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1) Piranha solutiong %3] AMZ ¥ Indium Tin Oxide(ITO) 71E EW A& THTE A st SH3= ==
ol =S 7] (-0H) 7k B EHE AFsgieh. of w Ao r FAH AHe A (Fib-Fo)d HEHH WA
1 cmX 1 cemolAT).

2) ZHlE 170 71E o 4.4 mg/ml FBF=A(Fib)S 1AZF B¢ =F FY(drop coating) 3} o] & &

= Al et

3) Jrgx=A(Fib)e] Agd IT0 71Eo o8 FEo(EEY ¢1S; 100pg/ml; 1 ng/ml; 10 ng/ml; 100 ng/ml;
1000 ng/ml) EEW (thrombin) €A} HZAo g FXH B =A(Fib-Fc) §Ho 7 o|Fojx E3gHS 3
slato] 1A1ZF B9k =F A7 F cleavage buffer9} &8 o]&3lo] AHGTE. 4719 #AHL = 4o YeERAS]
c}.

Ad 1, HzAe] EXE HJEI=Ae +8 AY AFH(Cyclic Voltammetry, CV) A

% 55 3 A AFHE o]8d HEAo] TXE HE=AES EA3 vo]golt}. Bare IT0 A=3 1T0S)
o] NHS(N-hydroxy succinimide)$} #|ZAlo] ASIE NHS-Fe)& w3 729, a8x dH24d0] TXH JHa
(Fib-Fo)& w=&¢ 499 &3 Ay AFEE o83t doleE Elsisivt

Add 2. HBRAoE EXNE IBI=AL o|&3 IT0 EEW AE JEY nEH2A AY AFHE =4



[0063]

[0064]

[0065]

[0066]
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(Differential Pulse Voltammetry)

) AAle 29 vhget

100pg/ml; 1 ng/ml; 10 ng/ml; 100 ng/ml; 1000 ng/ml) EEH
(thrombin) &3} #H= LA(Fib-Fo) EF&AS &3k 110 71Ed i3k 43t dF @S
gzl {8, A" 110 A5 APd=e=2 gta, W5((Pt) A=5S Judae2 a8 JEdao2s

Ag/AgCl AFE o] gslo] FHjE &l T Hol 48 AYE 0.2 V oA 0.8 VE 3.

= of
lo Kl
o,
o
fu
=
4

fu

2

N d

i

i=h
[, l]I, U10
A -

3 1S5 100pg/ml; 1 ng/ml; 10 ng/ml; 100 ng/ml; 1000 ng/ml)ol w& Ak3l HHF 9

60 %78 FES, 49 A3 EENC FEAk F7H mel As-AR gol Fkshe AL dAT
gtk AE-AR e vl Uz Udste] EBNe] Ro] mE AFge] Wak FAT Held B o, =
Fule] o] weete] ek ARGE 4RO Fhekn 9eS BT ¢ At

Q

Fe-labeled Fibrinogen

i )
>~
=
&+
-

Fibrinogen

Fc-NHS ester
xu2
Slowly add 100 pL of Fesloution Separate the Fibrinogen-Fc
) L (10 mg/mL in anhydrous DMSO) conjugate from unreacted Fo
Dissolve 10 mg Fibrinogen
inl mL0.1 Mbicarbonate
buffer {pH 9.4) Stirring for 5 h at room temp. Sephadex G-25 column
0.5 mL mixture eluted with 1.0 mL
cleavage buffer (Tris 25 mM;
Macl 150 mM; Cacl, 2.5 mM; pH 8.4)
EH3
=\ /7~

v

Fib-Fc50 ul 1 h at 25 °C
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_— ————————
. 4.4 mg/ml Fibrinogen
Cleaned by piranha solution e :
Zl/lcm [70% H,50,/30%H,0,) tem in ﬂ;:::gehuffar

|
N P |
= 1
o= R |
s ¥ ' 1 70 "
—= & S5 ey
]
Fe labeled Fibrinogen
+thrombin[diff.cone.) In 0.1 M PBS
lem / that370C Scan rate ; 100 mV/s
A

Fibrinogen layer

~@inding buffer for thrambin slution - Tris-HC| SOmM, N2C1140 mAL, MECh 1mhd, 854 0.1%0H 7.4
~ cleavage buth b i HaCl 150 m, CaCly 2.5 mit, pH 8.4
+PBS solution for DPV measuremen - Sodium phosphate 100mM , NaCl 150mM, pH 7.4

3004 —— 10

——— NHS-Fc,ITO
2004 ——Fib-Fc/ITO

100 -

- 27

Current (nA )
o
|

-100 -

-200 -

-300 -

T T ' T T T T
02 0.3 04 0.5 086
Potential ( V vs Ag/AgCl)
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EH6
2.0
1.84 Buffer+Fib-Fc/Fib/ITO
——— Th 100 pg/mi+Fib-F¢/Fib/ITO
1.6 4 ——Th 1 ng/mi+Fib-Fc/Fib/ITO
14 —— Th 10 ng/mi+Fib-Fc/Fib/ITO
o] —— Th 100 ng/mi+Fib-Fc/FibNITO
g 1.2 4 ——Th 1 ng/mi+Fib-Fc/Fib/ITO
Z 104 '
E
g 0.8+
o 06
0.4
0.2
0.0
-0.2 T T T T T ¥ T bl T v T T T
0.2 0.3 0.4 0.5 0.6 0.7 0.8
Potential ( V vs Ag/AgCl)
EH7
1.4 -
y=0.0774x + 0.8454
2 =
12 - R? =0.9866
1 4
<
Zos
-
=
206
3
(3]
0.4 -
0.2 -
0 - T T T
buffer Th Th Th Th Th
100pg/ml 1ng/ml 10ng/ml 100ng/ml 1pgimli
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