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Appendix 1

Figure Al: Mass spectrum of column purified fraction 15%
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Sequence of 15" fraction:
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MKSLLGPLLL GASRLATATN GADSLVARAE SSLKWEPCKL DLPDAAKELL
KAGDCATIEV PLDYTDKKSD KTVELQLIRY NATKEPFKGS VLWNPGGPGI
SGIETLAYLG QDFRDIMGGH HNIISFDPRG VGRTIPFACG KNASTELTRR
SLEPLPQADL WEYVKNEGWQ TMQATAESCY ETQQEHGRFL STAFTARDMM
KIVDALGEDG KLRFWGISYG TILGQVAAAM FPDRIGRLLL DSNSLADAY L
TSTGVGGPHD AEKSLVHLFA ECVELGTKYC KVANYSGSST TVEDLRDATV
ETFQKLKDLK TLPDGLSSKD YPYAGNSILK QLKYGIMNLL SSPFENYPSVV
EILSYAFEGD YKKALSVYKE DTSEWNLGTN AFQGIACSES SFRVSNPEDL
YSMYQAHLAG SSFGDAIAAD YVACAAWKFD AAEGVDTNTL RNVNTSFPVL

Note: The Red colour represents peptide match.
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Appendix 2: Media, buffer and reagent preparation

10X TEB buffer (pH 8.0): 100 ml
Tris base 10.8¢g
EDTA 0.92¢g
Boric acid 55¢

Dissolve in 80 ml of sterile filtered DW; adjust the pH to 8.0 with 10N NaOH
or Conc. HCI. Make up to 100 ml with sterile filtered DW. Sterilize by
autoclaving and store at RT.

2X Loading solution 10 ml
Glycerol 5mi
10X TEB buffer (pH 8.0) 1ml
10% Bromophenol blue 0.1ml
Sterile filtered DW 3.8 ml

First take 3.8 ml of DW and add other reagents with constant mixing. Sterilize

by autoclaving, store at RT.

1X Phosphate buffered saline (PBS): 100 ml
NaCl 800 mg
KCI 20 mg
NaxHPO4 144 mg
K2HPO4 24 mg

Dissolve in 80 ml of sterile filtered D/W; adjust the pH to 8.0. Make up to 100

ml with sterile filtered DW. Sterilize by autoclaving and store at RT.

1X Electrophoresis buffer for SDS-PAGE: 1000 ml
SDS 1gm
Tris base 3gm
Glycine 14.4gm

Dissolve in 800 ml of sterile filtered DW. Make up to 100 ml with sterile
filtered DW.

Gel stock for SDS-PAGE (30%0-0.8%): 100 ml
Acrylamide 30 gm
Bisacrylamide 0.8 gm
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Dissolve in 80 ml of D/W, make up to 100 ml and store at 4°C.

YMB media 100 ml
Yeast extract 0.3gm
Malt extract 0.3gm
Glucose 1gm

Peptone 0.5gm

Reagent for silver staining:

I) Fixing solution

a) Solution A 100 ml
Methanol 50 ml
Acetic acid 16 mi
D/W 34 mi
Formaldehyde 20 pl
b) Solution B 100 ml
Ethanol 50 ml
D/IW 50 ml

I1) Staining Solution

a) 0.2 % Silver nitrate solution 100 ml
Silver nitrate 029
Formaldehyde 10 ul
Sterile Filtered DW 100 ml

b) 1% Nitric acid

Nitric acid iml
D/W 99 mi
I11) Developing Solution 100 ml
Sodium carbonate 60
Formaldehyde 150 pl
Sodium thio sulphate 0.2¢g
D/W 100 mi
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