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REAGENTS, MATERIALS AND INSTRUMENTS

A.REAGENTS

Absolute ethanol
Agarose

Brain heart infusion agar
EDTA

Ethidium bromide

Horse serum

Tryticase soy agar
NaCL

Tris

B. METERIALS

c. INSTRUMENTS

Water bath

Perkin EImer GeneAmp PCR system 9600
Camera Gel Doc ™ MZL

Incubator

Microcentifuge

Spectrophotometer

(Merck, Germany)
(Biorad, USA)
(Oxoid, England)
(Ameresco, USA)
(Ameresco, USA)
GibcoBRL, USA)
Oxoid, England)
Merck, Germany)

(
(
(
(Ameresco, USA)

(Memmert, USA)
(Perkin Elmer, USA)
(BIO-RAD, USA)
(BIO-RAD, USA)
(Eppendorf,USA)
(BIO-RAD, USA)
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APPENDIX I

MEDIA, SOLUTION AND IDENTIFICATION PRODURES

1. Trypticase soy agar with 5% sheep blood

Trypticase agar base 40 g/L
Sheep blood 50 ml
Distilled water 910 mi

The medium was sterilized by autoclaving at 121°c, 15 pounds/inch2pressure,
for 15 minutes. The sterile medium was cooled to 50°c. Add blood into base medium.
Dispense 20 m per Petri dish. Cool amd store at 4°C until used.

2. Antibiotic solution preparation

Erythromycin, final concentration 10 mg/L

Prepare a stock solution ; dissolve 0.028 g in 5.78 m| distilled water
Clarithromycin, final concentration 10 mg/L

Prepare a stock solution ; dissolve 0.028 g in 5.78 ml distilled water
Clindamycin, final concentration 10 mg/L

Prepare a stock solution ; dissolve 0.028 g in 5.78 ml distilled water
Penicillin, final concentration 10 mg/L

Prepare a stock solution ; dissolve 0.028 g in 5.78 m| distilled water
Vancomycin, final concentration 10 mg/L

Prepare a stock solution ; dissolve 0.028 g in 5.78 m| distilled water
Tetracycline, final concentration 10 mg/L

Prepare a stock solution ; dissolve 0.028 g in 5.78 m| distilled water
Ciprofloxacin, final concentration 10 mg/L

Prepare a stock solution ; dissolve 0.028 g in 5.78 m| distilled water
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3. Brain heartinfusion with 50% horse serum

Brain heart infusion 3.7 g.
Horse serum 100 ml.
Distilled water 100 ml.

Sterile by autoclaving at 121°c, 15 pounds/inch2pressure, for 15 minutes. Aliquot into
sterile screw cap s (400 plitube). Store tubes in refrigerator at 4°c until used.

4. Sterile saline solution

Sodium chloride 8.5 g/L

Distilled water 1 L

Sterilze by autoclaving at 121°c, 15 pound/inch2 pressure, for 15 minutes. Store at
room temperature.
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APPENDIX n i

REAGENTS AND PREPARATION

1.5X Tris-borate buffer (TBE)

Tris base 54 g/L
Boric acid 21.5 g/L
05 M EDTA 20 m

Adjust volume to 1 liter with distilled water, The solution was mixed and
sterilized by autoclaving at 121°c for 15 min.

2.05MEDTA (pH 8.0)

Disodium ethylene diamine tetra-acetate » H.U 186.1 giL

Distilled water 1 L

Adjust pH to 8.0 and volume to 1liter. Store at Joom temperature for no longer
than 1year.

3.1.5% Agarose gel

Agarose 1.5 g

0.5XBE 100 ml

Dissolved by heating in microwave oven and occasional mix unit no granules
ofagarose are visible.

4. 6X Loading buffer 100 m|
Tris HCL 0.6

EDTA 1.68 3
SDS 05 g
Bromphenol Blue 0.1 g
Sucrose 40 g

=

Adjust volume to 100 m| with distilled water. M ix the solution, aliquot into 1.5

microtubes and store at 4°c.
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5. Reagent for DNA Extraction

5.1 Protease K

Reconstituted o f protease K (lyophilized) with 1.25 m| protease solvent, stored
at-20°c

5.2 Buffer AL (Ready to used)

5.3 Buffer AW1

Buffer AW1 is supplied as a concentrate. Before using for the first time, add
the 25 ml ofethanol (96-100%) to buffer AW1 concentrate as indicated on the bottle.

5.4 Buffer AW2

Buffer AW2 is supplied as a concentrate. Before using for the first time, add
the 30 ml of ethanol (96-100%) to buffer AW 2 concentrate as indicated on the bottle.

5.5 Buffer AE (Ready to used)

6. Reagentfor PCR product purification

Buffer PE

Buffer PE is supplied as a concentrate. Before using for the first time, add the
55 ml ofethanol (96-100%) to buffer PE concentrate as indicated on the hottle.

Buffer PB (Ready to used)
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THE RESULTS OF ALL TESTS IN THIS STUDY

Results of antibiotic susceptibility and the presence of resistance genes of

No.

46-13
46-19
46-20
46-29
46-31
46-33
46-34
46-37
46-42
46-46
46-49
46-50
46-53
46-55
46-56
46-57
46-58
46-60

MICs
Erythromycin
dg/ml
2.0
>512
1.0
2.0
16
0.125
>512
>512
>512
16.0
0.125
0.0625
>512
8.0
>512
2.0
8.0

8.0

.pneumoniae.

MICs
Clarithromycin
dg/ml
1.0
512
2.0
2.0
8.0
0.0625
512
512
512
16
0.0625
0.0625
512
4.0
512
4.0
8.0

8.0

MICs
Clindamycin
[xg/ml
0.0625
256
0.0625
0.0625
0.0625
0.0625
256
512
J12
0.0625
0.125
0.0625
512
0.125
512
0.0625
0.0625

0.0625

Resistance
gene

meJ{E)/mel
erm{B)
mef[E)/mel
mef{E)/mel
meJ[E)/mel

erm(B)
meJ[E)/mel

erm{B)
meJ{E)/mel



No.

46-61
46-64
46-66
46-69
46-71
46-72
46-73
46-75
46-76
46-77
46-78
46-86
46-90
46-93
46-96
46-97
46-98
46-99
46-100
46-102
46-104
46-105
46-106

MICs
Erythromycin
ng/ml
0.0625
>512
8.0
0.125
0.125
0.125
>512
8.0
0.125
8.0
8.0
>512
0.125
1.0
0.0625
0.125
4.0
2.0
>512
8.0
0.125
>512
0.125

MICs

Clarithromycin

dg/ml
0.0625

512
4.0
0.125
0.0312
0.0625
512
4.0
0.03125
4.0
4.0
012
0.0625
2.0
0.0625
0.125
4.0
2.0
512
4.0
0.0625
512
0.125

MICs
Clindamycin
08555
512
0.125
0.0625
0.125
0.0312
512
0.125
0.0625
0.125
0.125
512
0.0625
0.03125
0.0625
0.0625
0.0625
0.03125
256
0.125
0.0625
512
0.0625

Resistance
gene

erm(B)
mef{E)/mel

erm(B)

mefiE)/mel

mefiE)/mel
meJ{E)Imel
erm(B)

mef[E)/mel

meJ[E)/mel

mef[E)/mel

erm(B)

meJ[E)/mel

erm(B)



No.

46-108
46-110
46-111
46-112
46-113
46-114
46-115
46-116
46-117
46-118
46-119
46-120
46-121
46-122
46-123
46-124
46-125
46-126
46-127
46-129
46-130
46-131

MICs
Erythromycin
S5t}
>512
>512
>512
4.0
4.0
0.0625
8,0
8.0
0.125
>512
0.0625
>512
2.0
2.0
0.125
0.0625
8.0
>512
>512
0.125

0.0312

MICs
Clarithromycin

"4
512
512
512
8.0
4.0

0.125
8.0
4.0

0.0625

512
0.125
512
2.0
2.0

0.0625

0.03125
8.0
512
512

0.0625

0.03125

MICs
Clindamycin
ng/ml
512
512
256
512
0.125
0.125
0.0625

. 0.125
0.125
0.125

128
0.125
512
0.0625
0.0625
0.125
0.0625
0.125
256
256
0.125

0.0625

112

Resistance
gene

erm{B)
erm(B)
erm(B)
erm{B)
mef(E)/mel
mef[E)/mel

mef(E)/mel
mef{E)/mel

erm(B)

erm(B)
mef[E)/mel
mef{E)/mel

mef{E)/mel
erm{B)
erm{B)



No.

46-132
46-133
46-134
46-135
46-136
46-143
46-144
46-146
46-147
46-149
46-150
46-155
46-156
46-158
46-159
46-161
46-163
47-1

47-13

47-15

47-18

47-19

41-21

MICs
Erythromycin
hg/ml
>512
>512
4.0
>512
16.0
>512
0.125
>512
0.125
>512
>512
0.125
>512
0.125
4.0
0.125
0.125
0.125
>512
0.25
0.125
8.0

8.0

MICs
Clarithromycin
hg/ml
512
512
2.0
512
4.0
512
0.0312
512
0.0625
512
512
0.0625
512
0.0625
4.0
0.0625
0.0625
0.0625
512
0.0312
0.0625
2.0

4.0

MICs
Clindamycin
dg/ml
512
512
0.125
512
128
512
0.125
512
0.125
512
512
0.0625
128
0.125
0.0625
0.125
0.125
0.125
512
0.0625
0.125
0.125

0.125

113

Resistance
gene

erm(B)

erm(B)

mef(E)/mel
erm(B)
erm{B)
erm{B)

erm{B)

erm(B)
erm(B)

erm(B)

mefCE)/mel

erm(B)

mef(E)/mel
meJ{E)/mel



No.

47-22
47-27
47-33
47-34
47-36
47-39
47-40
41-41
47-42
47-43
47-44
47-45
47-50
41-51
47-53
47-54
47-56
47-57
47-60
47-61
47-62
47-63

MICs
Erythromycin
- énal_
16.0
0.125
>512
0.125
0.125
>512
4.0
>512
0.125
0.125
>512
>512
8.0
8.0
1.0
8.0
0.125
>512
0.125
0.125

0.125

MICs
Clarithromycin
ng/mil
8.0
4.0
0.0625
512
0.125
0.0625
512
2.0
512
0.0625
0.0625
512
512
4.0
4.0
0.125
4.0
0.125
512
0.0625
0.0625

0.0625

MICs
Clindamycin
ng/ml
0.125
0.125
0.125
512
0.125
0.0312
0.125
0.125
512
0.0312
0.0625
512
512
0.125
0.125
0.125
0.125
0.125
512
0.125
0.125

0.125

114

Resistance
gene

mefiE)/mel

mef{E)/mel

erm(B)

ermQi)

mef(E)/mel

erm(B)

ermyB)

erm(B)
mef(E)/mel
mef[E)/mel

mef[E)/mel

erm{B)



No.

47-64
47-65
47-66
47-67
47-68
47-69
47-70
47-71
47-12
47-13
47-14
47-15
47-76
47-117
47-18
47-19
47-80
47-81
47-82
47-83
47-84
47-85

MICs

Erythromycin

ng/ml
0.125

8.0
4.0
4.0

0.03125
8.0
0.125
0.125
>512
4.0
0.125
0.125
0.125
0.125
0.125-
0.125
>512
0.03125
0.125
0.125
>512
0.125

MICs

Clarithromycin

oe2s

4.0
4.0
4.0

0.0312
4.0
0.125
0.125
512
4.0
0.125
0.125
0.0625
0.0625
0.0625
0.0625
512
0.0312
0.125
0.0625
512
0.0625

MICs
Clindamycin
ng/ml
0.0312
0.125
0.125

0.125

0.0625
0.125
0.125
0.0625
512
0.0625
0.0625
0.125
0.125
0.125
0.125
0.125
512
0.03125
0.0625
0.125
512
0.125

115

Resistance
gene

mef[E)/mel
mef[E)/mel
meJ{E)/mel

mef[E)/mel

erm(B)
mef[E)/mel

erm{B)
erm(B)

erm(B)



No.

47-86
47-90
47-91
47-92
47-93
47-95
47-96
47-97
47-98
47-102
47-103
47-104
47-105
47-106
47-107
47-108
47-109
47-110
47-111
47-112
47-113
47-114

MICs
Erythromycin
ng/ml
0.125
>512
>512
0.125
0.125
>512
>512
4.0
4.0
0.125
8.0
8.0
>512
0.125
>512
>512
0.125
0.0625

8.0
0.125
>512
>512

MICs
Clarithromycin
ng/mfl
0.0625
512
512
0.125
0.125
512
512
4.0
4.0
0.125
8.0
8.0
512
0.125
512
512
0.125
0.0312

8.0
0.125
512
512

MICs
Clindamycin
NE
512
512
0.125
0.125
512
512
0.0625
0.0625
0.125
0.0625
0.125
512
0.125
512
512
0.125
0.125

0.125
0.0625
512
512

116

Resistance
gene

erm(B)
erm{B)

erm(B)
erm{&)
meflE)Imel

msf(E)/mel

mef(E)/me!

mefiE)/mel
erm(B)
erm(B)

erm(B)

mef{E)/mel

erm(B)
erm(B)



No. MICs
Erythromycin

47-116 _/E)gll%l
47-117 0.25
47-118 0.125
47-119 0.125
47-121 >512
47-122 >512
47-123 0.125
47-126 >512
47-128 0.125
47-129 0.125
47-130 0.25
47-136 >512
48-2 0.125
48-3 0.125
48-4 0.125
48-5 0.125
48-7 8.0
48-9 0.03125
48-10 0.125
48-11 8.0
48-13 0.125
48-14 0.125
48-15 0.125

MICs
Clarithromycin
hg/ml
0.0625
0.125
0.125
0.125
512
512
0.03125
512
0.125
0.125
0.125
512

125
0.0625
0.125
0.125
4.0
0.0312
0.0625
4.0
0.125
0.125

0.125

117

MICs
Clindamycin
lig/m
0.0625

Resistance
gene

0.125
0.125
0.125
512 erm(B)
256 erm(B)
0.125
512 erm(B)
0.0312
0.0312
0.0625
256 erm(B)
0.0625
0.0625
0.125
0.0625
0.125 mef[E)/mel
0.03125
0.0625
0.125 mefCE)Imel
0.0625
0.125

0.0625



No.

48-16
48-17
48-18
48-19
48-20
48-21
48-22
48-23
48-24
48-25
48-26
48-27
48-29
48-30
48-35
48-37
48-38
48-39
48-41
48-42
48-44
48-45
48-46

MICs
Erythromycin

"85
>512
>512
0.125
0.125
0.125
2.0
8.0
>512
0.125
0.125
8.0
1.0
>512
2.0
0.25
0.125
0.125
0.125
0.125
>512
0.125
0.125

MICs

Clarithromycin

15
256
256

0.125

0.125

0.125
1.0
8.0
512

0.0625

0.0625
8.0
1.0
512
4.0
0.25

0.0625
0.125

0.0625

0.0625
512
0.125

0.0625

MICs
Clindamycin
jig/ml
0.0625
256
512
0.0625
0.125
0.0625
0.0625
0.125
512
0.125
0.125
0.125
0.0625
32
0.0625
0.0625
0.125
0.125
0.125
0.0625
256
0.125

0.0625

118

Resistance
gene

meflji)/mel
erm{B)
erm(B)

mef[E)/mel
mef{E)/mel
erm{B)

erm(B)



No.

48-48
48-49
48-50
48-52
48-58
48-59
48-60
48-63
48-67
48-11
48-72
48-75
48-76
48-79
48-81
48-84
48-86
48-87
48-91
48-97
48-100
48-101

MICs
Erythromycin
ng/ml
8.0
1.0
0.125
>512
4.0
>512
0.0625
0.0625
0.125
>512
2.0
0.0625
1.0
0.0625
8.0
>512
4.0
>512
0.125
8.0
4.0

>512

MICs

Clarithromycin

hg/ml
8.0

1.0
0.0625
256
4.0
512
0.125
0.0625
0.125
512
4.0
0.125
4.0
0.0625
8.0
32
4.0
256
0.0625
8.0
8.0
512

MICs
Clindamycin
ng/mil
0.03125
0.0625
0.0625
512
0.125
512
0.06 25-
0.0625
0.0625
512
0.0625
0.0625
0.0625
0.0625
0.125
128
0.125
512
0.0625
0.125
0.125

512

119

Resistance
gene

mef[E)/mel
mef(E)/mel

erm(B)
meJ{E)/mel
erm(B)

erm{B)
meJ{E)/mel

mef[E)/mel

mef[E)/mel

erm(B)

mef[E)/mel
{

erm{B)

meJ[E)/mel



No.

48-105
48-107
48-109
48-110
48-111
48-112
48-114
48-115
48-116
48-121
48-122
48-123
-48-124
48-125
48-126
48-130
48-131
48-134
48-135
48-136
49-2
49-3

49-4

MICs

Erythromycin

lig/ml
0.0625

0.0625
0.0625
>512
0.0625
0.125
0.125
c.125
8.0
0.0625
8.0
4.0
8.0
0.125
>512
0.125
0.125
>512
>512
0.0625
8.0
>512

0.125

MICs

Clarithromycin

ng/ml
0.125

0.125
0.0625
512
0.0625
0.0625
0.125
0.125
4.0
0.0625
4.0
2.0
4.0
256
512
0.125
0.125
512
512
0.0625
4.0
>512

0.03125

MICs

Clindamycin

ng/ml
0.125

0.125
0.125
512
0.125
0.125
0.03125
0.125
0.125
0.125
0.125
0.125
0.125
128
512
0.125
0.125
512
512
0.125
0.0625
512

0.125

120

Resistance
gene

erm{B)

meftE)/mel

mef{E)/mel
me/[E)/mel
mef[E)/mel

erm(B)

erm{B)

erm{B)

mef[E)Imel

e/771(8)



No.

49-5
49-6
49-7
49-8
49-9
49-10
49-11
49-12
49-13
49-14
49-15
49-16
49-17
49-18
49-19
49-20
49-21
49-22
49-23
49-24
49-25
49-26

MICs

Erythromycin

0.125
0.125
4.0
0.125
0.125
8.0
8.0
4.0
8.0
>512
0.125
0.0625
8.0
>512
4.0
0.125
0.0625
0.125
0.0625
0.03125
2.0
0.125

MICs

Clarithromycin

hg/ml
0.03125

0.03125
2.0
0.03125
0.03125
4.0
2.0
4.0
4.0
512
0.03125
0.0625
2.0
>512
2.0
0.03125
0.03125
0.0312
0.0625
0.03125
2.0
0.03125

MICs

Clindamycin

ng/ml
0.125

0.125
0.125
0.125
0.125
0.125
0.0625
0.0625
0.125
512
0.125
0.125
0.125
512
0.0625
0.125
0.0625
0.031
0.125
0.0625
0.125
0.0625

121

Resistance
gene

mef[E)/mel

mef[E)/mel
mef[E)/mel
mef[E)/mel
meJ{E)/mel
erm(B)

meJ[E)/mel
erm(B)
meJ[E)/mel

mef(E)/mel



No.

49-27
49-28
49-29
49-30
49-31
49-32
49-33
49-34
49-35
49-36
49-38
49-39
49-41
49-42
49-43
49-44
49-45
49-46
49-47
49-48
49-49
49-50
49-51

MICs
Erythromycin
ng/ml
0.125
0.0625
>512
>512
>512
8.0
>512
>512
>512
>512
>512
0.125
0.125
0.125
0.125
4.0
4.0
0.125
4.0
>512
>512
>512

0.125

MICs

Clarithromycin

hg/ml
0.0312

0.03125
>512
>512
>512
4.0
>512
>512
>512
>512
>512
0.03125
0.03125
0.03125
0.0625
2.0
2.0
0.0625
2.0
512
>512
>512
0.03125

MICs

Clindamycin

hg/ml
0%25

0.0625
512
512
512

0.0625
512
512
512
512
512

0.125
0.125
0.125
0.125
0.0625
0.125
0.125
0.125
512
512
512
0.125

122

Resistance
gene

mefi)Imel

mef{E)/mel

meJ{E)/mel
erm{B)
erm(B)
erm(B)



No.

49-52
49-53
49-54
49-55
49-56
49-57
49-58
49-59
49-60
49-61
49-62
49-63
49-64
49-65
49-66
49-68
49-69
49-70
49-71
49-72
50-1
50-2

MICs
Erythromycin

"1
0.125
2.0
0.125
0.0625
4.0
4.0
0.0312
0.0312
0.0625
>512
4.0
>512
>512
2.0
2.0
4.0
0.125
0.125
>512
8.0
0.125

MICs

Clarithromycin

"1
0.125
2.0
0.03125
0.03125
2.0
2.0
0.0312
0.0625
0.0625
512
8.0
512
512
4.0
4.0
2.0
0.0312
0.0625
512
4.0
0.0625

MICs

Clindamycin

hg/ml
0.125

0.125
0.125
0.125
0.125
0.125
0.125
0.125
0.25
0.125
512
0.125
256
512
0.0312
0.0625
0.125
0.125
512
512
0.125
0.125

123

Resistance
gene

mef[E)/mel

mef{E)/mel

mef(E)/mel
mef[E)/mel

erm(B)
mef(E)/mel



No.

50-3
50-4
50-5
50-6
50-7
50-8
50-9
50-10
50-11
50-12
50-13
50-14
50-15
50-16
50-17
50-18
50-19
50-21
50-22
50-23
50-24
50-25
50-26

MICs

Erythromycin

hg/ml
0.0625

0.0625
0.125
0.03125
0.03125
2.0
0.125
0.125
0.125
>512
4.0
0.25
0.25
0.25
0.125
>512
4.0
8.0
0.125
0.06125
1.0
4.0
0.25

MICs

Clarithromycin

hg/ml
0.03125

0.0625
0.0625
0.03125
0.03125
2.0
0.125
0.125
0.0625
512
4.0
0.125
0.03125
0.25
0.125
512
4.0
8.0
0.125
0.125
4.0
2.0
0.125

MICs

Clindamycin

hg/ml
0.125

0.125
0.0625
0.0625

0.125

0.125

0.125

0.125

0.125

>512

0.125

0.125
0.0625
0.0625
0.0625

512

0.125

0.125

0.125
0.0625
0.0625
0.0625

0.125

124

Resistance
gene

mef{E)/mel

erm(B)
mef[E)/mel

erm(B)
meJ{E)/mel
mef(E)/mel

mefCE)/mel
meJ[E)/mel



No.

50-27
50-28
50-29
50-30
50-31
50-32
50-33
50-34
50-35
50-36
50-37
50-39
50-40
50-41
50-42
50-43
50-44
50-46
50-47
50-48
50-49
50-50

MICs
Erythromycin
ng/ml
0.25
4.0
0.06125
2.0
2.0
4.0
4.0
0.06125
0.125
0.125
0.06125
0.06125
0.125
8.0
0.125
0.125
0.125
0.125
8.0
8.0
4.0

4.0

MICs
Clarithromycin
hg/ml
0.125
4.0
0.125
2.0
8.0
2.0
4.0
0.125
0.125
0.125
0.125
0.125
0.125
2.0
0.125
0.125
0.125
0.125
4.0
4.0
4.0

2.0

125

MICs Resistance
Clindamycin gene

hg/ml

0.125

0.125 mefik)/mel
0.125

0.125 mef{E)/mel
0.125 mef{E)/mel
0.125 mef{E)/mel
0.125 mef[E)/mel
0.125

0.125

0.125

0.125

0.125

0.125

0.125 meflE)/mel
0.125

0.125

0.0625

0.125

0.0625 mefCE)/mel
0.125 mef[E)/mel
0.125 me/[E)/mel
0.0625 me/[E)/mel



No.

50-51
50-52
50-53
50-54
50-55
50-56
50-57
50-58
50-59
50-60
50-61
50-63
50-64
50-65
50-66
50-67
50-68
50-69
50-70
50-71
50-72
50-73
50-74

MICs

Erythromycin

"1
8.0
0.125
8.0
8.0
>512
>512
>512
0.25
>512
>512
0.125
>512
0.125
>512
0.03125
2.0
0.125
2.0
8.0
0.125
0.0625
0.0625

MICs

Clarithromycin

hg/ml
10

8.0
0.125
2.0
4.0
>512
>512
64
0.0625
>512
512
0.03125
>512
0.125
512
0.0625
2.0
0.125
2.0
8.0
0.125
0.125
0.03125

MICs
Clindamycin
hg/ml
0.125
0.0625
0.125
0.125
0.125
512
512
32
0.125
512
512
0.125
512
0.125
128
0.0625
0.125
0.125
0.0625
0.125
0.0625
0.0625

0.0625

126

Resistance
gene

mef[E)/mel
mef(E)/mel

mef(E)/mel
mef{E)/mel
erm(B)
erm(B)
erm(B)
erm(B)
erm{B)

erm(B)
erm(B)
mej{E)Imel

meflE)/mel
mej[E)Imel



No.

50-75
50-77
50-78
50-79
50-80
50-81
50-82

ATCC
49619
mef

erm(B)

MICs
Erythromycin

"0
0.125
8.0
0.0625
0.0625
>512
>512
0.125
4.0
>512

MICs

Clarithromycin

Agiml
2.0

0.125
0.125
0.03125
0.03125
512
512
0.0625
8.0
512

MICs
Clindamycin
hg/ml
0.125
0.125
0.0625
0.0625
0.125
256
512
0.25
0.125

512

127
Resistance
gene

mef(E)/mel

mef(E)/mel

erm (B)

erm (B)

mef(E)/mel
erm(B)
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APPENDIX V

Result of MICs with CCCP inhibited macrolide efflux pump of 112 ffie/-positive

.pneumoniae
No. MICs MICs No. of
Ery (ng/ml) Ery (pg/ml) fold
Without CCCP with CCCP 10 pg/ml decreased

46-013 2.0 0.015 !
46-020 2.0 0.015 !
46-029 2.0 0.015 !
46-031 16.0 0.03125 9
46-046 16.0 0.03125 9
46-055 8.0 0.015 9
46-057 2.0 0.015 !
46-058 8.0 0.03125 8
46-060 8.0 0.015 9
46-066 8.0 0.015 9
46-075 8.0 0.015 9
46-077 8.0 0.03125 8
46-078 8.0 0.03125 8
46-093 10 0.015 6
46-098 2.0 0.015 !
46-099 2.0 0.015 !
46-102 8.0 0.015 9
46-113 40 0.03125 !
46-114 4.0 0.03125 !
46-116 8.0 0.015 9
46-117 8.0 0.015 9
46-122 2.0 0.015 !
46-123 4,0 0.015 8
46-126 4,0 0.015 8
46-134 4.0 0.03125 !
46-159 4.0 0.03125 1
47-19 8.0 0.015 9
4721 8.0 0.015 9
47-22 16.0 0.03125 9



No.

41-21
47-41

47-51

47-53
47-56
47-65
47-66
47-67
47-69
47-13
47-97
47-98
47-103
47-104
41-111
48-07

48-11

48-16

48-22

48-23

48-27

48-29

48-35

48-048
48-049
48-58
48-072
48-076
48-081
48-086
48-097
48-100
48-116
48-122
48-123
48-124

MICs
Ery (ng/ml)
Without CCCP
16.0
4.0
8.0
8.0
8.0
8.0
4.0
4.0
8.0
4.0
4.0
4.0
8.0
8.0
8.0
8.0
8.0
8.0
2.0
8.0
8.0
1.0
2.0

8.0
10
40
2.0
2.0
8.0
40
8.0
40
8.0
8.0
40
8.0

MICs
Ery (figiml)
with CCCP 10 Mgl
0.03125
0.03125
0.03125
0.03125
0.03125
0.03125
0.015
0.0625
0.0625
0.015
0.015
0.03125
0.03125
0.03125
0.03125
0.03125
0.015
0.015
0.015
0.015
0.03125
0.015
0.03125

0.015
0.015
0.015
0.015
0.015
0.03125
0.015
0.03125
0.015
0.0625
0.03125
0.03125
0.015

No. of
fold
decreased

(=]
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No.

49-2
49-7
49-10
49-11
49-12
49-13
49-17
49-19
49-25
49-32
49-44
49-45
49-47
49-52
49-54
49-57
49-58
49-63
49-66
49-68
49-69
50-1
50-8
50-13
50-19
50-21
50-24
50-25
50-28
50-30
50-31
50-32
50-33
50-41
50-47
50-48

MICs
Ery (fig/ml)
Without CCCP
8.0
4.0
8.0
8.0
4.0
8.0
8.0
4.0
2.0
8.0
4.0
4.0
4.0
4.0
2.0
4.0
4.0
4.0
2.0
2.0
2.0
8.0
20
4.0
4.0
8.0
1.0
4.0
4.0
20
20
4.0
4.0
8.0
8.0
8.0

MICs
Ery (ng/ml)
with CCCP 10 Ag/ml
0.015
0.015
0.015
0.015
0.015
0.015
0.015
0.015
0.015
0.03125
0.03125
0.0625
0.0625
0.03125
0.03125
0.0625
0.03125
0.03125
0.015
0.015
0.015
0.03125
0.015
0.015
0.015
0.015
0.015
0.015
0.03125
0.015
0.015
0.015
0.015
0.015
0.015
0.015

No. of
fold
decreased

{e)

QOQOQOOOOO\I\I\I@@QO@(}O@OONN\I\I\I@@\I@@\ICONOOLOQOOOQO@OO
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No. MICs MICs No. of
Ery (fig/ml) Ery (Hg/ml) fold
Without CCCP with CCCP 10 Hg/ml decreased
50-49 4.0 0.015 8
50-50 4.0 0.015 8
50-51 8.0 0.015 9
50-52 4.0 0.015 8
50-54 8.0 0.015 9
50-55 8.0 0.015 9
50-68 2.0 0.015 7
50-70 2.0 0.015 7
50-71 8.0 0.015 9
50-75 2.0 0.015 7
50-78 8.0 0.015 9
48-101 >512 >512
erm(B)+mef[E)

mefE positive 4.0 0.015 8
control

erm (B) positive >512 >512
control

ATCC49619 0.125 0.125 ~

Sensitive strain
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APPENDIX VI

Multiple nucleotide sequence alignment of entire mefgene from 10 /we/-positive
. pneumoniae isolates with those of . pneumoniae (SP.AF274302) in GenBank.

SP.AF274

SP 7'

OGO
~oroo

Consensu

SP.AF274

SP '4
4925
858
o127

Consensus

SP.AF 274%82 CATGATAGGAAGAAGATAAT

<50-30
024
<r50-19

w0
T 7T
S
OO

IO
~co

Consensus

1

2 ATGGAAAAAT ACAACAATTG

GAAACGAAAA TTTTATGCAA

70

TATGGGCAGG GCAAGCAGTA TCATTAATCA

11

2 CTAGTGCCAT CCTGCAAATG

GCGATTATTT TTTACCTTAC

140

AGAAAAAACA GGATCTGCGA TGGTCTTGTC

92 TATGGCTTCA TTAGTAGGTT

210

280

281

350




351 420

SP.AF274302 TTTTCATACC CCAGCACTCA ATGCGGTTAC ACCACTTTTA GTACCAGAAG AACAGCTAAC GAAATGCGCA

[
T
o~
c Nl
n —Jooroon

421 490

SP.AF274302 GGCTATAGTC AGTCTTTGCA GTCTATAAGC TATATTGTTA GTCCGGCAGT TGCAGCACTC TTATACTCCG

Consensus

491 560

TTTGGGATTT AAATGCTATT ATTGCCATCG ACGTATTGGG TGCTGTGATT GCATCTATTA CGGTAGCAAT

4

~

SP.AF

S CICIOTEND

nnunonoonon
T T T T T T

O OO~

o r a1

N TS NOCONICO
PO 00 WSSOSO

%]
)
o~

%]
0
I

i 7/
sed8-58
sed1-21

Consensus

561 630

631 700

701 710

SP.AF274§82 TTTATATGCC AATCAATGCA CTATTTCCTT TAATAAGCAT GGAACACTTT AATGGAACGC CTGTGCATAT
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sp.ar2[4302

sph[-22
sp20-30
se(-24
se0-19
sp49-68
sph9-54
spd9-25

5249-2
2ot

SP. AF27430
spd[-22
<r50-30
sea(-24
sea0-19
sp49-68
spd9-54
spd9-25
sed9-7

8-28

SP4 5
spdl-21

Consensus

SP. AF274
SP 7 g
sed(-
SP5
SP5
SP4
SP4
SP4
SP49
SP 8
sph -2

Consensus

8
0
4
9
8

oGS RO CON

<.DLO<.OOC)
—Jcoroc A~

(J'l

o

spd9-25
spd9-2
sp48-58

Consensus

171 840

TTCTATTACG GAAATTTCCT TTGCATTTGG GATGCTAGCA GGAGGCTTAT TATTAGGAAG ATTAGGGGGC

841 910

TTCGAAAAGC ATGTATTACT AATAACAAGT TCATTTTTTA TAATGGGGAC CAGTTTAGCC GTTITCGGGAA

911 980

TACTTCCTCCAAATGGATTT GTAATATTCG TAGTTTGCTG TGCAATAATG GGGCTTTCGG TGCCATTTTA

981 1050

1051 1120

VAl 1190
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APPENDIX VII

Multiple nucleotide sequence alignment of entire mef gene from . pneumoniae
(SP.AF274302) and those of . pyogenes (SY.AF445042, SY.AY657002 and
SY.AB227521), . pneumoniae (SP.AF376746), . aureus (SA.AY064721),
. salivarius (SS.AJ318993), . intermedius (SLAY064722), . agalactiae
(SAG.DQ445273), viridans streptococcus (SV.EF042094), and N. gonorrhoeae
(NG.AY319932).

ﬁfg%ggf ATCAMMT ACHCATTG GW(BBA\A TTTTATGCAA TATGICAG GCAGCAGTA TCA'ITAAT&

%%Z.fg?’-;f-;-a-'-.-'-;-;-;; e
Gy

B.A CTAGImT CCTCCAMTG G SATTATTT TTTACCTTAC AGAAAACA GRATCTBOA Mﬂéﬁ%

&éﬁ%% 'I'l:l:l:l:l:l:l:l:l o

gonsenSuSll llllllll %

; E(% o TATECTION TIAGHGGIT TTTACCCTA T AT G CRACCTIA TGO AT
3

c
c
¢
C

t

) T e alh, . A
YA eRl007 Lo (8, 1
AR E.i ; A
ONSENSUS v C.. g. C t a

Yg\(Yél)%/M]2 PP TIPS II.'.'.'.'.'.'.i e e Igﬁﬁf .'.'.'ﬁ
é.AI-ZZ/oZl ............................................................ A
ONSENSUS oo, U s | V- a
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M%]‘? g e T — % 8 Aoh
(\{ oyA R G GOt G ¢ AL AL c
OﬂSGHSUS ................. t 4. 0C s s g C a.. a...C
gB.A 1 e A MOV TIGITTGCT TATTACTCT AGGACCTA TATACTTHG
A
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o %

onsensus

B HEE

Lggca . Canl (g {

SY'AY657002 .. CA G 1::E:::Fﬁfﬁﬁffﬁﬁffﬂc % ]T[g
i I .

R\h‘)/ ) Coontntt. C e e e
(gonsensus1 B T e———— %‘




%ﬁﬁfﬁ% aéfAAATCA TIGGTTTTTA CTATCAGGTA TTTTAATTAT TGGCATTGCT ATAGITTGXC AAATGA'H\%
AA
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APPENDIX V11l

Multiple nucleotide sequence alignment of entire mel gene from 10 /«"\/-positive
. pneumoniae isolates with those of . pneumoniae (SP.AF274302) in GenBank.

E 4302 ;&IGSM'ITAA TATTAMAGC AMYGACATT COTGIGAAT TCAWGEATG CGATGITTTA GATATAAA'F&

3

Consensus

4302 &ﬂ%{GI'ACI'I' TTAGGAGMAT TAACTOOOOC ACATGTAMA ATGAATOSIC TRGTGAACT TGZCI'A'F&PI’




i

i

CONSENSUS  vvvessseessseeeesssesssssssssessesssssssssssssss esessssesssssssssssessssssssssssessessssssesssssessssssesssssssessssssssessssssssssssens

SP. glz 2 é%%ﬂ'AAAAT ATI'ITA(‘AC{% TC{3°C1'GTI'A GITATTACC ATGAGXGCTA TTTTCTTGAT GAPATKﬁ%%

i

Consensus

CONSENSUS v

SP% 24 2 MAGWAMWMMTK@A@AWAHGWWT&%

Consenstis

SP. ZZ%WWWA@M@AMATAGWWWHQ

SP% 54 2 B%GTACIGUGKHSKIB GGITTAGCTC ATCAWMTC AATAGSMGTM(IBMAAAAAGATGI’A%
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SP é 4302 %’GEFGEI’AAT&MI’CGGWMCMC TI'I'AATmN-\ ATGATCITAA AODATGAAGA A(IW—\T?'?E?

11 AR, /e

CONSENSUS  evvvevvevreersssssesesssessessssestssis esssssssssssssssseseseessssesessesssesssesisseses et e ssssss st esssss st ssseees

% 4302 %AAGI‘AMAATKSH’ACI’IT GGACAGAATG G1TACN5GI'A CMGAGFAAT OAGAAT&;]I%%

Consenss

% é 4302 '}&QAGI'ITAT CCAGHGCAT TGIGACTACA ATATATCAGA AATTCGITCA GIGCTAGCAT CTATGﬁﬂq'

Consenstis
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SP% glzZ &%CAGAACGATATI@AMAG'ITATC G I M(IJCGT(IS@AA'ITATAMA’ITGI’I’(I]%

g

CONSENSUS  eevvvevveevvessssssssssssessssssssssssssssesssssssssssssssssssssssssssssssessssesssss st ssessss s essssssssssssstssneses

SP% g liz 2 ﬁﬁ}\m TGAGTAGATA TAACATCCTA ATAATGEATG AAGXCAGTAA CTTCCTTGAC ATKE&PI’

S s

P % 4302 %W@AATACTAA'I@MWCTATCGFGW ATCAIOATG ATAAO&BLQPI'

Consensts

SP% g 4302 M%EAAAAT GIAGCAGATG TAGTTTATGA AATTAGAGAT AAGAAAATAA ATCTGAAACA ‘H%\

Consenstis
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APPENDIX IX

Multiple nucleotide sequence alignment of entire met gene from . pneumoniae
(SP.AF274302) and those of . pyogenes (SY.AF445042, SY.AY657002 and
SY.AB227521), . pneumoniae (SP.AF376746), viridans streptococcus
(SV.EF042094) and . salivarius (S5.AJ318993).
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&EZMA GAAGTAAGA GOCAAGCTRC AGMATACGAA CAATTTATTG (BAAGTEC CCGATK'EZ&
- A
5{:&?@?@? : |

C
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éonsensus a E
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64 CODON ON DNA

One- and Three-Letter symbols for the amino acids

m O o mw >

T

Ala
AsX
Cys
Asp
Glu
Phe
Gly
His
lie
Lys
Leu
Met
Asn
Pro
Gin
Arg
Ser
Thr
Val
Trp
Tyr

Glx

APPENDIX X

Alanine
Asparagine or aspartic acid
Cysteine
Aspartic acid
Glutamic acid
Phenylalanine
Glycine
Histidine
Isoleucine
Lysine
Leucine
Methionine
Asparagine
Proline
Glutamine
Arginine
Serine
Threonine
Valine
Trytophan
Tyrosine

Gin or Glu
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The standard genetic code

First
position
(5’end)

aAUG forms part of the initiation signal as well as coding for internal Met residues.

UUUPhe
UUUPhHe
UUALeu
UUGLeu
CUULeu
CUE Leu
CUA Leu
CUG Leu
AUU lie
AUC He
AUA lie
AUG Met3
GUU Val
GUC Val
GUA Val

GUG Val

Second position

C
UCU ser
UCC ser
UCA Ser
UCG Ser
€CU pPro
CCC Pro
CCA Pro
CCG Pro
ACU Thr
ACC Thr
ACA Thr
ACG Thr
GCU Ala
GCC Ala
GCA Ala

GCG Ala

A
UAU Tyr
UAC Tyr
UAA Stop
UAG Stop
CAU His
CAC His
CAA Gin
CAG Gin
AAU Asn
AAC Asn
AAA Lys
AAG Lys
GAU Asp
GAC Asp
GAA Glu

GAG Glu

G
UGU Cys
UGC Cys
UGA Stop
UGG Trp
CGU Arg
CGC Arg
CGA Arg
CGG Arg
AGU Ser
AGC Ser
AGA Arg
AGG Arg
GGU Gly
GGC Gly
GGA Gly

GGG Gly

Third
position
(3" end)

(qp]
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