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APPENDIX I

CHEMICALS AGENTS AND INSTRUMENTS

CHEMICAL SUBSTANCES

Acrylamide ™8\

Ammon iumHe ':T“"'{/: (WHa 2820 Sigma, USA)
B S

Bovine ‘Sery ..

Coomassfe | 1 ¥ar nlnge \ # England)

4-Chloro=-

Coppersufffage MCusds 5 (Re1deTNHamnover, W.Germany)

Disodium 0s.12Hz0) (E. Merck,

Darmstadt, W. German {

f“éﬂ-' -?.
Disodi ‘1 “{CaBs » Merck,

Darmstadt, 7 RY |

Ethylenédiaminetetra—aeetic acid (EDTA, disodium salt),

™ BUH NN INHAAT v
0 ﬁ‘”in* <HpFAI Rk Iy 1IN

H. Germany)
Glycerine (CHzOHCHOHCH20H) (Carlo Erba)
Glycine (Sigma, USA)
Hydrochloric acid (HCL) (E. Merck, Dermstadt, W. Germany)
Leptospira EMJH base (Difco, Michigans, USA)
Leptospira EMJH enrichment (Difco, Michigans, USR)

2-mercaptoethanol (Sigma, USA)
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Methanol (CH3z0H) (E. Merck, Darmstadt, W. Germany)
N, N' Methylene-bis acrylamide (Sigma, USA)
Nitrocellulose paper (Bio-RAD, California, USA)
Non-fat dry milk (Carnation, USA)

Pilikan-fount india drawing ink (Pelikan, W. Germany)

Potassium chlog tkk\f ; _Herck, Darmstadt, W. Germany)
Potassium ey KHzPO«) (E. Merck,
Darmstadt,
Peroxid#s ; GAfed Spive Y@muASglobulins to rabbit Igs
(Dako, Denm® %
Sodium
Sodium
Sodium 1 z:
Standard ndledar uat rkers (MW-SDS-200 kit)
(Sigma, US2 7

TEXEN 70 fnefianine) (Sigma, USA)
Trismadibfase
Tween 20 #l3digma, USA)

ﬂ‘HEI’J'VIHVI‘iWEI'Iﬂ‘i

B. GLASSH&RES
Cylinder (Witeg, W. Germany)
Erlenmeyer flask (Pyrex, Corning, N.Y., US4)
Glass tube (Pyrex, Corning, N.Y., USA)
Screvw-cap erlenmayer flask (Pyrex, Corning, N.Y., USA)

Serological pipette (Pyrex, Corning, N.Y., USA)
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[ o8 INSTRUMENTS
Analytical balance (Precisa, Switzerland)
Dark-field microscope (Olympus, Japan)

Eppendorf microfuge model 5412 (Beckman Instrument, Inc.,

UsR)

Gel Dryer IL}“;_. !
Hamilton syI

Incubato

Hagnetfc :
Mixer Vor Ungustries, N.Y., USA)
PHY 83 Rut hE deb@r iR R.: , Copenhagen)
Pipette Was i ‘ s, Philadelphia, PA, USA)
Fower supp :
Refrigerated hi :j," ? rifuge (J2-21 centrifuge,
Beckman I » | y
Spectvﬁf; : %% ) Coleman instrument,

Maywood, IlLl i ois,

BT
QTR ST

Vertical electrophoresis (LKE Apparatus 2001, Sweden)



APPENDIX II

MEDIA, REAGENTS AND PREPARATIONS

2:5 gm.
500 ml.

until dissolved

comple | oo ! 13 Ska to 7.9. It was

strilizej 1 for 15 min. cooled to

50-60 %¢ indctivated sterile normal

rabbit szl Gy aid o medium was dispended in

ster ..l' in a refrigerator.
|

2 LeptospqugﬁﬁJH med1um

Al i BRINYINT o2 w

Deionized D.g&W. qr900 ml.

QW’W AIATULRIINBANY 7o

autoclaved 121 ®c for 15 min. When the temperature of
EMJH has decreased, 100 ml of Leptospira EMJR
enrichment media was added. Store the medium in a

refrigerator.



REAGENTS

1. Reagent for preparation of sonic extracted antigen.

1.1 PB3, 0.15 M, pH 7.2

NaCl 8.0

100

:T' : - 1uu

100

2.3 Sﬂlu‘ C (2% CaHagip20s.2H20)

ﬂummmwmm :

Deionized D. W.

ammmmummmaa

Splution A
Solution B 1
Solution C 1

Prepare freshly befor use.

90

am
gm.
gm.

ml.

gm.

mi.

ml.

gm.

ml.

ml.
ml.

ml.
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2.5 Folin Ciocalteus phenol reagent.
2 N Folin-Ciocalteu phenol 5 ml.
Deionized D. W. 50 ml.

Prepare freshly before use.

3. Reagents forg ) A G
3.1 StocfMEemstinids.
" 30.0 am.
;;"lamide 0.8 am.
h 100 ml.
#f;‘erial by filtration

pottle.

16.65 ml.
12.50 nl.

Y] 0.50 mnl.

0.2 1% U 0.50 nl.

ml.

Aus TS wens Ll
CURER iy igiek 1 TaT s e

before use.



3.3 Sstacking gel, 3%
Stock, acrylamide
0.5 M, Tris-HC1l pH 6.8
10% sSDS
0.2 M, EDTA

Deion

1ifp1====5’
g  m—

92

1.00 ml.
2.50 ml.
0.1 ml.
0.1 ml.
6.25 ml.
0.005 ml.
0.050 ml.

sulfate  just

0.3784 gnm.
0.5000 gm.
5.0000 ml.
2.5  ml.
0.0005%

10 ml.

Stare in tﬁﬂytlr sealed bottle.

ﬂwmmuﬂmwmm

Tris

amaﬂnﬁmmwmaa o

Dieonized D.W. to

1,000 ml.
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3.6 Standard MW Markers

Individual proteins included in the

MW-SDS-200 Kit (sigma) are:

Approx.Mol.Vt.
(dalton)
29,000
45,000
66,000

97,400

hia coli 116,000
205,000
sfits of MW-SDS-200 kit
er. All proteins must
2h in sample buffer.

-20°c for future use.

3.7 % O i it e < 0.25%
|' ‘
&) R-250 2.5 gm.

¥

ﬂuﬁ?ﬁhmﬁmm v ii

Q Wr] a 'ﬂ ﬂ ilﬂdly Mr] @ w&}m&‘l then add

glacial acetic acid and water. Remove insoluble
material by filtration through filter paper. The
dye solution can be stored for months at room
temperature but any pnecipétate formed should be

removed before use.



3.8 Destaining solution

Methanol 100 ml.
Glacial acetic acid 150 ml.
Deionized D. ¥. 750 ml.

or dry gel.

3.9 Fixing solutign
M : l||l

400 ml.
50 ml.
550 ml.
4.
3.03 gnm.
14.4 gm.
800 ml.

. to 1,000 ml.

bning-0.1% Tween 20

AutTneninens O -

KHzPOs a @/ 0.2 gnm.
ARIANTLUARIINEIRE. .
q

Deionized D.W. to 1,000 ml.

4.3 Blocking buffer
Washing buffer . 100 ml.
Hon-fat dry milk 5 gm.
Dissolve non-fat dry milk in washing
buffer and remove insoluble material by filtration

through filter paper.
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4.4 Sobstrate solution for immunostaining.

4-chloro-l-naphthol 0.006 gm.
Methanol 2.000 ml.
Tris 1.0 M, pH 7.4 10.000 ml.
H20z 30% 0.004 ml.

Floro-i-naphthol in methanol,

(Tris 1.0 M, pH 7.4) and

. markers.

0.3% Tween-20

8.0  gnm.

0.2 gm.

1.15 gnm.

.;i 0.2 cm.

Tween s 3.0 ml.

¢ Pgionized D.Wat 1,000 ml.
ﬂummmw Jalip)

ml

AN aeAsalunAdneng El

Tween-20 ml.
Dissolve india ink in PBS, pH 7.4
(containing 0.3% Tween-20) and remove insoluble

material by filtration through filter paper.



Absorbanca at 540 nm
o
'
I

g. 1 ]
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ﬂummmﬁ‘ﬁ”‘iﬁ i
@W}amﬁ@uaumwa A B

ranging from 30-300 M of BSA is

determined by Lowry method.

270

300
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Moleealar Welght (Kd)

10 il I . | I :

' ey i".
L . = 2 Carbonic anhydrase

Augingninging
RN A IO HRITHE TR
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