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NOTICE: VWhen govermment or other drawings, speci-
fications or other data are used for any purpose
other than in connection with a definitely related
government procurement operation, the U. S.
Government thereby incurs no responsibility, nor any
obligation vhatsoever; and the fact that the Govern-
ment may bhave formulated, furnished, or in any way
supplied the sald drawings, specifications, or other
data 1s not to be regarded by implication or other-
vise as in any manner licensing the holder or any
other person or corporation, or conveying any rights
or permission to manufacture, use or sell any
patented invention that may in any way be related
thereto.
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AFPENDIX A"

1. Resume of {he preuent prograsa:.

As described in a final repert, March, 1963, a specific protease inhibitor
of poiypeptide nature was isclated from heaTing skin aite of Arthus inflarmmation
end extensively purified as fibrcus eubstanﬂm {(Fig. I). The inhibitc. was solved
in buffer and its solution waz equiliibrated with various duffers of desired pE
by means of dialysis; and it received a paper electrorhoretic anazlysis. There
was revealed only one spot pesitive with amidoschwarz 10 2 staining, showing
sucressful purification of the inhibi%or (Pig. II). A Grassmann's apparatus was
uged. This inhibitor inactivated pariticulad SE-proteasse of cutanecus Arthus
inflammaticn and papain, but had 10 effect on trypsin cor chymeirypein.

Motilities as a functicn of pE were compuied from a pE mobility cuzve acce
ding to Xunkel and Tisseliusy and the isoeleciric poin’ of this inhibitor seemed
be eround 6.6, as shown in Fig. III.

Fig. I. Photograzh schowing fibrous inhibiter (1315
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IT. Poner olectrovhoresis o inhibitoxr

2.67 mg. N/ml. (0.01 ml. used)., 240 min., 2.15 volts per c@. At Hu asziate Tufler
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pd 3.85, 0.1 }. B: Phosphate buffer, pH £.8;, C.1 ¥ (alzo iesini in 420 TN,
4.4 volts per cmj and the same resulis obiained)s C: Barditurats Tuffer, ro
8.6, 0.1 M.
- . z -7 -1

Fig., III. BEffect of pH on mobility of inhibitor. ibbilids 7. 57 suo 7 wolit

2. Research activity for +the next nalf:
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The above inhibitor rcceelves furtiler chsnicel aunglyein, Zor Instause, Ty an
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nliracentrifugaticn anl =nino acide--anaiyzer. Crystoilizetion o this irhibitor

is compleieds; and ite biologlcal action on veariouws fypes of indlsmmation is
asaayed. Also, the inflammatory vascular permeabiliiy factor and its anti-
subatance, discussed in a final report, are vurified end their dynanmic relation-
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shir irn the vasculiay ihencnzunoen in inflzmmetion e ghudiced. Furthsruore, the
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