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Fig. 1
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Fig. 2b
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Multiple Alignment]
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Fig. 3

Humanised DSPA
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Sequence is based on tPA Isoform 1 with
a) Deletion of Kringel 2

b) tPA activation site mutated to corresponding DSPA sequence

181
241
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361
421
481

Italics: Signal sequence

Kringel 2 Deletion:

npdrdskpw
adiashpwg
ilgrtyrvv
vvrtvelpp
ghllnrtvt
wglgecggkd

cyvfkagky
aaifakhrr
pgeeegkfe
adlglpdwt
dnmlcagdt
vpgvytkvt

ssefcstpa
spgerflcg
vekyivhke
ecelsgygk

rsggpganl
nyldwirdn

csegnsdst
gilisscwi
fdddtydnd
healspfys
hdacggdsg
mrp

nsd-KringelZ2-stc

cglrgysqgp
lsaahcfqge
iallglksd
erlkeahvr
gplvclndg

mutated tPA Activation Site according to DSPA

1 mdamkrglcec vlllcgavfv spsqgeiharf rrgarsyqgvi crdektgmiy gghgswlrpv
61 lrsnrveycw cnsgraqchs vpvkscsepr cfnggtcgga lyfsdfvege pegfagkcce
121 idtratcyed ggisyrgtws taesgaectn wnssalagkp ysgrrpdair lglgnhnycr

gfthskgglf
rfpphhltv
ssrcagess
lypssrcts
rmtivgiis
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Conversion of QD405 into converted substrate
[Flavigen, pM] = (OD- 0.012)/0.00298
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Figure 4a



6/33

Conversion of Flavigen.pli by 10 nM plasmin
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Figure 4b
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Plot of pNA generation ( nM/s) by 10 nM of
plasmin as a function of Flavigen.pli concentration
keat =1.36 s'1; Km = §8.1 pM
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t-PA alone no cofactor
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t-PA , b-amyloid
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t-PA , fibrinogen
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t-PA, fibrin
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DSPA, no cofactor
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DSPA, b-amyloid
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DSPA, fibrinogen
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DSPA , fibrin
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Plots of a versus plasminogen concentration
a =ks.kcat.PA.E.P/(Km + P) The values were obtained by
parabolic curve fitting to the equation OD (t) = a+t2+ b+t + ¢
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Plots of a versus plasminogen concentration
a =ks.kcat.PA.E.P/(Km + P) The values were obtained by

parabolic curve fitting to the equation OD (t)=a~t?+ b+t + ¢

DSPA alone
3*10-10
1 = expt1
a - P expt2
R _10: // + expt3
2*10 : /V
1*10-10 /%
W‘
0 ) ﬁﬂZTﬁ 4m 6” - 8
Plasminogen (uM)
DSPA fibrinogen
3*10%, '
i = exptt
a T expl 2
2*10_‘:% Ah//f T —— expt3
BysZa
3 4
1410 Z
0 2 4 6 8
Plasminogen (uM)

DSPA amyloid
3*10-%
] | = expt1
a T expt 2
2*10%- s L.
A T
1910.0'_‘ Js/ M
7
A U U R S S e
0 2 4 6 8
Plasminogen (uM)
DSPA fibrin
= expt1
12107 = | = expt2
a el 25 | -7 expt3
: s 1
4 y-7-
8*10 =i
4*107
e
Plasminogen (M)

Figure 6b




vdSqa

Vd}

-1

- - 0L

001 2
unqy g - 0001 S
did shidm m
did snuwm - 00001 M
- 000001 @

- 0000001

0000000}
(ungy ypm
uosiuedwod) ydsa SA Vd} uo (L#) did 40 19943
L6y

te/81




10
vdsd vdi
-l
- 01
)
a
uuqy - 001 ]
didsndm m
did SnuUi |y 0001 M
2
=
0000}
000001
0000001
(unqy ypm
uosiedwod) ydSa SA Vdi U0 (1#) did 40 19913
g8 ‘b4

£e/61



vdsda

doH + did ]

Vd}

- - b

- 0l

— 001

did sndm

- 0004

did Snuiw g

- 00001

- 000004

0000001

00000001

(uieday

J0 199)3 BuIpNn|dul) YdSQa SA Vdi U0 (Z#) did 30 19943

L-S1-W ‘eyel uojjoeal

£8/0C

6 ‘D14




vdsd vd}

)
&
doH + did @ “
did snidm m
did snuiw g - 000k &
=
=
- 00004
000001
000000}
(uireday jo joayo
Buspn|oul) vdSa SA Vd3 Uo (Z#) did 30 10843
01 Bi4

€e/1T



22/33

Fig. 11

MDAMKRGLCCVLLLCGAVEFVSPSCEIHARFRRGARSYQVICRDEKTOMIYQQHOSWLRPVLRSNRVEYCWCNSGRAQC
HSVPVKSCSEPRCFNGGTCQQALYFSDFVCQCPEGFAGKCCEINTRATCYEDQGISYRGTWSTAESGAECTNWNSSAL
AQKPYSGRRPDAIRLGLGNHNYCRNPDRDSKPWCYVFKAGKYSSEFCSTPACSKATCGLRQYSQPQLHSTGGLFADIA
SHPWOAATFAKHRRSPGERFLCGGILISSCWILSAAHCFQERFPPHHLTVILGRTYRVVPGEEEQKFEVEKYIVHKEF
DDDTYDNDIALLOQLKSDSSRCAQESSVVRTVCLFPPADLQLPOWTECELSGYGKHEALSPEFYSERLKEAHVRLYPSSRC
TSQHLLNRTVTDNMLCAGDTRSGGPQANLHDACQGDSGGPLVCLNDGRMTLVGIISWGLGCGOKDVPGVYTKVTNYLD
WIRDNMRP
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M-DAMKRGLCCVLLLCGAVFVSPSQEIHARFRRGARSYQVICRDEKTQMIYQQHQSWLRE
M-DAMKRGLCCVLLLCGAVFVSPSQEIHARFRRGARSYQVICRDEKTOMIYQQHOSWLRP
M~-DAMKRGLCCVLLLCGAVFVSPSQEIHARFRRGARSYQVICRDEKTOMIYQQHOSWLRE
MVNTMKTKLLCVLLLCGAVFSLPROQETYRQLARGSRAYGVACKDEITOMTYRRQESWLRP
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VLRSNRVEYCWCNSGRAQCHSVPVKSCSEPRCEFNGGTCOQALYFSDFVCQCPEGFAGKCC
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EVRSKRVEHCQCDRGQARCHTVPVNSCSEPRCFNGGTCWQAVYFSDEVCQCPAGYTGKRC

:**:***~* *: *:*-**-***:************* **:********** *:-** *

EIDTRATCYEDQGISYRGTWSTAESGAECTNWNSSALAQKPYSGRRPDAIRLGLGNHNYC
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EIDTRATCYEDQGISYRGTWSTAESGAECTNWNSSALAQKPYSGRRPDAIRLGLGNHNYC
EVDTRATCYEGQGVTYRGTWSTAESRVECINWNSSLLTRRTYNGRMPDAFNLGLGNHNYC

o ko ok ok Rk **-:********** A Y ke ok ok 1\-::- *  kk kb ek oh ok ok ok ko kK
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***: l******-****.-** Ak ok kk .

NSMILIGKVYTAQNPSAQALGLGKHNYCRNPDGDAKPWCHVLKNRRLTWEYCDVPSCSTC

GLROYSQPQFRIKGGLFADIASHPWQAAIFAKHRRSPGERFLCGGILISSCWILSAARCE
GLROYSQPOFHSKGGLFADIASHPWQAATIFAKHRRSPGERFLCGGILISSCWILSAAHCE
GLRQYSQPQLESTGGLFADIASHPWQAAIFAKHRRSPGERFLCGGILISSCWILSRAHCE
GLRKYKEPQLHSTGGLEFTDITSHPWQARTFAQNRRSSGERFLCGGILISSCWVLTARHCE

***:*. :**: . . ****:**- kkhkxkhhkdhdk o o kK ***************:* . hok ok ok oKk

QERFPPHHLTVILGRTYRVVPGEEEQKFEVEKYIVHKEFDDDTYDNDIALLQLKSDSSRC
QERFFPPHHLTVILGRTYRVVPGEEEQKFEVEKYIVHKEFDDDTYDNDIALLQLKSDSSRC
QERFPPHHLTVILGRTYRVVPGEEEQKFEVEKY IVHKEFDDDTYDNDIALLOLKSDSSRC
QESYLPDOLKVVLGRTYRVKPGEEEQTFKVKKYIVHKEFDDOTYNNDIALLQLKSDSPQC

* % : *_:*-*:******* ******-*-*:*************-************ - x

AQESSVVRTVCLPFPADLQLPDWTECELSGYGKHEALSPEFYSERLKEAHVRLYPSSRCTSO
AQESSVVRTVCLPPADLQLPDWTECELSGYGKHEALSPFYSERLKEAHVRLYPSSRCTSQ
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AQESDSVRAICLPEANLQLPDWTECELSGYGKHKSSSPEFYSEQLKEGHVRLYPSSRCAPK
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HLLNRTVTDNMLCAGDTRSGGPQANLHDACQGDSGGPLVCLNDGRMTLVGI ISWGLGCGO
FLENKTVTNNMLCAGDTRSGEIYPNVHDACQGDSGGPLVCMNDNHMTLLGI ISWGVGCGE
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KDVPGVYTKVTNYLDWIRDNMRP 562
KDVPGVYTKVTNYLUOWIRDNMRP 480
KDVEGVYTKVINYLDWIRDNMRE 476
KDVPGVYTKVTNYLGWIRDNMHL 477
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Fig. 13

MDAMKRGLCCVLLLCGAVFSLPSQETHRQLARGSRAYQVACRDEITOMIYQQHOSWLRPVLRSKRVEHCQCNRGOARC
HSVPVKSCSEPRCENGGTCWQALYFSDFVCQCPEGYTGKCCEIDTRATCYEGQGISYRGTWSTAESRVECTNWNSSLL
TRRTYNGRMPDAFNLGLGNHNYCRNPNGAPKPWCYVIKAGKFSSESCSVPACSKATCGLRKYKEPQLHSTGGLFTDIA
SHPWQAAIFAQHRRSSGERFLCGGILISSCWILSAARCFQESYLPDQLKVVLGRTYRVVPGEEEQTFKVKKYIVHKEF
DDDTYDNDIALLQLKSDSPQCAQESDSVRAICLPEANLQLPDWTECELSGYGKHESSSPFYSEQLKEGHVRLYPSSRC
APKFLFNRTVTNNMLCAGDTRSGEIYPNVHDACQGDSGGPLVCMNDNHMTLVGI ISWGVGCGQKDVPGVYTKVTNYLG

WIRDNMHL
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FIG 14

5-2288 Actlvity of vamptPA-SPXL-Column Fractions
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FIG 15 a

Silver-stained SDS-PAGE Gel
of SPXL-column fractions
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FIG 16 a 28/33

Western Blot of SPXL-column fractions
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FIG 16 b

Western Blot of SPXL-column fractions
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FIG 17 a
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FIG17 b
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FIG 17 ¢
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FIG 17d






