APPENDIX

Appendix A List of chemicals and materials used in this study.

The chemicals used were analytical grade unless specified.

Enzymes and restriction enzymes
Sall

Xhol

BamH]I

T4 DNA ligase

Taq polymerase

AmpliTag Gold DNA polymerase
Pfx platinum DNA polymerase
DNase free RNase

Brimers

LEFNF

LFND

LFCD

PVSEQ

LFC

nanH LF F

nanH Rev LF

LFF nanH

LFC Sal

Takara Biomedicals, Japan
Takara Biomedicals, Japan
Takara Biomedicals, Japan
Promega corporation, USA
Promega corporation, USA
Promega corporation, USA
GibcoBRL, USA

Takara Biomedicals, Japan

Takara Biomedicals, Japan
Nippon Gene, Japan
Takara Biomedicals, Japan
Nippon Gene, Japan
Nippon (ene, Japan
Nippon Gene, Japan
Nippon Gene, Japan
Nippon Gene, Japan
Nippon Gene, Japan



Gel purification and DNA sequencing

SEAKEM agarose gel

Nusieve agarose gel

®
Quiagen DNA purification kit (From Gel )

®
Quiagen DNA purification kit (From PCR)

®
PRISM DNA sequencing reagent

Centri-SEP® columns

Simple chemicals

Acrylamide

Apgar

Ampicilin sulphate

APS

B-glucutonidase from pancrease
Bovine lactoferrin
Bromophenol blue

CSPD

Erythromycin

Ethidium bromide
Ethylenediamine tetraacetic acid
Formaldehyde

Formamide

GAM broth

Gentamycin

Glycerol

Goat anti rabbit IgG alkaline phosphatase conjugate

Human lactoferrin

FMC Bioproduct, USA
FMC Bioproduct, USA
Quiagen, Japan

Quiagen, Japan

Perkins Elmer co., NJ, USA

Princeton separation Inc., USA

Wako Pure Chemical Industries, Japan
Wako Pure Chemical Industries, Japan
Wako Pure Chemical Industries, Japan
Wako Pure Chemical Industries, Japan
Sigma-Aldich Chemical Co., USA
Wako Pure Chemical Industries, Japan
Wako Pure Chemical Industries, Japan
Boehringer Mannheim, German

Wako Pure Chemical Industries, Japan

Wako Pure Chemical Industries, Japan

Dojindo, Japan

Wako Pure Chemical Industries, Japan
Wako Pure Chemical Industries, Japan
Nissui Pharmaceutical, Japan

Wako Pure Chemical Industries, Japan
Wako Pure Chemical Industries, Japan
Bio-Rad Laboratories, USA
Sigma-Aldich Chemical Co., USA



Hybridizing Buffer

Lysozyme

MOPS

N’N’-bis-methylene acrylamide
Nutrient Oxoid No2
pnitrophenol
p-nitrophenyl-B-D-glucuronide
Polypeptone

PVDF membrane

Rabbit anti human lactoferrin antisera
Sodium acetate

Sodium citrate

Sodium dodesyl sulphate
TEMED

Tetracyclin

Trimetroprim

Tris-Base

Tween-20

X-ray film

Xylenecyanol

Yeast extract
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Amersham International ple, England
Wako Pure Chemical Industries, Japan
Wako Pure Chemical Industries, Japan
Wako Pure Chemical Industries, Japan
Difco, USA

Wako Pure Chemical Industries, Japan
Sigma-Aldich Chemical Co., USA
Nihon Seiyaku, Japan

Bio-Rad Laboratories, USA

ICN Pharmaceutical Inc., USA

Wako Pure Chemical Industries, Japan
Wako Pure Chemical Industries, Japan
Wako Pure Chemical Industries, Japan
Amtesco, USA

Wako Pure Chemical Industries, Japan
Wako Pure Chemnical Industries, Japan
Sigma-Aldich Chemical Co., USA
Sigma-Aldich Chemical Co., USA
Fuji photo film Co., Tokyo, Japan
Wako Pure Chemical Industries, Japan

Difco, USA



Appendix B List of instruments used in this study

Instrument -model

Lab top centrifuge

(High speed microcentrifuge)
Refrigerated microcentrifuge
Ultra centrifuge

PCR system

Block incubator
Multi-shaker oven

UV-cress linker-CL-1000

Minigel Electrophoresis system-Mupid-2

Sequencing analyzer-PRlSM®
Kodak digital camera

Electro blot apparatus

UV-Vis spectrophotometer-UV1200
RNA/DNA calculator-GeneQuant II
PAGE apparatus & power supply
-80 o refrigerator

-20 oC refrigerator

Shaker water bath

High pressure steam sterilized
Vacuum concentrator

Sonicator-250 sonifier

Source

Tommy, USA

Tommy, USA

Hitachi Koki, Tokyo, Japan
Perkins Elmer co., NJ, USA
Astec, USA

Taitec, Japan

Upland, USA

CosmoBio, Tokyo, Japan
Perkins Elmer co., NJ, USA
Kodak, Japan

Bio-Rad Laboratories, USA
Shimadzu, Japan
Pharmacia Biotech, England
Bio-Rad Laboratories, USA
Nihong freezer, Japan
Nihong freezer, Japan
Tkemoto, Japan

Tommy, USA

Tommy, USA

Branson Sonic Power, USA
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Appendix C Reagents and buffers preparation

1M tris HCI1
Tris-base 121g
Dissolve in 80 ml distilled water, adjust pH to 8.0 by concHCl

Reach volume to 100 ml

0.5 M EDTA

EDTA 186 ¢
Dissolved in distilled water

Adjust pH to 8.0 by NaOH

Total volume 100 ml

TE buffer (10mM Tris-HCl, imM EDTA, pH 8.0)

1M Tris-HCI 1 ml
0.5 M EDTA 0.2 ml
Add distilled water to 100 ml
Solution I
Glucose 09¢g
IM Tris-HCl 2.5ml
0.5 M EDTA 2.0 ml
dH,0 100 mi

Autoclave 121 °C for 20 min to sterilize and keep as stock
Complete Solution I (Freshly prepare)
Solution I 0.9 ml
10 mg/ml lyzozyme 0.1 ml
DNase free RNase 2ul



Solution II (freshly prepare)
10% SDS
10N NaOH
dH,0

Solution III (cool on ice before use)
5M sodium acetate
Glacial acetic acid
dH,0

Total

5X TBE buffer
Tris-Base
Borate

EDTA

Dissolve in distilled water and adjust volume to
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0.5ml
0.1ml
4.4 ml

60.0 ml
11.5ml
28.5 ml
100 mi

540¢g
275¢g
415¢
1000 ml

Dilute to 0.5x TBE buffer (1 liter) for running buffer with adding 0.1 ml of 5 mg/ml ethidium

bromide for 1000 ml

Agarose gel for electophoresis (for 2 large size and 4 small size)

Gel density
Agarose gel (SEAKEM)
Agarose gel (NuSieve)
0.5X TBE with EtBr

Heat by autoclave 121 °C 5 min

3%

48 ¢
160 ml

Stand in RT until warm and pour on miniprep apparatus
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DNase digestion buffer (20 mM Tris-HCIl, 10 mM MgCI2)

1M Tris-HCI 2.0 ml
1M MgCl2 1.0 ml
dH,0 97.0 ml

Gram negative lysis buffer

1 M Tris-HCI, pH 8.0 1.0 mi
1M NacCl 1.0 ml
500 mM Sodium citrate 1.0 ml
10% SDS ’ 10.0 ml
dH,0 87.0 ml
Protoplasting buffer
1 M Tris-HCI, pH 8.0 1.5 ml
4.5 M Sucrose 10.0 ml
0.5 M EDTA 1.6 ml
dH,0 86.9 ml

20X MOPS buffer (0.4 M MOPS, 100 mM sodium acetate, 10 mM EDTA)
MOPS 873 ¢
Dissolved in distilled water 800 ml |
Sodium acetate 13.6 g
EDTA. 2Na 745¢g
Adjust pH to 7.0 by 10N NaOH
Adjust volume to 1000 ml

Autoclave: Dilute to 1x MOPS for running buffer
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Gel loading buffer
Glycerol 5.0ml
0.5 MEDTA 20 pl
Bromophenol blue 25mg
Xylelecyanol 25 mg
dH,O 5.0ml

20X SSC (3M NacCl, 0.3 M sodium citrate)

Sodium chloride 1753 g
Sodium citrate 38.2¢g
Adjust total volume by distilled water 1000 ml

Dilute to 2x SSC for immersion membrane before blotting

1% Denatured agarose gel for RNA electrophoresis

Agarose gel 10g
20x MOPS 5.0 ml
dH,0 77 ml

Heat 100 °C 5 min
Formaldehyde 18.0 ml

Stand in RT until warm and pour on miniprep apparatus

Acrylamide/Bis solufion
Acrylamide 292¢g
N’N’-bis-methylene acrylamide 1.0g

Total volume : 100 ml



1.5 M Tris-HCl, pH 8.8
Tris-Base
Dissolve in distilled water
Adjust pH to 8.8 by cone HCI

Adjust volume to

0.5 M Tris-HCI, pH 6.8
Tris-Base
Dissolve in distilled water
Adjust pH to 6.8 by conc HCI

Adjust volume to

10% Sodiuam dodesyl sulphate
SDS
Distilled water

Warm to increase solubilization

Sampling buffer
Water
0.5 M Tris HCI, pH 6.8
Glycerol
10% SDS

2-mercaptoethanol

1% bromophenolblue (BPB)

Total
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21723 ¢

150 ml

100 ml

10g
100 ml

3.8 ml
1.0 mi
0.8ml
1.6 ml
0.4 ml
0.4 ml
8.0ml
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Running buffer, pH 8.3 (5X)
(1X: 15 mM Tris, 192 mM Glycine)

Tris Base 150 ¢
Glycine 720¢g
SDS 50¢g

Adjust pH to 8.3 by conc HCl

Adjust volume to 1000 ml

1X Running buffer
5x Running buffer 100 m!
Distilled water 400 m!

Total 500 ml

Slab gel preparation 8%Running gel 10% Running gel Stacking gel
Distiiled water 6.9 mi 59ml 3.4 ml
Acrylamide/Bis 4.0 ml 5.0ml 0.83 ml
1.5M Tris-HCI, pH 8.8 3.8ml 3.8 ml 0.63 ml
10% SDS 0.15 ml 0.15 mi 0.05 ml
10% APS* 0.15 ml 0.15 ml 0.05 ml
TEMED 0.02 ml 0.02 ml 0.01 ml

*Dissolved 100 mg of ammonium peroxide sulfate in 1 ml of distilled water and stored at 4°C

Completely set the gel packing apparatus before adding APS and TEMED
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Blotting buffer
Tris-Base 582¢g
Glycine 293 g
Dissolved in total volume 300 mi
Methanol 200 ml
Total 1000 ml

Buffer for alkaline phosphatase

Tris-Base 6.06 g
NaCl o 292
MgCl, . 6H,0 508¢g

Dissolved in distilled water
Adjust pH to 9.5 by HCI

Adjust volume to 500 ml

Luria-broth

Polypeptone 10g

Yeast extract 05¢g

NaCl 05¢g
Total volume 100 ml

Autoclave 121 °C for 20 min

LB agar
L-Broth 100 ml
Agar l.5g

Autoclave 121 °C for 20 min

Pour onto bacteria culture plate (25 ml each)
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Appendix D Isolation and purification of DNA fragment by QIAquick  Gel Exfraction Kit or

PCR Purification Kit
PCR product Agarose gel with DNA fragment
Weight piece(s) of gel

v

P Add 3 volume of binding buffer
¢ 50 °C 10 min

Add 1 vol. of isopropanol

¢ Mix well

Apply sample to spin column
¢ 8,100 rpm, 1 min
Discard flow-through

v

Add 0,75 ml of washing buffer
¢ 8,100 rpm, 1 min
Discard flow-through
¢ 8,100 rpm, 1 min
Place column on 1.5 ml tube
Add 30 ml of eluting buffer
* 8,100 rpm, 1min
DNA solution
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Appendix E Api-20A  Anacrobes Identification Kit

Selected single colony
¢ Inoculate to fresh GAM broth
Grown in GAM broth
¢ 37 °C anaerobically for O/N
Spread 0.2 ml of O/N culture on GAM plate
¢ 37 °C, anaerobically for 2 O/N
Collect all grown colonies by cotton bud

v

Suspend cell in culture solution

v

Add to identification cassette
¢ 37°C, anaerobically for 2 O/N
Record +/- data on data sheet

v

Sum each score

v

Interpret the number and identify for anaerobe bacteria
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