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APPENDIX 1
CHEMICAL AGENT AND INSTRUMENTS
A. Chemicals

Agarose gel (Seakem ME, Bioproduct, USA)

Aminocaproic acid
Barbitone (BDH, °
Carboxypeptid
Coomassie br
Calcium chloridg aCls) =“_.;_-‘x, Germany)
Diaminobenz i€

Disodium hydrog E. Merck, W. Germany)
Ethylene diamine ;5\ EDTA) (E. Merck, W. Germany)

-r_
Glacial acetic a hf%ﬁ;gﬁ OOH Merck, W. Germany)

7z
Glutaraldehyde (Sigma; “USA)

Gelatin (qugf—“ — Y

Glycine (Si@, SA : m

Hydrazine sulfate (Sigma, USA)s

warodiich: i NIRINYINT

Magne51um chloride (Mg€l,) (E. Mergk, W. Germany
AL AN TRL%RBYR El
q
Nitrocellulose membrane (Bio-Rad, USA)
Neuraﬁinidase from Clostridium perfringens (Type VIII, Sigma, USA)
Non-fat dry milk
Sodium barbital (E. Marck, W. Germany)
Sodium chloride (NaCl) (E. Merck, W. Germany)

Sodium dihydrogen phosphate (E. Merck, W. Germany)
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B. Antiserum and serum

Guinea pig serum
Hemolysin (Amboceptor) (Behringwerke, W. Germany)

Rabbit immunoglobulin to C4 (DAKO, Denmark)

globulins to rabbit

C. Glassware

D. Instrument

o

Automatic 3“: | 4 ‘ inland)

Bio-freezer orma, - , USA) E@

‘;iiii:égmmm“ SRLAy ™
SIS, mumg DENAL..

pH-meter PHM 83 (Radiometer, Copenhagen, Denmark) .

Power supply (LKB 2197, Sweden)

Spectrophotometer, Coleman Junior II, model 6135 (USA)

Trans-blot Electrophoretic Transfer cell (Sartatoblot, W. Germany)
Ultrascan XL I.aser Densitometer (LKB, 2202, Sweden)

Water bath, Julabo TWA (Seelbach, W. Germany)



APPENDIX II

1. Reagents for C4 Allotyping

1.1

1.2

1.3

EDTA solution 0.2 M, pH 7.4
Disodium ethylene diamine tetracetate (Naz EDTA) 7.44 ¢gnm

Distilled water to o 100 ml

The pH was adjusted o v at 40
—

Electrode Bu 1 buffer), pH 8.8
5.5 - diethylks &) -4 \

2.00 gm

5.5 - diethy fie acit um, salt 13.30 gm
Tris (hydrox& 45,20 gm
Glycine 56.20 gm
Distilled water 2000 ml
Store at 4°C '
Gel Buffe C" is=Glycine-Barbital buffer), pH 8.8
5.5 - dlethgba . 0.50 gm
5.8 - dlethybfrblturm acid -/sodlum salt 3.30 gm
e R ﬂ%%%&l’]ﬂ‘ﬁ o
Glycm 14.05 gm
RIMIAT O umqwma Ehoo e

tore at 4°C



1.4

2. Reagent for Staining

2.1 Stain solu'/

2.2

3. Rengent foﬂl‘hlt&iﬂ NYNINYINT

Phosphate buffer 0.1 M - EDTA 4 mM, pH 6.8
Sodium dihydrogen phosphate (NaH2P04 HZO]
Disodium hydrogen phosphate (NaZHP04 7H20)
Disodium EDTA

Distilled water

Store at 4°C

Coomassie

Methanol

Destain solution . :
S b T
e

Methanol

Acetic a “rf

Distilled gﬂler to

6.56
13.75
1.88

1000

2.5
450
100

1000

900
200

2000

“ﬁ{mm:mi ML RL] .

Methanol
Distilled water to

Store at 4°C

1000

90

gm

gm

gm
ml

gm
ml
ml

ml

ml

ml

ml

ml

ml

ml



3.2

3.3

4. Reagent for Immunos

4.1

Anode buffer No II, 25 mM Tris, pH 10.4
Tris (hydroxymethyl) - aminomethane
Methanol

Distilled water to

Store at 4°C

Methanol
Distilled wat

Store at 4

| f I‘r-l- ;m':_J #
Washing Buffer, pH 85
o)

Tris (hYdip 4
Sodium chlof Y )
1

de

pi
|
i¥

Sodium cya

g Aneninens

3.0274
200

1000

3.0274
13.248
200

1000

6.060

8.725

0.02

0.5

1000

ELaERiikivt el abE)

o1

ml

ml

ml

ml

ml

ml

ml
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4.2 Substrate diluent for Diaminobenzidine

Sodium chloride 4,625 gm
Disodium hydrogen phosphate 1.425 gm
Sodium dihydrogen phosphate 0.35 gm
Distilled water to 1000 ml

The pH was adjust to pH ' andsstore at 4°¢

4.3 Diaminobenzidine. subs 3 :
Diaminobenz \ 0.01 gm
Phosphate bu ' 30 ml

30% Hydrogen i : = 10 ul

5. Reagent for Hemolyt

(obadind < 2
5.1 Alsever’s solution

S BN

Dextrose 20.5 gm
Sodium ci‘?g 8.0 gm
Citric aci 0.6 gm

4.2 gnm

i:::mtziim gNsWEng o
stenllzedqby mnﬁ:ﬁﬂiﬁﬁﬁﬂﬁ nﬂﬁf gution Sl

1



5.2

5.3

5.4

5.5

5I6

Veronal buffer saline (VBS) - EDTA, pH 7.4

Sodium chloride 8.3
Sodium barbital 1.02
EDTA solution, 0.2 M pH 7.4 50

Distilled water to 1000

The pH was adjust fx‘l 4/ ahds store at 4°C

CaClz solutios 0 mM

Calcium Chlor/ 3.286
Distilled wa ' 500
Magnesium

Magnesium c 10.165
Distilled wa 2 ! | 500
Veronal buffer sai ne

Sodium baPhitall 3.75
Barbitoniyﬁ 5.75
Sodium chl]ﬂide 85.00

)Ly e TP S
Q0] B B P )

qulat in

5 X VBS 200
MgCl, 10
CaCly 5

93

gm
gn
ml

ml

gn
ml

gm

gm

gm
ml

gn
ml
ml

ml

Distilled water to 1000 ml

i,
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5.7 Hydrazine sulfate solution, 0.15 M, pH 7.4
Hydrazine sulfate 1.95 gm
Distilled water to 100 ml

The pH was adjust to pH 7.4 and store at 4°c
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