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1) Standards or Plasma samples =-=-=----=c=cocmocaooon 200 1
2) 1-125 labeled Anti-ACTH(1-17)* and Biotin
labeled Anti-ACTH(34-39)** mixed solution -------- 100 p1
3) Avidin coated Bead --=--=----==mommommmeeoooo 1 Bead
Incubate for 20%2 hours at 25°C
Lgf) Wash the Bead with 2 m1 of washing solution ------ 2 times
l 5) Count and calculate the assay results 4]

* : Monoclonal antibody
*x : Polyclonal antibody

Fig. 1 Assay procedure of Allegro HS-ACTH Kkit.
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o B R ;
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ACTH standards ( pg/ml )
Fig. 2 Standard curve of Allegro HS-ACTH Kkit.
F—A A 0 Hifr &, £7-, Empty sella i Table 1 Intraassay and interassay reproducibility of
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ff iy, 11frf% 30 4y, 60 4, 3 XN 120 430

Allegro HS-ACTH kit

(1) Intraassay reproducibility

< i ; M S.D. C.V.
BOSORRML, &I HMRP‘P o ACTH it & Samples n (pgifnnl) (pg/ml) (%)
ACTH-IT & AP 25 T Rl U b L 7. Plasma A 5 42.4 0.83 2.0

Plasma B S 376.3 14.48 39
Il %
# * (2) Interassay reproducibility
1. Bt Samples n (M7an[) (S‘/D‘I) ?V)
DS & ORI pe/mi)  (pg/m
. 5 Plasma A 5 42.5 1.52 3.6
L il Hoo v e AL A S.D.
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Presented by Medical*Online

IR T UG 23 16 < 7 B iz

Lo L, 18,

B EOE T - T,

VYL 1 BIE RIS 3543 5 T
. TR

@tﬁ%n&i%ci Table 1 |2—§F L 7-.
% Ell—EN (n=5) A mr';z.,:kﬂA

> 2.09%,



158 BE % 27 %25 (1990)

Plasma A

300 F
E
S
=
a
E
°
pey
2
2
@
o
<
5]
o
= 200 F
=
o
<
2
1
c
a

Plasma B
100
Plasma €
R

1:16 1:8 1:4 L5 e 1:1
Plasma dilution

Fig. 3 Dilution test of plasma ACTH measured by Allegro HS-ACTH Kkit.

Table 2 Recovery test of ACTH added to plasma samples measured by Allegro HS-ACTH kit

Added ACTH (pg/m/) Mean
_————— recovery
0 7.0 24.0 70.0 230.0 725.0 (%)
Measured (pg/m/) 479 55.1 68.7 111.5 255.8 889.0
Plasma A Recovered (pg/m/) 7.2 20.8 63.6 207.9 841.1
Recovery (%) 102.9 86.7 90.9 90.4 116.0 97.4
Measured (pg/m/) 70.2 78.5 95.1 136.4 297.6 768.1
Plasma B Recovered (pg/m/) 8.3 249 66.2 2274 697.9
Recovery (%) 118.6 103.8 94.6 98.9 96.3 102.6
M B T 3.9%, £72 570 2 MEN (n=35) 23 It AT, 97.49%, it B T 102.6%, Tdh 7.
Mg e A T 3.6%, IR B T 4.3% Tdh - 6) LR
7 O FRBR O f R & Fig. 4 12 R L7, /-
4) AR LPH Tifs il & »5 100,000 pg/m/ T ) T &K
i ACTH 18 o> Yo 5 3 Fif{ o> e aket o PEAGE S S ALZLAE, il o iR N B T R
WA ORI & Fig. 313 L. wFhofll PN T AT 0 28 G BB - T2 f-LPH
HERUEE L O PRI ISR DI A H ALT. 100,000 pg/mi o>78 % fifi & 54 ACTH (1-39) ofiii
GG LTRSS 2 L pgiml b, SRR

B ERBR O FEYL (% Table 2 TorL 722 L <, L 0.01% T -1z
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ACTH(1-39) concentration (pg/m1)
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Fig. 4 Specificity of Allegro HS-ACTH Kkit.

Table 3 Comparison of assay results between EDTA
plasma, heparinized plasma and serum
samples

Mean assay results (pg/m/)

Samples .

Heparinized
EDTA plasma plasma Serum
A 38.34+1.39 4.6+1.0 7.7+£0.29
B 37.4+1.42 54+1.1 7.4+0.29
C 10.7+4.97 1.740.5 5.1+1.28

7) EDTA ffifff, ~ %9 v fi#fs X otiigste
O Wi

fEH1x Table 3 |Z5F L7z, Table3 T4 B 5 2
12L& EDTA iz, ~0 Vs k&
U MERENT 1 ACTH fEAE L < KR L 7-.

8) MfkoLEM:

TRTFIREE & RAFRE R S HIERBH RIE T R
Et Lo % Fig. 5105 Ui, {RIRIREE—20°C
TiX 6 HHORFTREMBICEREOKENED L
Niho7eny, 4°C L 20°C Tl {R7FRRR A3
B2 onEEPRL, iz 20°C T2
BIFETHo.

R
z
S
g o0 (@): -20°C
2 (a): 4°C
T
£ (m): 20°C
2
o ;
0 1 2 3 6

Duration ( Day )
Fig. 5 Effect of storage temperature and duration of
EDTA plasma sample on assay results.

2. BRIRR9IRET

1) #EABIUEEL+H ACTH &

FERI Fig. 6 I2R L 7. ¥ Aofif ACTH
fE 1%, 6.5 pg/ml 7% 43.0 pg/ml O &FHIZHAHL,
mean+S.D. X 17.2+11.0pg/ml TH - 7-. ZHh

Presented by Medical*Online



160 ®E¥

27 % 2 5 (1990)

Plasma ‘ACTH concentration ( pg/ml )

1 5 10 50 100 500 1000 5000
:7 i d -l 1 3 I 1
'
Normal subjects : 00 ® ome o ® ° (17.2 £ 11,0 pg/ml)
(n=12)
1
T
Cushing's syndrome|e@1
(Adenoma of Adrenal|®i (1.0 pg/ml or less)
cortex) (n=4) |
1
T
Addison's disease| !
(n=5) : (1035 + 421 pg/ml) . 00 o
)
T
Congenital '
adrenogenital ' (3357 £ 1305 pg/ml) ° e o
syndrome( n=3 ) : .
T
Pituitary adenoma : i ia o i .
(1) ! (31.7 * 23.6 pg/m1)
)
L}
1
Patients with
Metyrapone test : (471 1 354 pg/ml) b o o
(n=3) '
T U T T L} v T
1 5 10 50 100 500 1000 5000
Plasma ACTH concentration ( pg/ml ) (4): Chromophobe adenoma
(Q): Prolactinoma
- Fig. 6 Assay results of plasma ACTH (1-39) concentration in normal subjects and
patients with various endocrine disorders.
1) Before hypophysectomy 2) After hypophysectomy
= Regular insulin 0.1 U/Kg Bcdy Weight — Regular insulin 0.1 U/Kg Body Weight
= 30} = 3
e S
2 s |
s 5
Z £
]
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Fig. 7 Insulin tolerance test in patient with pituitary adenoma before and after hypo-

physectomy.

L, 7y vy ERE RIBRE T2
PREERE (1 pg/ml) LTI Lz, —FH, 7
TV VIR T 439 pg/ml A& 1,580 pg/ml o i
2 L, 35 1,035+421 pg/ml, ERMERIE K
BB ARE T3 2,060~4,670 pg/ml, T4 3,357+
1,305 pg/ml, » b &' v v #&EHTi 155 pg/ml 7>
& 854 pg/ml [z 434 L, E3Y 471+£354 pg/ml &

WFRLEBETH ok, —F, FTEMERETX
9.2 pg/m! 7% 70.4 pg/ml iz F L, ¥y 317+
23.6 pg/ml T » o . fEF A0 MmE ACTH {E »»
LRI L EIL, ISUEBEBMMEL RO Z
% 4.4 pg/ml 5 48.0 pg/ml DEEFHTH - 7.
2) AMRR
TERERERE THATB LOWHHZIZA v 2 )
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ARRERE 1TV, Mt ACTH REEZ APEELT
JIE L7 fE# % Fig. 71CR L7z, Fig. 7 THHS
mi3Z & iR, WO TEREOREZ KB L
RRBHELNI.

1500

n=77
r=+0.991
y =1.26x-4.82

1250

1000

750

Allegro HS-ACTH (pg/m1)

500 F

250

0 A ' ' L
0 250 500 750 1000
ACTHK-TI (pg/m1)
Fig. 8 Correlation of assay results between Allegro
HS-ACTH kit and ACTH-II kit.

1) Prolactinoma

100

50 p

Plasma ACTH concentration (pg/ml)

0 1 "
0 30 60 90 120

Time (min)

Regular insulin 0.1 U/Kg Body Weight

{

3) fhoRESE L Ok

ARELE & ACTH-IL & oflEME » ik 7741
TITVW, ZofER % Fig. 8 /Rl MERE
oI, MG r=+0991, ERERy=
1.26x—4.82 L BiF MR ESh. £, #
Holkix® HIZ, v 57 5 U EATERERE
1 B CHffRT, 4 v 2V v ARRRE T WR—IME
EHAEETRE L L 2 ARAEE TIRAL
R BHERTE oItk L, ACTH-II GiifE
PHERIGEED T £ 1 oz (Fig. 9). —3F,
Empty sella JE & # 2 Be b 72 fiEF| T CRH AT
RREZITW, FRORE 2Tz 25, AJE
ETREIEBSHEEORENED bhiznicst
L, ACTH-II T3ERIETd - 72 (Fig. 9).

Iv. & E 4

ACTH D 59444/ 7 v &4 (RIA) 2+
5 |G FHERE WY, EROBEK S IR S
nN3X5ictso7 RIA b, fEx 0 RESE»)
ZRBLLELFEHENTE, £/ 70 —F
TUEEEEM O RIZEWD, IRMA EIZELR
MiFbhsdk5icio7z. + T2 ACTH izown
T %, ¥&FH two site IRMA EXRFIHTRE & &
2 TWN3Y, 4, bhbhBHitL 7z ACTH
IRMA %, Avidin-Biotin #5& # R L =&

(®) : Allegro HS-ACTH
(0) : ACTHK-T

2) Empty sella syndrome

CRH 100 pg

{

100

50F

Plasma ACTH concentration (pg/ml)

PN S S S —
0 3 0 90 12

Time (min)

Fig. 9 Correlation between Allegro HS-ACTH kit and ACTH-II kit on ACTH stimula-
tion tests in patients with pituitary disorders.
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75 two site IRMA T, Hegi SRl ilE R E
ERAZLENTED L L LI, WHATEESiEN
% ACTH (1-39), 7 Intact ACTH % JIE
TEO/BUYE D 5. F/MRHIBE 3, 1.0 pg/ml
EF<h, 2SD. BICE3EHETIHEL T LA

< &d 3.0pg/ml % Tix, +HRHFIETH - 72,

1E%E ACTH JEEE % 15 pg/ml 25 520 pg/ml £ T
TREEREMAIIERR 2 RT3, 520 pg/ml A5 1,500
pg/ml £ TiX, w3y, IRMA i
THHh 3, high dose hook effect d 7E1EHS TR
Ehic. BARICRBROBMEN. B, AREE TR
WEEKDORIA THENIZACTHZ S5 2 b ED
RRIEEWEEX b=, 7272, f-LPH ¢ 0.01%
DRI MBEH b 725, ZHix f-LPH »5 100,000
pg/ml L WS EREQIRMTHAD TRDBRIZZ

L L EROBERICH ETIMEZ RV EE X .

EFRER A BRERER D MK 2> & LiERR M I X 5 FE
BRENTHBOFEIREN Th o -, FEFHM
DR bANEE P REL L bDTHDZ L &
RTRERAE L. 727, WERBHCKETH
WK EOEF Iz > v TiE, EDTA fi#ff¢dh 3
Tk, ¥, BB THRRNICRIECHET 2D,
RIEDMLED B BHEIIINT —20°C TORER
PDELEZ bR £72, —20°C TOHREFETHH
3, P Eb 6 A KETHDZ L1
M ohilc. RRESRIC X 2% Al ACTH
i 6.5 pg/ml 7> 43.0 pg/ml OFEFHIZHTE L,
mean+S.D. (% 1724110 pg/ml TH - 72. ZHh
IKE = 2 v 2 FFYERT O FEI9MHE 20 pg/ml & bk
L BT o7, 2 OfEEIICETESE
R 95% EHEMRAME HH L7z L 2 5 4.4 pg/m/
25 48.0 pg/ml k71 Y, Z DENSEIOKRE THE
bR HEETH o7 7 v v vV EER GIE
BRAE) <1, 2FTERETICAMmL, #HEA
LORBBRSG ThoTz. —F, TVY UESE
KRB R AGE T i ACTH fEix 3L
CEETHRUEOLER D o7, HRAEIZS
WTIiX, FHIRBBROE I ICHER L o722
& B RIS ELBEIER IO WTERFIAL
TEnweEBx bl foflEEL ol T,

27 % 2 £ (1990)

BIFSAHBENE LN, HEIZONTOFMET
%, 42 YATRRRS CRH AFRRTOX
ERE = IRERR LN, FERIICEARER N
b OFHMEDIEE & L THRENICER & ofR1E
SAie. ARRERED 2042 B L 2k ORIEEIC
W ERE R CERBRE S B N Z b, B
eSS % LE L & 2 Intact ACTH OIE 2}
FIRETH B Z L M LEERIIERIIRE .

V. ¥ 8B

Allegro HS-ACTH 2 B3 % FEREH 75 5 ONZER
FREIRRET D S LT ofim & 1572,

(1) EAHEHARITERENATK 520 pg/m/ * THEHARME
%, ¥7z, 520 pg/ml P) F 1,500 pg/ml/ % T3 ¥
ZonnRE R L. 7, KAEEOR/IME
H#EE X 1 pg/ml THh o7z,

Q) F—HEAR LR LS MERORFEERIHR
PEZRFT, FHRABRD 0 ICERT2HEAET
L, [EUGGREBROMRE b 1009 TH -7z,

3) ZTRKHRE T X f-LPH 100,000 pg/m/ T
0.01% DERNED b=, 4F ACTH 7 5
72 v b B X a-MSH, f-MSH, f-Endorphin &
B RREPED s ok,

4) JEHEHziz EDTA M2 Zok i, &)
171X —20°C THITEIK 6 BT BETH » 7.

(5) % A oI ACTH {1 6.5 pg/ml 75
43,0 pg/ml OEEFICHA L, FH 17.2411.0 pg/
ml Thote. 95% FHEBMEL #iFFHE
ICEHL7zL =5 44 pg/ml 55 48.0 pg/ml TH
-7z,

©) 7 vor7EER GERE T, 2
MERELLTF27RL, BEALORNEAESTH
ot —F, TYV VR, HRERIFEREETK
iE, A e v BREHITRELIEE T 2.

M) 4> =Y vARAER, CRH AfRHE O
A<, ACTH 23 T #E & R L 72 235 5
i, ACTH-II » H~EicH o7z,

(8) ACTH-II & o THIEME oM E k2
Lz 5, EEMRE r=-+0.991, EFEH y=1.26x
—4.82 L RiF MR E L.
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X ™| 3) Zahradnik R, Brennan G, Hutchison JS, et al:
Ultrasensitive and Precise Immunoradiometric
1) Yalow RS, Glick SM, Roth J, et al: J Clin Endocr Assay for Employing an Avidin-Biotin Separation
24: 1219-1225, 1964 Technique. Clin Chem 35 (5): 804-807, 1989
2) =EHi13ERE | Immunoradiometric assay & ACTH ® 4) Kohler G, Milstein C: Continuous cultures of
immunoradiometric assay. F/VE V& K, 36: fused cells secreting antibody of predefined speci-
793-798, 1988 ficity. Nature 256: 495-497, 1975
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