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APPENDIX I

CHEMICAL AGENTS AND INSTRUMENTS

A. Chemical substances

Acrylamide (Bio-RAGMEAS A
Agarose (Sigmagd

Ammonium pg
Boric acid H:B@
Bromphenol bl
Cancium chlg
Chroloform (E
Citric acid CsHgQ¥.

stadt. W. Germany)

. Germany)
Coomassie Brilliant'Blugid CA, USA)
o-diphenyl enediamine (S 0,
Ethylenedianiin : (disodium.salt) (BDH, Poole,
England) Y. o

Ethyleneglyc is-'(- pethylether)N,N,N',N ,", tra-acetic acid EGTA
(Sigma, MO, USA) ‘a

RN AEHAG I ) T

Glacial¥dcetic acid (E. Merck Darmstadt. W. Germany)

PR ANNY

Hydrochloric acid HCI (E. Merck, Darmstadt. W. Germany)
Isoamyl alcohol (E. Merck, Darmstadt. W. Germany)
2-mercaptoethanol (E. Merck, Darmstadt. W. Germany)
Methanol (Carlo Erba, Milano, Italy)



Magnesium chloride anhydrous MgCl, (E. Merck, Darmstadt. W.
Germany)

Phenol C¢HsOH (E. Merck, Darmstadt. W. Germany)

Phenylmethylsulfonyl fluoride (PMSF) (Sigma, MO, USA)

Poly-L-lysine (Sigma, MO, USA)

Potassium chloride KC1 (E. Me

Saccharose C,H»,01; (Sigha

Sephacryl S-300 (Amiers

, Darmstadt. W. Germany)

Uppsala, Sweden)

Sodium chloride-Naéi , )

Sodium hydrog€n Cazhefate ] annstadt Ww.
Germany) ' \

Sodium carbeé ate 150 E. ) \ PDarmstadt. W.
Germany) : |

Sodium azide NalN,
Sodium dihydroge@ph®sphaie: il | ferck, Darmstadt. W.

Germany)

Germany)
Sodium hyd

Sodium do 2 -_

Spermine (Sig ' a, MO, USA)

Spermidine

smfuﬁiaaééf ANENIneINg

TEMEB)Bio-Rad, CA, US4

TRIRAIHAMINYIAT

i 100 (Sigma, MO, USA
Tween 20 (Sigma, MO, USA)
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. Antiserum and serum

Rabbit peroxidase-conjugated antihuman immunoglobulin G (DAKO,
Glastrup, Denmark)

Fetal calf serum (GIBCO BRL, Germany)

Anti-C3 (Behring AG, Marburg

Anti-C4 (Behring AG, Marbi

. Enzyme

Micrococcal

. Markers

Prestained protein marker.. ew England Biolabs, USA)
"8,

DNA marker, 100 base‘gatzs (Prof VT USA

1

. Cell culture L —

AR SBNINEIDT,
ARAINTUNRINYA

. Glasswares

Beaker (pyrex, Corning, N.Y., USA)

Cylinder (Witeg, W. Germany)

Erlenmeyer flask (pyrex, Corning, N.Y., USA)
Glass tube (pyrex, Corning, N.Y., USA)
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Microtiter plate (96 wells, flat bottom) (Nunc-immuno plate Maxisorp,

Nunc, Denmark)

G. Instruments

Amicon PM-30 filters (Aslicor
Analytical balance (Bcisa, \
Automatic pipe ':“""-.'_ yory
Centrifuge, mo@
Electrophoreti€ tagk :

ELISA readesffogé 0 (Org \ ‘ \, Belgium)
ELISA washegWasficd# g0 Grgane \1 Belgium)

S AT “\t\\\\w\ pus, Japan)

Fluorescence mig

|}

Fraction collector, dukter AB, Bromma, Sweden)
Mini-Protean II ¢ell )

Mixer Voetex-Genie 2 'ﬁf s, NY, USA)

Nephelometer (Behring 4 ""l“ul, :

pH-meter, ) g t_.-,-f-f-:--—‘,Lm,,‘-;,—_:;.;:;\ ‘

i

Power supp

Spectrophotos "l er (Bio-Rad, CA, SA)

ﬂUEI’JVIHﬂ‘iWEJ']ﬂ‘i
qmmn‘smumfmmaﬂ




APPENDIX II

NUCLEOSOME PREPARATION

Washing buffer, pH 7.5

Washing buffer consist§ef i . T 1ex, containing 15 mM NaCl, 60
mM KCl, 2mM EDTA, 05HNEEGTA, 0. 15 Tmglal Spermine, 0.5 mM spermidine,
0.34 M saccharose, 15 mMa2®aefeintddttia 1 and~Q.2 phenylmethylsulfonyl

fluoride (PMSF).
1 M Tris-HC], pH 6 8 ml
NaCl g
KClI 448 g
EDTA 075 g
EGTA 019 ¢
Spermine 015 g
spemidine o 0 i g7
Saccharose [ ..‘»'J 38g
2-mercaptoethan‘ 0 0.52 ml
Phenylmethylsulfory guoride (PMSF)‘J 004 ¢

AULINEININYINT

This solutjén was prepared by dissolving all of reagents in 800 ml of DW.
i mamm S ErTeE o
1000 ml re
Lysis buffer

This lysis buffer contains 0.05% Triton X-100.

Triton X-100 0.5 ml
Washing buffer, pH 7.5 99.5 ml
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Digestion buffer, pH 7.4

A digestion buffer consists of 50 mM Tris, 25 mM KCI, 4 mM MgCl,, 1 mM
CaCl,, and 0.2 mM PMSF.

1 M Tris-HCI buffer, pH 6.8 50 ml

KCl | 146 g

MgCl, 034 g

CaCl, - 011 g

Phenylmethylsul fonylinotide (PM ‘ - 0.035 ¢

This solution wasg#fepafod #¢' disSolVing afloPgagents in 800 ml of DW.
The pH of this solution wad'a 7 4wt I\ 'L :and made up the volume to
1000 m1 with DW. Sto '
Extraction buffer, pH 7.5

An extraction buffer co ,J"ar' fﬂvp 0.25 mM EDTA, 0.02% NaNj,
and 0.2 mM PMSF. | A ' AL

(7 )
1 M Tris-HCI buffr, pH 6.8 150 m

EDTA 0.093

Phenvhﬂy’edl%iv@ %&!’Wﬁ A El'l(ﬂagi :
ﬂ?ﬁﬁﬂiﬁuu‘lﬁﬂﬂﬂ’]ﬂ 4

olution was prepared by dissolving all of reagents in 800 ml of DW.
The pH of this solution was adjusted to 7.5 with 1 N HCI and made up the volume to
1000 ml with DW. Stored the solution at 4 °C.



APPENDIX III

SODIUM DODECYL SULPHATE-POLYACRYLAMIDE GEL
ELECTROPHORESIS (SDS-PAGE)

Sample buffer

1 M Tris-HCI, pH 68 3.125 ml

SDS (10% solu | ‘ 230 ml
Glycerol \ 0 ml

0.1% Bromphe ml
B-mercaptoeth - ml
and DW was adde Tt ml

This solution was st
Acrylamide solution (30%)
To prepare itk

prepar iy

amids fand 0.8 g of NN-

methylacrylamide were T — ol nd f-i‘ made up volume to 100

i¥ |

ml. The solution was tered through a filter paper (Whatman No.1). this solution

W““““““ﬁﬂ*ﬂﬁ%ﬂ‘:ﬂﬂ'lnﬁ
T’““"Wﬁ"&@nmwwwmaﬂ

To prepare this solution, 18.2 g of Tris base (hydroxymethyl) aminomethane
was dissolved in 50 m] of DW, then the pH was adjusted to 8.8 with 1 N HCl. The
final volume was brought up to 100 ml with DW. Store this solution at room

temperature.



105

Tris-HCI (1 M, pH 6.8)
To prepare this solution, 12.1 g of Tris base (hydroxymethyl) aminomethane
was dissolved in 50 ml of DW, then the pH was adjusted to 6.8 with 1 N HCl. The

final volume was brought up to 100 ml with DW. Store this solution at room

temperature.

Sodium dodecyl sulphate (10% SDS),

This solution wéS pr ydi \o : ammonium persulphate in
0.5 ml of DW. Store at By '“"‘" ‘\\
Separating gel (15%) F iz ‘

4_',':51""' .AJ *

parating gel (15%) was prepared by _; ixing the following

Polyacrylamide $e
o =
ingredients together: %4 i

I ]
1.5 M Tris-HCI, pHi8.8, 1.30 ml
s B ) Y IN i
10% SDS %blution 0.05

’*WWWNH‘SEUNWI’W]H"WBEI

The reagents were gently mixed. The polymerization was initiated by adding
0.05 ml of the 10% ammonium persulphate and 0.002 ml of TEMED. The gel was
poured into the casting apparatus and was overlayed with DW. Allowed the mixture

to polymerize at least 30 minutes at room temperature.
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Stacking gel (5%)

The stacking gel (5%) was prepared by mixing the following reagents:

IM Tris-HCI, pH 6.8 025 ml
30% acrylamide solution 033 ml
10% SDS solution 0.02 ml
DW | 140 ml

éﬁm was initiated by adding

and 0:0602.ial, of TEMED. The gel was

emoved, and allowed the

The reagents were genth
0.02 ml of the 10% &
poured on top of the sepaiat

. . W s
mixture to polymerize ‘oom temperature before use.

Electrode buffer (5 X Trisggly,

The buffer containe ollowhbis e
Tris-base LRI . g

Glycine P D g

10% SDS solutidn
|

and DW was u;'_ to

11000 ml

nnfUEINENTNEINT
r QAR Ol INYA T

This solution was prepared by diluting one part of the 5 x stock electrode
buffer in 4 part of DW and adjusted pH to 8.3 with 1 N HCl. This solution can be

reused 3 times. Store this solution at room temperature.
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PROTEIN STAINING

Coomassie Brilliant Blue stain

Coomassie Brilliant Blue dye R-250 (0.25 g) was dissolved in 50 ml of
absolute methanol before adding 10 ml of glacial acetic acid and 40 ml of DW. This

solution was kept at room temperature.

Destaining solution

The solution was preps
methanol and added D

temperature.

lacial acetic acid, 500 ml of

tion was kept at room

AULINENTNEINS
RN TUUMINYAE



APPENDIX IV

AGAROSE GEL ELECTROPHORESIS

1.5% agarose gel

Agarose

This solution coff

™ind 1 mM EDTA.
Tris-base 4 g
Boric acid 275 ml
0.5 M EDTA 2 ml

After dissolvi ng, ¢ ied
adjusted pH to 8.3 by} g?

L]

vater, this solution was

1900 ml. Store the solution
at room temperature.

AULINENINYINT
RN TUAMINAY



APPENDIX V

INDIRECT ENZYME-LINKED IMMUNOSORBENT ASSAY
(Indirect ELISA)

This buffer was prepared™ pu«" ' 2043, 11C 05 and 2.93 g of NaHCO;

1 —
in 1 liter of DW and stored 4 °C,_ae"0agts ilidn 2 W \

R

This solution was prepz v dis ol§iHe 6 § ofig iydrous Na,HPQOy4, 0.1700
g of anhydrous NaH,PO, and 8.3 Na ‘ § EDW. The pH of this solution
was adjusted to 7.4 with 1 N HCL. Sforg #hissok oomilitemperature.

Washing solution (PBS-0.05%

Washing solution ( :ri fl of Tween 20 in PBS,
i i¥ |

pH 7.4.

— ) ¢ 3N EWI‘?W BIN3
Blocﬂgﬂﬁlﬁ SRINNRIINUAE B

PBS-0. OS%T
Conjugate solution

The rabbit peroxidase-conjugated antihuman immunoglobulin IgG, store at 4

°C. Dilute stock solution in PBS-T-10% FCS to working dilution immediately before use.
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Substrate buffer (0.1 M citrate buffer, pH 5.0)

The buffer was prepared by dissolving 4.735 g of Na,HPO,4 and 3.65 g of citric
acid in 450 ml of DW. After all ingredients were dissolved, the volume was made up to
500 ml. The pH was adjusted to 5.0 with 1 N HCl if necessary. This solution was kept at

4 °C in a brown bottle.

Substrate solution

The substrate solution €0 ' .i"':' diphenylenédiam n a concentration of 0.4
mg/ml in the citrate buffer, p Q -/N % H,0p plution was prepared freshly

before use and protected fro

Stopping solution (1 N H,SO4

The solution was prepa & off adai TSI .8 mkin 300 ml of DW. Made up

the volume with DW to 500 ml. ¥ Qeaaadiiid
b T

=

-

Y ‘
i i
-li "
W

¥
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