) ligation IxRapid ligation buffer, T4 DNA Ligase 5
PGEM®-T Easy Vector 50 PCR 3
T4 DNA Ligese 3 Weiss units 1
4 24
3.5.4.2 Transformation
Bacto® LB agar Ampicillin 100 /
transformation IPTG (Isopropyl-P-D-Thiogalactopyranoside) 0.1 M
100 X-gal (5-Bromo-4-Chloro-Indolyl-P-D-Galactopyranoside) 50
/ 20 Bacto® LB agar

30
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ECOS 101 1-minute competent cells (ECOS™1Taiwan) 100

ligation 10
42 45 2
Bacto® LB agar 37
24
3543 Escherichia coli
Bacto® LB agar Bacto® LB
agar Ampicillin 100 / 37
24
Bacto® LB broth
Ampicillin 100 / , 37 24
Bacto® LB broth  E. coli QlAprep®
Miniprep Kit (QIAGEN®, USA) Bacto® LB hroth  E. coli
15 10,000 / 5
buffer P1 250 buffer P2 250
4-6 buffer N3 350
4-6 13,000 / 10
column 13,000 / 1
buffer PB 500 13,000 /
1 buffer PE 750
13.000  / 1 13,000
/ 1 column 15
buffer EB 50 1
13.000 / 1 50
-20 S
3544 recombinant
5 (restriction

enzyme) EcoR | IXbuffer H EcoR I (Promega,
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USA) 5 unit 10
37 1
DNA
agarose electrophoresis 10
loading dye 2 marker 1 kb DNA ladder (SibEnzyme, USA)
loading dye 2 1% agarose gel 1X
TAE buffer 400 100 45
uv
3545 small subunit rRNA gene
recombinant DNA insert
(Bioservice Unit, BSU)
3.5.4.6
isolate alignment
ClustalW (www.ebi.ac.uk/clustalw) phylogenetic
relationship MEGA3 Neighbor-Joining bootstrap
1,000 replicates
3.6 minisatellite DNA PCR
PCR primer 2 NV4 NV5 122-2
122-3 primer minisatellite DNA

Primer NV5 (5" GAT TGG GTA ACG CCT TCC ACT 3 forward primer
NV4 (5° TAA CCA TGA AAC ATG GGC CAT 3) reverse primer primer

inverted primers PCR product minisatellite
primer primer 122-3 (5 GCG CCT 3")  forward primer 122-2 (5’ TAA
CAC ACC A 3) reverse primer primer 2 (NV4, NV5

122-2, 122-3) DNA (DNA probe) pTec.21 122


http://www.ebi.ac.uk/clustalw
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T. evansi Viseshakul (1989) primer
DNA template 3.2
3.6.1 PCR primer NV4 NV5
DNA T. evansi isolate : DNA ( 3.4)
2.5 1 PCR 1 PCR 1X buffer MgCI2
1 mM dNTP mix 0.2 mM primer NV4 NV5 0.4 pM Taq DNA
polymerase (Invitrogen, USA) 2.5 unit 25
PCR thermal cycler initial
PCR activation 94 5 dénaturation step 94
1 annealing step 45 45 extension step 72
1 35 final extension 72 10
3.6.2 PCR " primer 122-2 122-3
DNA T. evansi isolate DNA ( 3.4)
2.5 1 PCR 1 PCR 1X buffer MgCI2
2 mM dNTP mix 0.2 mM primer 122-2 122-3 1 pM Tag DNA
polymerase 2.5 unit 25 PCR
thermal cycler initial PCR activation 94
5 dénaturation step 94 45 annealing
step 37 30 extension step 72 1 30
final extension 72 10
3.6.3 PCR agarose gel electrophoresis
PCR agarose gel electrophoresis 2%
agarose ethidium bromide 2 IXTAE  marker 100 base
pair DNA ladder 2 loading dye 2 PCR 10
loading dye 2 80 70

gel PCR uv
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3.6.4 Similarity coefficient Nei and  (1979)
gel DNA isolate
similarity coefficient (Nei and Li, 1979)
F = 2nxy/(nxtny)

X oy DNA  isolatex y
W DNA isolate x y
similarity coefficient
isolate
NontMnsoibed
! spacer rRNA pene
' - - A e e
/ 185 5485 185
~ PCR
i}
------- J510
3.1 small subunit rRNA gene ( Cooper,
2000): PCR 510 18S
rRNA gene ITS1 5.85 RNA gene
DNA 122
’ ==
A 1223 A
WA [Z21—) @2 - CHZ /=
3.2 primer minisatellite piec21 122

(Viseshakul, 1989
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3.7 isolate VPhO3
! isolate  VPh03 1
trypanosome
3 (30 3 1
PBS (phosphate buffer saline) 1 trypanosome limiting
dilution 2
Anion-exchange chromatography DNA ( 3.3 3.4 )
3 20% glycerol PSG -70
cyclophosphamide (Sigma, USA) 1
200 / 1
24-12 (Smith et al., 1982)
3 (3] 1
T. evansi isolate VPh03 -70
Rapid Matching Method 109trypanosomes / 1
PBS 1 trypanosome
, 10 2
109trypanosomes/ 1
1 2
PBS 1 trypanosome
3 2 109
trypanosomes / 1
2 3
PBS 1 trypanosome
3 2 . 109

trypanosomes / 1
1 trypanosome

20 ' 109 trypanosomes / 1
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2 1 DNA
( 3.4) 2 20% glycerol PSG -70
DNA , small
subunit rRNA gene 3.6 (isolate
VPh03) .
minisatellite DNA PCR 3.7 DNA fingerprinting profile
(isolate VPhO3) :
1 2 3
VPh03 8
3.3 isolate VPh03 . (3)
AA PCR

18S rRNA gene, ITSL 5.8S rRNA gene
3
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