Fig.1

2.5

1.5

0.5

ABSORBANCE VARIATION

ANTIGEN CONCENTRATION [U/mlL]

1000

PROZONE REGION

MEASUREMENT RANGE

Abs,

PN
s Y
g L
gos?sk‘-
g0 %ﬂmﬁ
Eta;tb i
o5 44
0 2 4 6

REACTION TIME t [min]

1/8

10000

INITIAL REACTION VELOCITY

Abs,—Abs
Vi= — 22 oRb
ta—tp
_ Absg stq — Absp sta
Vlstd - =

ta_tb

RELATIVE INITIAL REACTION VELOCITY

ViV,



2
AbS REACTION VELOCITY RATIO
Abs. — Absy
1.5 R — tc == td
Abs, — Abs,
5 ta'_{b
1
]
% Abscsz; — Absg, .
|l ¢
R c d
g 0.5 T ADE, L —ADBy o
(é) ] ta i tb
J.
! .
(‘:\ b ! '
M R o
J ]
1 ta! tb : t. yd
1 I
/ / './ | | RELATIVE REACTION VELOCITY RATIO
2 4 6 8
R/ Rstd
REACTION TIME t [min]
CALIBRATION PROCESS MEASUREMENT PROCESS
‘REACTION START ‘
REACTION START i
i </~\\\k ,/ﬁ;§?~\
REACTION END | | [ e "PROZONE YES ONCENTRATION
1 ' ! DETERMINAT TERMINATIO
CALCULATE !
INITIAL REACTION--f{----- ! :
VELOCITY Vlst :
Y H
CALCULATE REACTION| _ |
+ VELOCITY RATIO Rst
PREPARE CALIBRATI -
CURVE OF ABSORBANCE----cccccmcccacaany, O DILUTION TO DILUTION
VARIATION | oo v REACTION END Exzmnmno REEXAMZiNATION
e
‘l 10-FOLD 100-FOLD
"] DILUTION DILUTION T
MEASUREMENT RESULT]

' |
REACTION START

|

REACTION END

I

Ll
Ll
END i

IMEASUREMENT RESULT)

!
END

2/8



INITIAL REACTION VELOCITY V1

RELATIVE INITIAL REACTION VELOCITY V1/Vlistd

[ xlota |
| aLotB |

OlotC |
CLotD | |

5 () BSRSERESRERRER
PROZONE REGION

MEASUREMENT RANGE

THRESHOLD OF Lot D

| THRESHOLD OF Lot C

-'-L:fHRESHOLD OF Lot B

¥ T THRESHOLD OF Lot A
byt SHOLD OF Lot

100000

18368833888388¢
PROZONE REGION

MEASUREMENT RANGE

. COMMON THRESHOLD

100 1000 10000

ANTIGEN CONCENTRATION [U/mL]

3/8

100000



REACTION VELOCITY RATIO R = A2/Al

100

L

MEASUREMENT RANGE

1000 10000
ANTIGEN CONCENTRATION [U/mL]

[

Fig.8

RELATIVE REACTION VELOCITY RATIO R/Rstd

1.8

1.6

14

12

1

0.8

0.6

0.4

0.2

0

100

| RANGE MEASURABLE BY 10-FOLD IDILUTION

NON-PROZONE REGION

10-FOLD DILUTION
DETERMINATION REGION
100-FOLD DILUTION
DETERMINATION REGION

10-FOLD DILUTION
_—

Rd THRESHOLD

100-FOLD DILUTION

100000

RANGE MEASURABLE BY 100—FOLP DILUTION

NON-PROZONE REGION

7 10-FOLD DILUTION
| DETERMINATION REGION

100-FOLD DILUTION
DETERMINATION REGION

’/,flo—FOLD DILUTION

Rd THRESHOLD

100-FOLD DILUTION
-/

1000 10000
ANTIGEN CONCENTRATION [U/mL]

MEASUREMENT RANGE

|

RANGE MEASURABLE BY 10-FOLD DILUTION

100000

|RANGE MEASURABLE BY 100—FOL1P DILUTION

4/8



Fig.9

2.5

0.5

10

COMPARATIVE EXAMPLE 1

PROZONE AND MEASUREMENT UPPER
LIMIT REMOTE FROM EACH OTHER

(0}

o=

2
18
16
14
1.2

1
0.8
0.6
0.4
0.2

10000

Fig.10

RELATIVE REACTION VELOCITY RATIO R/Rstd

1.8

0

100000

ANTIGEN CONCENTRATION [U/mL]

10

EXAMPLE 4
PROZONE AND MEASUREMENT UPPER
LIMIT CLOSE TO EACH OTHER

T TTITE @6, |

e

! C)i
SlmlE
0 a
o] '
100 1000

1.6

"-] X COMPARATIVE| -

10000 100000

ANTIGEN CONCENTRATION [U/mL]

o
P i,

1O EXAMPLE 5

| EXAMPLE 1
-] /\ EXAMPLE 4

A A A

1.4

.10 EXaMPLE 6

1.2

P
/2/%

B2
PROZONE REGION

R N NON-PROZONE REGION

10-FOLD DILUTION
DETERMINATION REGION
100-FOLD DILUTION
DETERMINATION REGION

PROZONE REGION
LOWER LIMIT

T

0.8

A
R

0.6

Z

%%%%/ .
.

O e
B e

.

O A P A

o
0.4 E \
. \
Y
0.2 K \\
. N
N
O 1 \\\\‘\ 1
100 1000 10000

100000

ANTIGEN CONCENTRATION [U/mL]

| MEASUREMENT RANGE |

|R_ANGE MEASURABLE BY 10-FOLD DFLUTION

5/8

COMPARATIVE EXAMPLE 1 4200
EXAMPLE 4 2180
EXAMPLE 5 1700
EXAMPLE 6 1300

| RE THRESHOLD

RANGE MEASURABLE BY 100—FOLli) DILUTION



Fig.11

4 azzgagajﬁifﬁﬁfb
O
b
<
5
g fw
3 £ g
g = THRESHOLD
g a
2 f}f AT
REACTION TIME min
£ .
Fig.12
CONCENTRATION
Z 2 -o-212 , q 10
3 18 | e )
0 16 | <817 z
g4 | o<4220 2
-=-21500
E 1.2 3Yl O
3 E 8 1
Z %8
& g =
(7] Ba [ THRESHOLD
ﬂ .\THRESHOLD D
0.1 ‘ ‘ A
10 100 1000 10000

REACTION TIME min
CONCENTRATION

6/8



Fig.13

Abs(t,a,[},c,d) =d-c F(t,a,/})

F (f 4 CUMULATIVE DISTRIBUTION FUNCTION OF GAMMA
tap) = Of(t,a,ﬁ) t DISTRIBUTION
1 @ PROBABILITY DENSITY FUNCTION OF GAMMA

ftap) = BT, t*le P DISTRIBUTION

Z
8
- 12 B s 528 0.35
= H I MODE (INFLECTION POINT)
—~ 1 2] N\ N\
(Y -_— Z — 03 / "
ey / [} R i N
g . [ 5 I .
= 0.6 / H LS 0.2 \
—2 /7 — |5 . \
' .
1] 0.4 / Q. 015 —f \
. Il . .
o 0.1
S 27/ P | N\
s . . | N 0.05 <
s 0 2 a 6 8 & 0 ‘ : —~
0 2 4 6 8

&>
[
aQ
H
N

NORMAL DISTRIBUTION

1

8 -

e _ 5 1 - = ey

g glx,u,0) _E(l +erf Vo7 )

>

) GAMMA DISTRIBUTION

O

4 y(k,x/8)
g(x.k,0)=———

B X0

g

LOGISTIC DISTRIBUTION

REACTION TIME min

1
g(x,u,s) =1+ e-G-Wi

INFLECTION POINT
(= MODE)

FUNCTION GROUP USED FOR FITTING

o y =1 = gx)

= X
y g ( ) y=f(x) =E-g(x)
y=f(x)=g(x)+F
y=f(x) =E-g(x) +F

TIME DERIVATIVE OF
ABSORBANCE VARIATION

REACTION TIME min

7/8



ABSORBANCE VARIATION

0.0

Fig.16

TIME DERIVATIVE OF
(ABSORBANCE VARIATION)

cococoocoooo0
=W R U N 0D =

o

o

Fig.17

INFLECTION POINT A-(.5

20 4.0 6.0 8.0 0.0 2.0 4.0 6.0 8.0
REACTION TIME [MIN] REACTION TIME [MIN]
1
2 4 6 8 o] 2 4 6 8
REACTION TIME [MIN] REACTION TIME [MIN]
3.5
3
2.5 Qn/@
2
1.5
1 @@/W
0.5
0 . I . . .
0 5000 10000 15000 20000 25000

CALPROTECTIN CONCENTRATION

8/8

18
1.6
1.4
1.2

0.8
0.6
0.4
0.2

0.9
0.8
0.7
0.6
0.5
04
03
0.2
01

0.0

2.0 4.0 6.0
REACTION TIME [MIN]

— 21500

2 4 6
REACTION TIME [MIN]

O 21500 l

8.0





