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Epiphysial Cartilage from the Limbs of Bovine Fetus [2kg]

1. Cut the tissue into small pieces.

[ 2. Homogenize in a Polytron with 1M Guanidine HCl extraction buffer (pH 6.0)
3. Extract at 4°C for 48 hr, and collect supernatant by centrifugation.

1M Guanidine HC] (pH6.0) Extract

l 1. Fractionate with 45—65% acetone at 4°C.
2. Collect precipitates by centrifugation.

Acetone Pellet [12g]

2. Filtrate successively through Amicon XM300 and Amicon XM50 filters.

J 1. Dissolve in 4M Guanidine HCI solubilization buffer (pH8.0) .

3. Concentrate with a YM-10 filter.

10—50kDa Extract {109mg]

l 1. Apply to a Sephacryl S-200 equilibrated with the solubilization buffer.
2. Collect the first protein peak out of three.

Sepharcyl S-200 Fr. 1 [16.4mg]

2. Apply to a Heparin Toyoperl affinity column equilibrated with 25 mM Phosphate
Buffer (pH7.4) containing 0.15M NaCl and 0.03% CHAPS.
Heparin-bound 0.5 —1.2M NaCl Eluate [1.99ng]
{ 1. Apply to a YMC C4 Reverse-Phase HPLC column.

[ 1. Dialyze against water.

Purified ChM-I [50 u g}

Fig. 5 Chondromodulin-l (ChM-I) DO¥58liEiE
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201 LKPTYPKEIQRERRELVRKIVTTTTTRRLRSGPQGTPAPGRPNNGTRPSV 250

261 QEDAEPFNPDNPYHQQEGESMTFDPRLDHEGICCIECRRSYTHCQKICEP 300

301 LGGYHPWPYNYQGCRSACRVIMPCSWWVARI LGMV 335
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Table 1 v VHEFERE - BIRKEFICB I 5bFGF &

ChM-1o#8
bFGF ChM-1

BN B O BIAL mRNA EHE mRNA EHYE
zone | FRBHELLEB) + + - -

I (&1L Bl + * + +

I (s pdk B MR + + # +

VI (B A BB AR + + # +

V(BK Lk EfElam) + + - +
F(BEMmias &) + n - -

DNA SEHEEH: 2 EE L L TEHRTOR
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L, 15~ 30kD @4 i@ & iz, & Siciitd
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MTERAKEE D, BEASHhTY MEFHHEM
ERTFELTRELHAITHY, %7 Natural
inhibitor & L THRRINBRIIONTFTH 3
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M, HEfEaRAREME, Z#ME, TES
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