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Activation of Fibrinolysis by Derivatives and chondroi~in su~phate Bato be separated, in addition 
to hyaluroruc aOld, keratosulphate and chondroitin 
sulphatesA and G (ref; 2). 

The only fraction which contained a polysaccharide was 
that eluttld with 0'3 M magnesium chloride. This was 
sho~a . to cause separation of the cetylpyridinium
heparltm sulphato complex from the other aortic muco
polysaccharides. Using cellulose acetate electrophoresis 
~d a 0'1 Mphosphate buffer, at a pH of 7·2, this fraction 
nugrated as a single spot with a mobility similar to that 
of heparitin sulphate isolated from aorta, and inter
mediate between hyaluronic acid and the chondroitin 
sulphates_ The compound from egg-white contained 
equimolar amounts of hexosamine' and uronic acid 
determined by the orcinol procedure5. The hexosamine~ 
were shown by paper chromatography' and on a Dowex 
ion-exchange column7 to consist IMgolyof glucosamine 
(about 75 ptlr cent of the total) and galactosamine_ Paper 
<lhromatographic analysis on Whatman No.1, using a 
descending front of isopropanol-water (160: 40 by 
volume) showed that the uronic acid part corresponds to 
glucuronic acid; the spots were detected by naphtho
resorcinol reagent8• There were 0·9 sulphate groups" per 
disaccharide unit. The failure to liberate N·acetylhexos
amine10 showed that the compound was not degraded by 
testicular hyaluronidase. 

These results indicate that the acid mucopolysaccharide 
isolated from egg· white is heparitin sulphate or a closely 
related substance. . The sulphate content is lower than 
that of hepaIin, and this is supported by the staining of 
saInples dried on filter paper by toluidine blue. The degree 
of metachromasia is less intense than with heparin but 
similar to that of a chondroitin sulphate. Hyaluronic acid 
does not show metachromasia by this method. The 
sulphate content is, however, greater than that of the 
aortic heparitin sulphate isolated by Antonopoulos et al. a, 
which has approximately one group for each two disac· 
<lha.ride units. The presence of galactosamine may be 
caused either by its partial replacement of glucosamine 
in the polysacoharide chain or by contaInination with a 
chondroitin sulphate or a glycopeptide. The absence of 
any of the chondroitin . sulphates in the appropriate 
fractions, however, and the use of 1 percent cetylpyri· 
dinium chloride as a solvent to remove peptides makes 
such contamination unlikely. 

Schi:J.erll isolated heparitin sulphate from the oestrogen· 
stimulated chick oviduct, but hyaluronic acid and chon· 
droitin sulphatcs A and B were a.lso shown to be present. 
The hen oviduct also ·contairis several sulphotransferases, 
of which heparitin sulphotransferase is the most abundant 
and the most stableu . 
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of Diphenyldioxopyrazolidine 
THE mechanism of theanti.inflammatory action of nOll
steroid anti-phlogisti~s ~as not yet been fully explained, 
and further JIlformatlOn IS required. In our studies of the 
b~ochemical J?r?perti~ of derivatives of 1,2-diphenyl.3,5-
?I?xopyrazohdme whICh possess anti-inflammatory act· 
IVlty ar,td. have an oxoalkyl group in position 4 of the 
pyrazohdJIle nucleus1, we have inves.tigated their influence 
on fibrinolysis, using the method of von Kaulla". We 
c<;>mpared t~e. followi~g three derivatives of diphenyl· 
?ioxopyrazohdJIle, whICh have been used clinically, wit.ll 
mdomethacin and salicylic acid. 

~O-N-C,H5 

R-CH I 
"cO-N-CeH, 

1, R = C,H5COCH.CH.-

2, R = CHaCH.CH.CH.-

3, R = CH.COCH.CH.-
In the conditions of our experiment, increased fibrino

lysis was observed, causing the dissolution of recalcified 
human plasma clots incubated in a buffered solution of the 
examined substance for up to 24 h. The dissolution only 
occurred with certain concentrations of the examined 
substances, and both higher and lower concentrations 
showed no influence on the fibrinolysis. The order of 
activities expressed both in molar and p .p.m. concen
trations of the substances examined. is presented in 
Table 1. Salicylic acid was ina.ctive in this test. 

Table 1. ACTIVITY 01' SUBSTANOBS ELlJ(INl!JD 
Complete 

Molec- fibrinolysis Partial fibrinolysis 
Substance ular Mola- Wt. Molarity Wt. per ceut 

welaht rlty per cent 
1. Benzopyrazone 884'42 0'008 230·& 0·004-0'007 153·7-269'0 

Indomethacin 357'9 0-007 249'9 O·~·OO9 214'7-322'1 
2. Phenylbutazone 308'87 0'008 246'6 0·009-0-01 277·5-308'8 
3. Ketophenyl 322'37 0'04- 1,289'0-

butazone 0·07 2,25&'0 

. T~e substances exa~ned showed fibrinolytic activity 
f,n Vf,tro at concentratIOns about 10 times greater than 
those found in the blood after the usual therapeutic dose 
of the drugs, which lie between 100 and 200 p.p.m. 
when derivatives ofdiphenyldioxopyrazolidine are being 
administered. Z. ROUBAL 
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Catechol-o-methyl Transferase Activity in 
Skeletal Muscle 

IT has been reported that catechol.o.methyl transfer8&' 
(COMT) is found in most organs of the rat except skeletal 
muscle1 • In the course of studies on the isolation of this 
enzyme from various tissues, we obtained results indicai
ing that muscle shows a COMT activity approaching that 
found in the lungs and heart. 

The various tissues were homogenized in a 1·15 per cent 
solution of potassium chloride (two parts of tissue to five 
parts of solution) at 4° C. The COMT activity was deter
mined in the supernatant obtained after centrifuging th(' 
homogenate at 80,000g for 30 min. 

To determine the activity of COMT, we used tritiated 
S·adenosyl.L.methionine. 50!Jl. of the soluble fraction 
(5 ILL for hepatic tissue) was incubated for 60 min at 
37° C in a mixture containing 10 ILmoles of 0'5 molar 
potassium phosphate buffer, pH 7·6; 10 ILmoles of molar 
magnesium chloride; 100 mILmoles of tritiated S·adeno· 
syl-L-mcthionine methyl (1'74 IL) ('Traccrlab'; specific 
activity 274 m/mmolo). The mixture was made up to a 
final volume of 150 ILL Control solutions were macle by 
boiJing the superna.tant in advance for 5 min at 100° C or 
by replacing it with water. 
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