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N1SnNadau Biochemical test vovuuAiISgnIINIWSOILIN



PC FRPM CEX

e @ @
+ FM® + @LVX || CLIM@® + @ MPI
KM®  @CP ® @
TC CFX

nlsnaaauqnéfndﬁﬁau:da Staphylococcus spp.




I R)IE

Penicillin (PC)
Faropenem (FRPM)

Kanamycin (KM)
Chloramphenicol (CP)
Clindamycin (CLM)
Tetracycline (TC)
Levofloxacin (LVX)
Cephalexin (CEX)
Erythromycin (EM)
Oxacillin (MPI)

Cefoxitin (CFX)

EHENUANANAT
3 1 (mm.)

16
27
23
21
P
2D
23
28
12

23

EUHENUANANAT
i 2 (mm.)

i g
38
22
21
21
24
22
gof
9

25

29

EHENHANANANS
i3 3 (mm.)

16
40
22
22
21
2
20
28
11
21

28

EHENUANENAT]
wds (mm.)

15.66
38.33

22.33

21.33

21.66

24.00

21.66

27.66

10.66

23.00

28.33

anuanniolumg

fiuis

Resistant
Susceptibility
Susceptibility
Susceptibility
Susceptibility
Susceptibility
Susceptibility
Susceptibility

Resistant
Susceptibility

Susceptibility

mswwudavuamsgugv _Staphylococcus spp. vavadijouzsiiaalo q
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ISOSPIN Tissue DNA

N1SNAFdU condition HHaNEAUVDIIVBAINA
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1 Lava (old) /sample
X 3 samples

Not heat at 90°C for 10 minutes use 50 uL of Elution Buffer

sample 1-3

e use 20 uL of Elution Buffer

Not heat at 90°C for 10 minutes
/

™ use 50 uL of Elution Buffer

5 Lava (new)/sample

X 4 samples :
_~ use 20 uL of Elution Buffer

heat at 90°C for 10 minutes

use 50 uL of Elution Buffer
sample 4-7

Condition NY:MNIsnNQdsv



-—_"
intel)
EARER |
BNEWT SVl
DEhFH)EY

Tighten Screw

Y
A g
#8 CAUTION

insaviiantdlunisnaasuv



Sample Nucleic Acid Conc. (ng/pL.) A260/A280 A260/A230

I 10.4 1.85 291
2 18.1 .82 3.09
3 19.5 .80 3.84
| 56.7 1.82 2.3
5 26.7 1.89 2.70
6 40.5 1,79 1.00
7 16.6 .86 323

WAV INNMISOIQAANIUBUUQIY Nanodrop

A1 A260/A280 fiaglutiov 1.65-1.85 uaavii1 DNA iind1musSans



Well

1 = DNA Marker

2 =sample 2

3 =sample 3

4 =sample 4

5 =sample b5

6 =sample 6

/ = Negative control

wavinnisni PCR COI gene



COI and ITSII gene sequencing

Master Mix 1 sample (mL) 6 samples (mL)
Taq (SU/mL) 0.25 1.5
10xBuffer + Mg2+ 3 30

2.5mM dNTP mix 4 24
10 uM Primer 1 6
10 uM Primer ] 6

NFW 37.75 226.5
DNA template ] 6
Total 50 300

doodoimmsnadaau (duin Laval(ﬂaam"il) , Lava2 (ﬁaaaﬁZ) , Lava3 (naaaﬁ3) ,
Lava4 (Hasan4 ) ua: negative control (Kaaan5)

Primer : COI >> forward = LCO1490, reward = HCO2198
ITSII >> forward = ITS2A , reward = ITS2B



mwnisiasgny Master mix , Q22910

ua:m‘sim PCR

SEG | 1-01 | ECELNN MECCUN BECTNN NEETH
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Cycle | Step | Temp Time ause
01 1 5.0 05:00

2

3

4
il il

sy SICE

airead, qoivar = LLO W0
7 Hea vsh
il duis

A

Mg (5341
T
=130 M e
- jo i Lee o A
~laph Moo 1%
L NEw 1‘5.;
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ua PCR vovau COI ua: ITSII awwawau



PCR product 25 YL
+ Buffer A 250 pL —
U spin column

Juiwuil 9000x g, UUs Buffer B av
1 ¥ NYanU%dY spin column 500 pL

UiUn Buffer C 10 UL U1 spin coluinn '2:2-1 Uum*iag‘n QOOE)Zc d,
avli spin column microtube auluil 1 u Ngaunniiviay

=]

Jueufi 9000x g, 1

WA Nigeunniiviag

IMANUYUTUAI Nanodrop annmialatuygy 40-100
——— ng/L dREANTDUNAIUTENLWDYINNNS sequencing

DNA Purification 1ag DNA Purification Kit I



¥ BioEdit Sequence Alignment Editor = [n] 5
File Edit wview Zeom Honzental Scale Accesery Application RNA  Window Help

E D

Sample: 3765784_BAR_TAK_21_COI_LCO1450 (File: E-'sequencessequence 12-2019-2\1ut_BASE_3765784_BAR_TAK_21_COI_LCO1450.ab1

Selected: none

80 50 100

30 0 0 0 110
FAATTAGGTCATCCAGGAGCTT TTAT TG GAGATGATCAAATT TATAAT

ATTT " TTT ATAGTAG GAACTTCT T TAAG

VYV }'lﬂ i s,.ﬂl',& VUYL

Ao
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AW :;fﬁu \ _ﬂ&f} \ 0y :{m'[ I\ (Y Y\ f\’\ | W\ |"f'5 JVYYY \L'IIF’ VY / J’Ifm { ﬂ {Vy ﬂ} \‘.' i |"_'JI TI'- /-J\L

1)
it A W,

=" | Gelected: none | S2mple: 3765785_BAR_TAK_21_COI_HCO2158 |File: E-sequénces'seqoence 12.2019.2\1st_BASE_3765785_BAR_TAK_21_COI HCO2198.3b]

10 20 30 40 30 60 70 80 20 100 1o 120
ATGTTGATIN AATTWCGATCCCCTCCT COTG CAAGICT CAAAAAAT GAGGTAT TTAAAT T TCOAT CAGTTAATAATATAGTAATTGCTCCTOG C TAATACTG GTAAAGATAATAATAAAA

A
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National Library of Medicine

WNational Center for Biotechnology Information

BLAST®

Basic Local Alignment Search Tool

BLAST finds regions of similarity between biological sequences. The
program compares nucleotide or protein sequences to sequence
databases and calculates the statistical significance. Learn more

Web BLAST

Home Recent Resulls Saved Strategies

a2 Take the BLAST survey today Start survey

nwWEmz

Thu, 22 Jun 2023

BLAST Quick Start guides!
Need some help getting started with BLAST?

Help

| More BLAST news...

blastx
translated nucleotide p protein

tblastn
protein » translated nucleotide

Protein BLAST

protein # protein

TUsunsw BioEdit ua: 1dulsa Blast oldlunisaaucdo Sequnce
HATSIUBTQUIVADIH IV
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e Professor Tomomitsu Sato
al1uruv Professor

e Professor Parinya Wilai
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