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MEA EMENT - AN SERUM

Assay Principle:
1GFBP-3 levels are determined using the "Active" IGFBP-3 IRMA kit

manufactured by Diagnostic Systems Laboratories, Inc. (DSL, Webster, Texas). The
calculated sensitivity of the kit is 0.5 ng/ml. The kit employs a two-site
immunoradiometric principle to directly measure non-glycosylated IGFBP-3. In this
non-competitive assay, the analyte is "sandwiched" between two antibodies. One
antibody is immobilized on a solid carrier (the tube) while the second is labeled with the
['¥I] tracer. The unbound reagents are removed by decanting and washing the tubes.
The activity of the "sandwiched" complex is measured to determine the IGFBP-3
concentration.

Assay Procedure:

Frozen specimens are thawed and prepared for analysis by diluting 10y of serum
with 1 ml IGFBP-3 Sample Diluent.

An in-house human control (QCV) is diluted (10y1 serum plus 1 ml Diluent) and
analyzed simultaneously to verify the effectiveness of the assay.

Human control samples provided with the kit (Levels I and II) are not diluted
prior to assay but are analyzed simultaneously.

Creation of the assay standard curve is achieved using undiluted standards (B-F)
containing known concentrations of IGFBP-3 in a protein-based buffer.

Controls, standards and diluted unknowns (50u1) are pipetted into the bottom of
tubes coated with anti IGFBP-3.

['*I] anti IGFBP-3 antibody (200u1) is then added to all tubes.

The mixture is allowed to incubate at room temperature (~25°C) for 18-24 hours
on a shaker set at 180 rpm.
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Assay Procedure (continued):

Unbound radiolabeled anti IGFBP-3 is removed by decanting and washing three
times with 3 ml deionized water.

The bound radioactivity is determined using a Packard RIAStar Gamma Counter
model C5410.

Concentrations of IGFBP-3 are determined by comparing the resultant cpm of the
unknowns and controls to the standard curve constructed for known IGFBP-3
standards. Sample results are automatically corrected for the dilution factor.

The IGFBP-3 dara is transferred to a Power Macintosh 6500/250 and set-up as a
Microsoft Excel spreadsheet.
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INTENDED USE
he DSL-6600 ACTIVE™ Insulin-like Growth Focer Sinding Protein<3 (IGFBP-3) Coaled-Tube
nmunorodiometric Assey Kit provides motorials for the quantilalive measuremont of IGFBP.J in
arum. This ossay Is intended for In vire dingnostic use. Msasurement of serum IGFEP-3 i
sed as g diagnestic aid In the eveluation of growth hormana-related disardare.

L SUMMARY AND EXPLANATION OF THE TEST

he insulin-lika growth facton, IGF ond IGF-ll, are poiant mitogenis and anabolic

ith structural homology to insulin {1} The IGFs are produesd by mulligle body tizsues under
entrol of growih hormone [GH) and ather requletory fozlon, and oa o3 qutoerine, parerine
nd endocrine regulators of cell growth, The acions of tha IGFs and Insulin are medioted by
inding 1o <all surfoce racepiors [2], including the ype 1 IGF (GF.), yps 2 IGF (IGF)
seeptars and the highly hamologous Inautin 4

y terum gnd other biolegical Auids, the IGFs ore complesied 1 spevific, sruclumlly homologous
inding profeins (IGFBPs) {3-5). Six IGFBPs have besn doned and raquenced in both human
nd ret [4], The IGFBF: ars numberad according o the seq of thelr molacul
horacteriention [6],

luman IGFBP-3 & o 264 amine acid paglide, with a 27 amino acid signal pepiide ond 18
riteine esidues 7). The predictled MW of the nunglycosylated protain i 29 KDa, which
orresponds 1o the M, of exprassed nonglycosylated prodsin [9]. On raducing gels, tha

Wigrates with an apparont M, of 29K, while glycosyluted forma migrata o ~48K ond ~44K 19},
5FBP-3 ie the major IGFEP In pomnatal servm, where Iv melar conceardration In n | smrum
pprodimates tha malar concentrotion of total IGF peplids (IGF. + (GF-) (6]. EHem 1o
alculore sanum IGEBP-3 concenirations by compefilive binding studiex or charcenl precipiiction
ave bean hampered by the prezence of other IGEBPs In sarum and other bialogicol Ruids [3-5).
‘he development of the llgand bletting fechnique by Hossenlopp o af, {10} parmits
iscrimindion of IGFBP-3 from other IGFBRs, especiolly when combined with deglycomylation
udies and/or Immunoprecipiiation [3]. Howwsver, i has bean shown recenily that IGF8P3
rateqses are prezent in mullipla biologicol Rulds, mest noehly pregnoncey serum [11,12),
maictic fluid [13], prostatic fluid [14], and urine [15], IGFBP-3 &3 also dograded by plnsmin
&}, P;meohmd IGFBP-3 is oftan unduiociable by conventional ligand blofing methadologies
1-16). :

1e recent development of apecific mdicimmunoassays {or IGFBP-3 has permitied the accurala
sanificeion of IGFBP.3 concentrafions in sewm. Serum lavels riva grodually during
ildhood, increase more rapidly during puberty, reach peak lavels o mid to lute puberty, ond
It dusing adult e [17].

wermination of serum IGFBP-3 levels promises o bo of considerahls value In essessment of
sorders of the GH-IGF axis, Like IGF-l, IGFBP-3 ks GH depandent; however, YGFBP.3 levels
oy be less age-dapandant than IGF. levsls (17]. Talol IGF levels show higher comalation with
M sufficianey thon cither IGF-t or IGF-Il levels alans [18] and IGFBP-3 lavels cormrmpond with
tal IGF lovols, ln oddition, IGF assays typicolly require an exmction procadure to emove
‘erfacing IGF-binding proteins; shis siep moy be a source of ussay eror (19).  Assays for
iFBP-3 do not require pricr sample exraciion.

iese gspects of IGFBP-3 physiology end chamlary allow is mensuremeant fo refleat GH qctivily,
ws, in GH deficiency of either pituitary or hypothakamic origin, IGFBP-3 lavels am unffarmly
. Blum o ol [17] hova reportad thet 12B/132 childran with GH defici y hova sesum
FBP-3 concenirations belaw the Sth percentil for age. Similar darg have been reponed by
niegawe et al. [20). In situations of GH receptor deficiancy, auch o3 Laron syndrome, ani-GH
Hibodics, liver disesse or malnutrition, IGFBP-3 levals are olso reduced, avan in the preasncs
claveted serum GH concantrotions (211,

PRINCIPLE OF THE TEST
e procedure omploys ¢ twa site Immunoradiomenis assay (RMA] principle dascribed by Miles
al. [22]. The IRMA Is a non-competiiva asay In which the analyie to ba mecsured s
indwiched" brtwaon two ontibodias, Tha fird anibody is immoblized 1 the insids walls of the
ves. The ather antibody is radiclabelled for dotection. The analyle prosent iz bound by bath
the antibadies 1o form a *sandwich® ol Unbound reagents ore d by o fi
id washing the tubes.

. REAGENTS
= D5L-6600 ACTIVE™ |GFEP.3 Comed-Tube IRMA Kit contalng sufficlars raageen for 100
4. Each ki contains the following reagents:

IGFEP-3 Standand A/Sample Diluent:
ne batla, 55 m, lobsled A, conteining O ng/ml IGFEP-3 in a profein-based (B5A} buffer with
divee azide o5 © presarvolive.  Siorn o1 2-8°C unill axpirtion dote, Do not uas aber
piration,

Nia

8. IGFBP.3 Standards: {Lyophilized)

Five vials, lobelled B-F, ntaining concammetions of approximaraly 2.0, 5.0, 20.0, 50.0,

100.0 ng/ml. of IGFBP-3 In o proteinbased (BSA) buffar. Refer fo vinl labels for axaey
concentretions. Reconstitute aach vial with 1 mi deionized water, Store uncpened ot 2-8°C
vrtll explrction dette, After reconshifulion, Standards oy b dlored at 28 “C for up to 48 heurs
or a1 20°C or lower for up o fwo weska. Langer somge periods are not ecemmsndad,
NOTE: The DSL-6S00 IGFERI IRMA Stondards and Cantrols am colibroted t6 meombinant
DNAdwrived human IGFBR3 MW 28,75 kDo) exprassed by E. colf obiined
from Calnix Phormaceuticals, Inc, The onginal referance prepamtion was quantified by gmine
acid analysis,

C.  Anti-iGFSP-3 [1-125] Reagent:

Ona bottls, 22 ml, containing < 10 uCl (370 kBy) of [I-125)-labelied goa Arti-IGFOP-3

polyclonal antibody in g protein-bacad bulfer with sodiumy gz roctive.
2.8°C uril eupiretion dess, oA MMINOWBI% Simd;

‘r:x. qua-f;am-c«u Tubes: (CLEAR WITH GREEN Rim)

our bags, confaining 25 plastic tubes with goot aml4GFBP3 polyddonal immunoglobolin
Imemobilized 1 the intide woll of sach fuba, Sm&nmhdeG‘Cunﬁuplmumdman!y
Inthe bags in which they ars aupplisd.

NOTE: The process which Is used t manufociure fhe ansil tubax somelimes couses
o aysdaline substance fo form on the Insida wolls of the mibes. This will net affect the
pariosmancs of the assay in oy way.

E  IGFBP-3 Confrols: {Lyophilizad)

Tera wiols, Levels | and i, contalning low and high lovels of IGFBP-3 in o protein-based (8SA)
buffer with sadium azide a3 a preservetive, Reconstitute eath viol with 1 ml dalonizad water,
Sea vial lobels for ranges. Storm unopenad at 2-8°C until expirction date. Upon reconstitution,
nnuuiz-B'CforupMABhouuarut-ZO'Cerbw«&oruphhmmh. Longer sorage
perlods am nol recommendad,

V.  MECAUTIONS

For In vitro diognostio uas.

Radicactive Malerial ~ Not for Inturnal or Exernal Uss in H or Animals,

This radioactve motwriol may be fved, lred d, and uxed icinins,
clininl tnborglories or e ! hpicions

hoapliols. and en!y'ler In vito chinical oF laborotary tests not Invoivi
Intamal or axternal administrotion of the materiol, or the rediotion hered; o
cnimals. Its recaips, cequisition, p
osach country.

The loliowing precautions should be obssrved in bandling radicactive maieral:

" Stors radiooctive materals in o duignoted ares,

. ::wu:d acn, drink, smoks or apply cosmetics whare rudicoctive materials are bolng

‘o h beings or
ian, use and trondfer are subject to the gulations of

. Do not pipet by mouth.

. Waar gloves whan handling radiodetive materials and weah hands thoroughly afterwards,

. Caver warking arwa with disposable absorbant 3 .

. Wipe up all apills immadlately and thoroughly and diaposs of the contaminated marerials
a4 rodicactive waate,

. Dlposs of the fiquid radivactive winte info the sanliary @ syrlam if parmined by the

locnl mgulaions.
WARNING: POTENTIAL BIORAZARDOUS MATERIAL
Thix kit may cantain reagunts mads with human serum or plazma. The sarum ar plasma used
hen been teatad by an FOA-approved mathod ond found 1o be ocn-recciive for HIV-Y /2
Antibadies, HOV and HBsAg, & na method con offer compl that HIV-1/2,
HCV, HiaAg or olher Infectious agenns are absant, theas gunts should ba hondled of the
Bleaaiety Lavel 2 as ded for any p lally Infactious kuman sarum or blood tpecinmen
in the Carnars for Disecas Control/Natianal Institdas of Health manual "Biasataty in
Microbiologleal ond Blommdi! Labarotories,* 3 Edlon 1993,
CHMEMICAL HAZARD:
Some ds in this kit in soditm czide ay o prasereotive, For olf such reagents, ihe
conceniralion of sodium ozide ia < 0.09%. Sadium azide may mact with leod and copper
plumbing to form wxplosive metal cxides. Disposs of ali nonradioactiva rengontx by flushing with
large amounts of water through the plumblng sytem.

VI. SPECIMEN COLLECTION AND PREPARATION

Serum should be used and the vaual precoutions for vanipunctum should be abserved,
Undiluted somples mey be stored ot 2.8 *C for up 15 4B hours or of -20 °C or lower for of legst
B wasks, Sumples which hove besn diluted for the assay {sew Assay Procedure) moy be slored
at 28 *C for up 15 24 houm or a1 -20 °C or lower for up 1o 4 weels, U of haparinized or
EDTA plosma i not meommanded. . ‘
Typical sarum samples should be diluted 1:100 with the IGFAR3 Saraple Dilvent {0 ng/ml
Standard A) prier 1o assay. .

Vi PIOCBDU!ALNDT!% | . ] of the orod
A thorough undentanding of this packags Insent ary for ful uee product
Rallable results will anly be chicined by using peecise loboratory techniquas ond o y

followlng the | iors In the pockage insart, A siondard curve musl be included with sach

ossay.

Do net mix various lon of any ki companent within on individual anigy. Do not wse any
p bayond the wsplration dutw sh o its Jabel,

Aftor ing ossoy reag from the refrigeratoe, ollow tham (@ reuch roem temparaiur

{=20°C) befors plpetiing. Unused mogerms should be stored an indicuted in tha Raogan

Section. Stondards and Conirols should be misxed bafore 1aa by invening ar switling gently rather
than vorleaing. To insure u homogenous misfure of the reagants in each cisay fubs, genila ang
iy 'L £ b2 g s 5 ;' 5]

Inodequate decanting of twbes and/or foilure to blel tubes follawing decantation may resulf in
poor repllzmilon ard spurious valuns.




Vil TEST PROCEDURE

A Materials Supplied:
Moierials supplied in the DSL ACTIVE™ IGFBP-3 Coated-Tube IRMA Ki, Cainlog No, OSL-
4800

f MATERIAL GQUANTITY CATALOG NO.
| IGFBP.3 Sample Dilyent (Sxandard A] One Botle 5601

IGFBP.3 Standord B Ora Vial 6602
IGFBP.J Sgrdard C Qne Vil &603
IGFBP.3 Smindam D One Vial 6604
IGFBP.F Stonderd £ Cne Vol 405
(GFEP-3 Stondord F One Vial 6606
AnthlGFEP.3-Cootes Tubex Four Bags 56410
Ani-IGFEP-3 1.1 25) Reagent One Bottln £620
IGFBP3 Conmal Level | One Vial 6651
{GFBP.3 Canmol Lovel 1t One Vig! 6882

B Materials Required But Nof Supplied:

»  12x 75 mm polypropylens text tubes.

¢ Test tuba rack for 12 x 75 mm iubes,

. Precition pipetle 1o dalf 50 ut.

*  Precision repeating pipefia ta duliver 200 plL and 3 mL.

. Vorfax mixer,

¢ Sponge test tuba mck or similar devics for decantation.

* - Absorbant moterial for blofting tubes.

. Gamme counler.

*  Log-log graph paper ar camputer IRMA dala analysie program.

Q. Assay Procedure:

Allow all reagens 1o reach room lemperdure (~25°C] and mix thoroughly bofors use, Afler
reconstilution of Standords and Centrols, mix thoraughly, ovaiding foom, Assay Stondards,
Contrals ond wnknowny in duplicote,

L. Human Serum somglax should bs diluted 1:100 with IGFBP-3 Sample Diluant prior 1o
ossay, {Exaempla: 10 pl serum + 1 ml IGEBR3 Sample Diluent]. Samples with vary
low expected values should be diluted 1:50 with IGFBP.3 Somple Diluent prior 10
aseey. {[Example: 10 ul serum + 500 ul IGFBP-3 Sample Diluani)

Nolo: Conirals should net be dituiasd prior lo oasay and results for the Conirols should not
be mulliplied by sample diluticn foctar.

% Lobel two plain {vncogted) whes for Total Caunt tuhes, Lobel and armage coaled

iwbes In duplicate for Standards, Contrals and unknowns. Rassal the bogs of unused

tubes carefully and store them ot 2.8°C,

Add 50 pl. of the Standards, Contrals or unknowng 1o the appropriate fubes.

Add 200 pl of the AMI-IGFEP.3 [-128) Reogent 1o all tubes,

Vortex all fubes gently.

ingubate oll lubes al roem tamperature (~25°C) ovemight {18-24 hours) an o shoker

set at 180 rpm,

F. Decant all tuhes, secopt Total Count fubas, by simulia slon whh & apong,
rack inta o rodlogstive worle receplocle,  Strke the tubes shorply on obsorbent
material 1o faclliola complete drainage and then blot the tubes for 12 minutes 1o
remova any droplels adharing fo the rim befora reluming them to the upkght pasition,
Foilura 1o blor bes adaquolely may result In poor replication and spurious valuer,

' Wash all ubos, axcapt Tetal Count tubus, by adding 3 mL of delonized water.

'« Decani per Stop 7 and repeat wash stop two times for o 1018l of threo washings.

0. Count all tubes in o gamma eounter for one minule,

. Multiply sample resuits by dilulion lactor.

K.  RESULTS

he resulrs in this package insart wers calculaled using ¢ log-log curve . Other dota redudion
wibads may give slightly diferent results.

esuhs ore expressed o3 ng/ml Resula may be corvented fo nmol/L using the following
mula, which is based on the molecular waight of the nen-ghconylated reference siandard
18,75 kDaj:

e ner A vas

ng/ml X 0,035 = nmel/L
Calculote the net counts par minute {net CPM) by sublracting the moon counts per minula
{mean CPM) of the O ng/ml Standard from the mean CPM of sach Standerd, Control
aad unknown. Calculate the % B/T for sach Standard Cortrol and unknown as lollor:

Net CPM

Muwan Total CPM

Flal o cuve of the net CPM or % B/T for aach Siandard {y-cwit} ogoinst the IGFBP-3
conceniration [xenis) on log-log graph paper. Draw o dandord cuve through tha maan
of tha duglicotn points,
Based on the net CPM or % B/T for sach Conrel and unknown, determnine the IGFBP-3
concentration of the of the dupli ts of each Control and unknown from
the standord curve.
Multiply sample results by dilution fuclor. Contrel rasults should ol ba multiplied by
somplo dilulen (ossr,
After comreation, sarum values will typically be on the order of 1000 ng/ml, To conven
comucted patient samples lo mg/l:

1000 ag/ml = 1 mgyl
This assoy eahibits finearity Fom approximately 2.0 - 115.0 ng/ml of IGFBP-3. Any
somple with specific cpm gregter than the highest Stondord should be opproprictaly
diluted with the IGFEP.3 Sample Diluent and maxsayed, The leval of the highest Standord

is upproximately 115.0 ng/mi. and may vary elighily by kot number; check the via! label for
exact concentration,

" Any aample reading lowar than the loweast Standand should be raperied o3 such,

BEMT = X100

TEFBP-3

X VMITATIONS

The reagenty supplivd In this ki aes optimized o measure IGFBP.3 level in sorum.

Use of EDTA or hoparinked plasma i not rscommandad,

*  Sorum concining IGFBP.3 prolecss activily may confain Immunoreadive {GSEBP.3
ffoumem. Mo;osummml of lm[;?' IGFBP.3 in thaas samplat may require preliminary
size-enclusl grophy X

*  Repected fmazing and thewing of gents and speci must be avoided,

. Hemolyzed ond ipemic may give falue valuas and sheuld be avaided,

*  Anysample reading grecter thon the highast srandard should be dlivted apprapriately
with the IGFBP-3 Sampla Diluant and reassoyad, The levs! of the highest Stondord is
oppraximately 115.0 ag/ml and moy vory slighily by lo number; check viaf lsbal for
axact cancentraiion,

XL  QUALITY CONTROL

¢ Lew and high tevel conirals should ba included with anch assay.

¢ DSL Confrals or cther commarciol zantrols should foll within ished confidonce
Umit, The eanfidanca limits for the DSL Condrels ors printed on the Control vigl labsls.

*  Acomplsle mandard curve and controls should be Inclirded with sach ossgy,

TYFICAL STANDARD CURVE FOR ACTIVE™ IGFBP.3 IiMA

rﬁTa's "~ TUBE BOUND | MEAN (73 GFeF3 |
NO, VABEL fepm) fepm} ] Ing/mi}
12 | TOTALCO 153125 152098
141063
STANDARDS
34 A 994 993 - s
997
54 9 73 462¢ 24 248
4479
78 c 7476 7606 43 60
7738
9,10 ] 23882 72943 144 210
2308
0,1 & 44876 44738 2838 50.0
44434
13,14 F 84789 &7081 43.5 100.0
67372
CONTROLS
15,14 Lave | 7582 7857 45 6,14
Bzn
12,18 Loval} 22637 21983 (EX: 19.41
21308

CAUTION: The abave dola must not be emplayed in liou of dofo sbiained by the user in the
lebaratory,

Xil. EXPECTED VALUES

Each laboraory should estublish its own expeciad velue ranges. Serum IGFBP-3 levaly incrense
with age during childhood, peak in mid- 1o lete-puberty and decline gmdually during adul Ife,
Levels differ butwoen males ond famales within sach ags group and pubenc! mage. In addition,
sther factors, wuch ox nutrtional siotus, may offect IGFBP.3 [avals, Thersfore, i is imporam thar
ooch kboratory carefully dofine the chamandsics of the referance pogulstion gror to
determining expected values,

The det belonw ure from mul-censer chudies performed with tha DSL-6600 ACTIVE™ 1GFBP-3
IRMA ki,

PATHOLQGIC SAMPLES
DAGNOSS AGE N | MEAN | SB ] MEDRN | ABSOLUTE
RANGE

{yr3, mean » S) Ing/mi} | log/ml) | {ng/ml) {ng/ml}
[ Gircawrih Fanmone 8L 46 43 | 1354 &95 1210 250 . 2960
Dallcloncy
Consiutional Growth | 108 = 3.2 18 | 2607 | 719 2530 | 152D-4320 |
Refordaion - — -
Noemal Variant ALY 207 | 199 | 4ot 830§ 1270 2990
Shert Saturm
w adub a7 5777 1374 5540 1850 - 9370

The padieiric data in the following lbles wars obainad far children with nomnal heights and

glcnih Ui
Pt {GFBP-3 LEVELS 8Y CHRONOLOGICAL AGE

Male and Femols combined:
N MEAN 5] WEDIAN | ABSOLLTVE RANGE ]
fremn) po/m) | rg/miy bty tra/miy
%) © 1968 S48 1950 7030 - 3090
2 12 2154 7] 2080 — 1100 3620 |
FX) 28 7231 05 FiLG) 1200 - 3550
£ (T T 786 | 2120 | 14004350
5 25 2363 % —7%0 14303150 ]
e 5 2476 353 2720 2000 - 4230
67 22 3924 817 990 | Z000.iag

e



Mola
AGE N MEAN MEDIAN™ [ ABSOLUTE BARGE
oo i I e
7-8 35 2501 662 B[ 1250, 630
) 22 | Gaw [Xe) 3415 2400~ 5680 ]
570 F3 3694 o4 3860 T 2150- 8150
10-11 7% a2 083 3160 1800 - 7060
1112 26 350 873 3305 2000 - 3470
12.73 77 377 T3 | B e mm
13-14 27 Ty 119 4650 | . e
T4 15 25 1342 1524 4885 | 1900.-e0
15-16 ) Gi0 1454 0 2100. 7176
14.78 Z2 Y 204 | asis 55507
V8. 20 7] a2 W‘WW
20. 33 BED 545 020 | 400 e s
R I - - I 1 s 22505480 ]
T 28.3 52 3643 957 T <R
36-40 ] a5 (1)) 3880 | 17305550
Femgle
ACE N MEAN D MEDIAN ABSOLUTE RANGE
] {ng/eml} {rg/ml} {ng/ml) {ngfmi)
7°8 E3] 4067 1137 4020 | 20408536
8.9 7 H23 B30 4070 2560 - 5530
7.10 75 4440 1020 4350 2840 7740
10.11 24 4115 1115 4105 2690~ 7200
W-12 20 771 447 G0 23007740 ]
12. 13 %3 XYl 1695 4400 8008410
13- 14 52 4510 1225 4170 2000~ 7110
2. 15 EL rEF)| 1069 4220 2600 - 7320
15.18 23 4440 (77} " 4630 2400 - 5580
T 7 4319 T084 50 2000- 6470 ]
18.20 21 4430 | 1530 a0 2310 7480
20-22 | 28 4558 144§ | 4340 3760 - 7350
23-25 20 4587 1315 4188 2520« 7600
23,30 18 4220 AED 3988 2050 - 7600
30-40 29 3769 1114 3700 2300 - 7240
Both Seaes
AGE N MEAN E73) MEDIAN ABSOLUTE RANGE ]
{rears) ing/mly fohml) | fog/miy Iy ‘
3040 %) 3493 00 X330 ) 1730- 7350
<0~ 50 PY] 3152 97 3140 2080-4310
E a | 2966 a3 2500 2020. 3950 |
Kiil. PERFORMANCE CHARACTERISTICS
L Sensitivity:
"he mini delection limit, ealeulated s 2 mandard deviati from the mean of 22 replicates
o the O ag/ml IGFBP-3 $tandard, 1s approximately 0.5 ng/ml.
i.  Precision:

he inku-cssoy precision wes determined for 3 serum samples cantaining low, mid-rangs, and
ligh concentrations of IGFBP-3. Eight replicates of aoch sample were measured in the same
wsay, and the maan nnd SD values wers oblalned for each tampla,

SAMPE N MEAN STANDARD COEFFICENT
Iog/mt) DEVIATION OF VARIATION

i) )

! B 82.72 153 18

B 8 27.53 050 32

i 8 735 0.2 a5

he interassay precsion was detenmined for 8 serum samples containing low, mid-range, and
igh cancentration: of IGF8P.3, Replicates of each samgls wers maosured In aight separate
sz0ys, and the mean and SD velues wems obloined for each gl

SAMPLE N T MAEAN STANDARD “CLEFFICIENT
DEVATION OF VARIATION
{ng/ml) {ng/mld i)
i 8 7690 7.8 19
] B 21.5 0.10 0.8
0 - 8.03 0,08 Q.6
.« Recavery:

ure IGFBP-3 wos added In three differant cancenirations 1o stipped humon serum contalning o
wasured IGFBP-3 concantration of 11.0 ag/inl

SANELE ADDED BPECTED GRAERVED RECOVERY
{ne/mi) {ng/ml] {ng/ml) )
T ) 76 16.06 00
i S0.0 &1 64,37 106
i) 100.0 11 §590 a4

Ter8P-3
D.  Unearily of Dilufion: )
sarum samplas were diluted with the IGFBP.3 Sample Biluert and assoyed.

\E TON O
cE il el Wl
T - — 75958 -
12 3758 40,34 10é
1B 1899 2208 114
18 .49 8,26 82
1ié 4,74 Ay 89
L2 237 U 99
fi - ~ 30,47 —
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B Specificity;
1 pgftube of the fallowing pegiids hormones gave concenirationt of < 3 ng/mi-
PEFTIOE HORMOWE
hIGFEP.] m-d, emnistic fluld)
hiGFBP.2
thiGEBP4
HIGFBR.§
hIGFERS
thiGF
hGF
F. Interspecies Serum Comparisoru:
NON-REACTIVE SERA IMMUNDREACTIVE SERA
T Sheep Fig
Goal Cow
Mowse Rebst
Horse
Find
Gulrea Pig

Since the octval concantrenions of IGFBP-3 in the animal sera ware not knewn and pure non-
horman (GEBP-3 war aot availoble for taming, parcent crosy-reactivity could net be colevioted.
Fowever, It is avident that none of the animal sora fested shewed significant cross-renctivily ar
lineartty in the DSL-6600 ACTIVE™ IGFBP-3 Coated-Tuba IRMA,.

G.  Mathod Comparisan:
The DSL-6700 IGFBP-3 RIA ond the DSL-5600 IGF-l were carnpared 1o the DSL-6600 IGFEP.3
IRMA mathod by slmulianecusly assaying serum samglas, The results are expressed bolow:

COMPARISON # 1: DSLA400 IGFBA-3 IRMA vs. DSL-6700 IGFBA.3 RIA
nw 216
D5L-6600 Maan = 2984 ng/ml.
DSL.£700 Maan = 3645 ng/mi,
Sample Rongs = 700 - 9300 ng/ml.
Slops = 0.66
Yeintercopl = 553
Canmelation Coefficient (4 = 0.84

COMPARISON # 2: DSL-6600 IGFEP3 IRMA v, DSL\S600 IGF-1 IRMA
n = 383
D51-6600 Mean = 3199 ng/ml
DSL-5600 Maan = 224 ng/ml,
Sample Range = 150 - 8410 ng/ml
Slope = 3.9
Y-intarcapt = 2307
Comslation Cosfigent |f) = 0,62
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