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1 | MVUNOASSAY- METHOD Thi's invent { %E%g?es to an i mmunoassay method for
the determ nation of a specific s & ceﬁ n analyte in a liquid sanple and
to a'kit.which can be used to nake thé deternination. In many i nmunoassays
.Saturation of the solid phase by antlbody or antigen limts the effective

nmeasurenent range of the assgﬁyﬁgyaggg nﬂF%??RS|Ope of the dose response

profile at high anal yte conc problen1mﬁth | mmunoassays
undertaken on mcrotitre plates s that they are often subject to excessive

assay drift duerhg! Eﬁv%h@'ioka%ﬁl £@sPLBELECi RATRLESSLY! ReRflshinkpg uP to 96

wells. Analyte int rst sa e added 1's
ant i body thangﬁﬁéﬁméﬁaF%@ﬂyﬂﬁ(ﬁ[ﬁnﬁﬂiﬁkﬂ substrpee porj avalybe that in

the last asaigued addgfe and™S aCROt WRLEAIUGES: K WSEEMBL fiaRkas into
t he result% ogaglned |vfh£:an eff%ct knomﬁ as assay dri % Assgy drift is

a probl em paft fekerpina says where rapid binding of antlbody to antigen
takes place. To date there has been no fully

In many immunoassays saturation of the solid phase
by antibody or antigen limits the effective measurement
range of the assay by reducing the slope of the dose
response profile at high analyte concentrations. .

A further problem with immunoassays undertaken on
microtitre plates is that they are often subject to
excessive assay drift due to the time taken to pipette
samples into anything up. to 96 wells. Analyteiin the

- first sample added is able to react with the antibody.or
antigen on the solid phase for a longer period than that
in the 1last sample added. 'This ‘can introduce a
systematic bias into -the results obtained giving an
effect known as assay drift. Assay drift is a problenm
particularly in assays where rapid binding of antibody to
antigen takes place. To date there has been no fully
effective solution to this problem apart from the
limitation of the number of samples assayed at the same
time, i.e. by limiting to'a half-plate or to a restricted
number of strips of wells. In some instances it is
simply accepted that assays are not completely effective.
because of assay drift.

Disassociating agents are known to prévent antigens
binding to antibodies and this has been used in affinity
chromatography. MMWMHIn a well-established affinity
chromatography technlque disassociating agents are used
to separate antibodies or antigens from chromatography
columns. ' '



effective solution to this problemapart fromthe limtation of the nunber
of sanples assayed at the sane tine, i.e. by limting to a half-plate or to
a restricted nunber of strips of wells. In sonme instances it is sinply
.aeccepted that assays are not conpletegy effective because of assay drift.

Di sassoci ati ng agents are known to prevent antigens binding to antibodies
and this has hﬁennmmbdrinoﬁffpﬂbpysamsonhaograbégn madel ntoa use

Are used TRASERRPIFE SHTERA: O or IIRECHENs TFORPERT onbiRuIaRRE b0 ume,
A nunber toéchniguesl sfimyexamplenda (GSude5t530280@Ed  igal PB-Ato i nprove
soroto. (R TORYSSOR 4 STSRALS Pa1 B1 BHAE mbehoredentay ok Tefle! 1 DDA
non- speC|t¢beaSeaptun@n“apéCl@éFectpénturéf Iﬁp@pol9§§§§hapndes°f that may
be di agnpghbo1ybQEcharides that may be diagnostic for
microorganisms causative for, among other things
Chlamydia trachomatis or Chlamydia psittaci. DD-A-297010
discloses rosette inhibition test enhancer for early
pregnancy factor by replacing guinea pig complement with
a chaotropic anion, thereby reducing cost with
standardisation.

Acdording-to the present invention.we provide an ' :
immunoassay method for the-determination of an analyte in
a liquid sample comprising a step'in which the sample is
contacted with assay reagents in a suitable container
characterised in that the assay reagents include a
disassociating agent added before or at the same time as
the contact with the sample, the disassociating agent
being one which (a) is capable of disassociating the
antigen/antibody bond of the test to a significant
extent, (b) is stable for the intended shelf life of the
test reagents, (c) is soluble in the test reaction
mixture and (d) does not interfere significantly with the
reactions of the test when subsequently diluted wiéh a
second reagent.

The disassociating agent employéd and the amount of

it which is present during the assay will vary depending

| upon the characteristics of the assay system wunder
consideration.: Suitable disassociating agents are
capable of disassociating the antibody/antigen bond of
the test to the extent required when present in suitable
amounts and are stable over considerable periods of time
and certainly over at least the periods during which test



m croorgani sns causative for, anong other things Chlanydia trachomatis
or Chi anydia psittaci. DD-A-297010 di scl oses rosette inhibition test
enhancer for early pregnancy factor by replacing guinea pig conplenment with
. a--chaotropic anion, thereby reduging cost wth standardisation.
According to the present invention we provide an i munoassay nethod for
the deterreagéhes ofann PEASFh&LLY abéi GekPesSBEP! etsOoPE | Sdtigrédstep in

which the sanple is contacted with assay reagents in_a suitable,container
char act eﬁf%’é%g\’ﬁrt ﬁ&t&F&? S ERAFRAGAT Y nﬁgﬁﬁésaaaﬁsfsogo‘%a]a? ihg agent
added befthie testt rebetdame nixeurs ahé tonsadutions tdfe tteeptestt he

di sassoci af J e ! I C i ablLe i ciLating the
anti gen/ aﬁ%%‘g%ﬁ{y?gb%tﬁdbag ?Ie"égﬁe\sg? t%t’(e{ﬁqs? g‘?l???‘gag% es)‘%{fe%?fﬂ%ﬁ? {I:g stabl e
for the ienabliedeffertivef anountise afedthe arnhis tq deipresenbl &nin the
test reacthon ghxkibh didiibe s Boky! 88! arectaally calldy #bih the

reactions of the test en subsequent!|y diluted wth a“second reagent. The

di sassoci athfl [EFRY erfPRRRRERE (Yndelpdhe oconditions of the

reaction mixture and consequently do not interfere
significantly with the subsequent reactions of the test
under consideration.

Preferred disassociating agents include guanidine
hydrochloride, chaotropic salts such as sodium dodecyl .
sulphate, -‘potassium iodide, | potassium cyanide -and
potassium. thiocyanide and particularly urea. Depending
upon the concentration of the disassociating agent in the
reaction mixture of the assay under consideration, it can
have the effect of. slowing down, pi:eventing or even
reversing antigen/antibody binding. A suitable
concentration will depend upon the characteristics of t1;1'e
assay system under consideration and .Can readily be-
determined by those technically gualified in this field.
The disassociating agent can be introduced to the test in

. any suitable manner, for instance by inclusion in a
diluent, in an assay  reagent, as a separate reagent
itself or by coating onto the walls of wells in which the
assay is performed. The disassociating agént is added to
the test reaction mixture at an appropriate time either
before or at the same time as the sample to be assayed is
introduced.

The problem of assay drift occurs particularly in
assays where antibody/antigen binding occurs rapidly. It
occurs in both quantitative and qualitative assaYs but
has a more important effect in quantitative assays than
in qualitative assays. Assays in which the method of the



it which is present during the assay will vary dependi ng upon the
characteristics of the assay system under consideration. Sui tabl e

di sassociating agents are capable of disassociating the antibody/antigen
bondof the test to the extent requirgd when present in suitable amunts
and are stable over considerable periods of time and certainly over at
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to be stored. Mreover suitab di sassoci atin g? s aré e in the
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Toxoplasma IgG assay also produced by Kodak Clinical
Diagnostics Ltd. However the method can be usefully

employed in a wide range of immunoassays.

The method of the invention will be further
described as it is applied to a quantitative rubella IgG
assay. It can however be applied to other assays and to
qualitative assays. In the KODAK AMERLITE rubella IgG
assay the materials used are as follows:-

1. A ‘suitable number of coated wells (inactivated
rubella antigen, binds >5 IU 2nd International
Standard specific antibody per well). These are
generally supplied in packs of.144 or 240.

2. 6 vials (0.5 ml each) of anti-rubella IgG Standards
A-F (Standard A: bovine serum, Standards B-F: human
plasma diluted in bovine serum) with Antimicrobial
Agent. Nominal values of 0, 10, 50, 100, 200 and
500 IU/ml. (2nd I.S.).

3. 1 bottle Sample Diluent (30 ml, yellow) in buffer
with Antimicrobial Agent.

4. 2 bottles Assay Reagent (30 ml each, blue) in buffer
with Antimicrobial Agent.

5. 1 vial Conjugate Concentrate (horseradish
peroxidase-labelled sheep anti-human IgG,
concentration >2,5 ug/ml, 0.6 ml, red) in buffer



hydr ochl ori de, chaotropic salts such as sodi um dodecyl sul phate, pot.assium
| odi de, potassium cyanide and potassiumthiocyanide and particularly
urea. Depending upon the concentration of the disassociating agent in the
reacti on m xture of the assay under gonsideration, it can have the effect

of slow ng down, preventing or even“reversing antigen/antibody binding.

A suitabl e congcent ¥%% age end £upon the characteristics of the assay
syst em under CEhEs ?af?bﬁ 3 g?gadlly be- determ ned by those
technically qualified in this field. The disassociating agent can be

i ntroduced to $hg teplsl Eoﬂgﬁgﬁ'&b} BRhGeRRNNE. 1f 4h 'é&%}?‘”gﬁ&’%rixgc' usion in

a diluent, in an assay rea a separate reagent 1t's y coating
onto the malISb%ﬁfﬁklWsthnAnﬁFEhCFﬁblaéségeP§ -perfornmed. The di sassoci ating
agent is added to the test reaction m xture at an-appropriate tinme either
before or at the ,sane tine as,the sanple to be assayed is introduced. The

probl em of assE§ipdithe Bripxials i1 isted | 3bove Jhe KODME AMEREI TR dy/ ant i gen
bi ndi ng ogeamBitapivey. ribedtaur 3gon bBeldayqudl i icirvie@nkowial asative

assays buéollows.

1. A Shaker Incubator, Workstation, Washer and Analyzer
are prepared for use.

2. A strip holder with sufficient wells to enable the

" running of all standards and specimens as required

is assembled. ‘If the last row does not contain a

full: complement of 12 coated wells it is completed
with the clear blank wells provided separately.

3. The Standards are assayed in duplicate.

4. Standards and specimens are diluted in sample
diluent (yellow). Suitable dilution protocol: 10 ul
standard or specimen + 100 gl sample. diluent.
Diluted standards and specimens  should be used
immediately.

5. 10 pl diluted standard or specimen are pipetted into
the appropriate wells. Thls is the step which glves
rise to delay and can cause assay drift.

6. 200 pl of assay reagent (blue) are'dispensed into
each coated well.

7. The wells are covered with a clean 1lid then shaken
and incubated at 37°C for 60 + 5 minutes in the
Shaker Incubator. '



has a nore inportant effect in quantitative assays than in qualitative
assays. Assays in which the nethod of the 4 invention can be enpl oyed

i nclude, for exanple, rubella I gG assays, especially quantitative rubella
| gG assays, for exanple the KCDAK[err4 AMERLITE[err] rubella 1gG assay
produced by Kodak Cinical D agnostics Ltd., Amersham UK and toxopl asma

| gG assay$. espddi a}eltmamgaapﬁratblaxema&g@sﬂ%ﬁ %ﬁﬁgdsﬁeﬁéanoggglrml e the
KODAK AMERLI TE_Toxopl asnma, | S SO produce a Lni _

Di agnostics Lt &as)f‘ BS\?@\%‘F ?ﬁeeﬁ%%%ﬁh l?ge&fé:ﬁh%’yt BEFRACBY a wi de
range of i muneasdayseadémrt méshdtheof KODAKI AVMIERILIITE Véétobegy Ukiakar

described as it.J. 38R/ ied to a quantitative rubella |gG assay. It can
however be applied to other assays and to qualitative assays. In the KODAK
AMERLI TE rubella 1gG assay the materials used are as follows:- |. A

sui tabl e gumben off 4§08k eCoNPhdte (FORFLAY A AH) are dispensed into

each coated well.

10. Wells are covered with 1id then shaken and incubated
at 37°C for 30 + 2 minutes in the Shaker Incubator.

11. All wells are aspirated and washed using Sefology
Wash Reagent in the Washer.

12. 250 pl signal reagent are immediately dispensed into
all the coated wells. Preferably the signal reagent
is the AMERLITE signal reagent.

13. The wells are read in the Analyzer. . Suitably this
is done at a time within the range 2 to 20 minutes
after addition of signal.reagent.

14. The assay results are interpreted using the
appropriate analyzer operator manual.

Preferably, as in steé 5 above, samples are bre-
diluted in a reagent (in this case the sample diluent)
containing an appropriate concentration of disassociating
agent, thus preventing any antigen-antibody binding in
the antibody coated wells until the disassociating agent
concentration is reduced by the rapid addition of the
second diluent assay reagent. This reduces assay drift.

When the method of the invention is to be employed,
the sample diluent (item 3 of the materials for the KODAK
AMERLITE rubella IgG assay above) is modified to contain



rubel l a antigen, -binds >5 U 2nd I nternational Standard specific antibody
per well). These are generally supplied in packs of 144 or 240. 2. 6
V|als (0.5 mM each) of anti-rubella 1gG Standards A-F (Standard A: bovine
'serumi Standards B-F: human plasma diluted in bovine serum with
Antimicrobial Agent. Nomi nal values of 0, 10, 50, 100, 200 and 500 IUm
(2nd 1.S.). 3. 1 bottle Sanple Diluent (30 m, yellomo in buffer with
Ant i ni cr ot aldigpssociating pagents A§§§ﬁeRéhé¥nt urega,nl weeh blsie) in

buf fer wi tduiABIY ChBdEaht AGENA. céncen%ratibﬁlln e zépq£§ntrate

(hor ser adi 4%]er xi_dase Iabelled 8 ant 1 - human a9G

concent ratqs 3?1%% Y 308 F’V W?é ht;ef fihe (ﬁampl%qlﬂ-%ﬂﬁm crobi al

Agent. 6. Thiks umdmsed:@amm ailuetrninaglEhénnbe eafployed) in isdug fer with

AntlnlcrOQam #IeRL KODAK AMERLITE quantitative  rubella assay
described above to give the assay method of the
invention. '

- The method of the invention generally enables the
effective measurement range of an assay to be increased
and reduces assay drift, often considerably.

The invention is illustrated by the following
Example: - |

Example

The KODAK AMERLITE rubella IgG quantitative assay
was carried out according to steps 1 to 14 described
above firstly using in step 4 a sample diluent of
conventional type containing no disassociating agent and
secondly using-a sample diluent as'préviously described
containing urea as a disassociating agent at a °
concentration of 30% by weight of the diluent. 1In both
instances the assay was carried out by_using.gs ﬁélls; an -
AMERLITE shaker incubatbr, AMERLITE workstation, AMERLITE

. washer and AMERLITE analyzer.

When using sample diluents without urea the diluted
sample added to the first well reacted with the solid
phase for approximately 20 minutes longer-than the last
sample added (time taken to pipette 96 samples),
resulting in a significant degree of assay drift. Use of
samﬁle diluent containing urea prevented the antibody in
the diluent sample reacting with the antigen on the solid
phase. The reaction was triggered by the addition of an



Using the materials |isted above the KODAK AMERLI TE quantitative rubella

| gG assay is carried out as follows:- 1. A Shaker | ncubator, Wrkstation,
Washer and Anal yzer are prepared for use. 2. A strip holder with
suffi‘cient wells to enable the runnin§ of all standards and speci mens as
required is assenbled. If the |ast row does not contain a full conpl enent
of 12 coakssapeldendenti svhigHplditlatted tthe hred day aJII@Melwalﬂ shdradyi ded

separ at el OSI‘%@ r SSay xQe‘!aQ;l dar ds
and spec?ir?eﬁ?s g}gq ut aﬂ%ﬁ&sagrrpl e%gia{wuent l‘ﬁ"lall ow SUI t eﬁ]

di lution fcotodiatepirr a] Ehoxinddme ofaRRPERX med me@eﬁ rr] IUSSEshl e

di luent. RBnditgdtAbands¢ dendndifPeRtIBAS £duuy) dahe Fesogas mmxﬁéﬂ y. 5.
10 [err]l diluted standard_o ﬁlspe men are pipetted jnto th proprlate
wel s, ThEPRESHIRAtE LD Infohdgl vahis s (e BY afhiec Fesdten Hhsay

drift. 6. the20@abter | bebDbwasanich egdenls (hbkdshramnentsspensathydiiia each
coat ed Welalntlbodles in International units per ml for the first
and 96th samples in each experiment i.e. for samples

tested at 0 and 20 minutes respectively.



7. The wells are covered with a clean lid then shaken and incubated at
37[err]C for 60 + 5 mnutes in the Shaker | ncubator. 6 8. Al wells
are aSpirated and washed using serol ogy Wash Reagent in the Washer.
Preferably the serol ogy wash reagent is the KODAK AVERLI TE serol ogy wash
reagent. 9. 100 [err]l of conjugate ﬁ%agent (red) are dispensed into each
coated well. 10. Wells are covered wwth Iid then shaken and incubated at
37[err]C for 30 + 2 mnutes in the Shaker Incubator. 11. Al wells are
aspirated and washed usi ng Serol ogy Wash Reagent in the Washer. 12. 250
[err]] signal reagent are imredi ately dispensed into all the coated wells.
Preferably the signal reagent is the AMERLI TE signal reagent. 13. The wells
are read in the Analyzer. Suitably this
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is done at a tinme within the range 2 to 20 mnutes after addition of signal
reagent. 14. The assay results are interpreted using the appropriate

anal yzer operator manual. Preferably, as in step 5 above, sanples are pre-
-di'uted in a reagent (in this case thg sanple diluent) containing an
appropriate concentration of disassociating agent, thus preventing any
antigen-anti body binding in the antibody coated wells until the '

di sassoCi gheNgeddees §ANEGRARL FALIQN dre RN S04 thel swpt d addi tion of the
second di luent assay reagent. This reduces assay drift. Wen the nmet hod of
the invention is to be enployed, the sanple diluent (item 3 of the

mat er i al saterayae AkOBAK (AMSEhiplled)ubel sanp DéS dbbagntbeiehous tpdafied to
contain _ 7 g gisassociating agent, preferably wurea, which is
suitably 5re§ nt3at a concentration in the range 20%to 50% and

parti cul arlrgrages Ay ide |6t sainplles)samdanplie ubituent with urea

= -9.6%

Reduction in drift using urea according to the invention
= >70%

The results in the Table show that use of a sample
diluent containing wurea significantly reduces assay
drift.



This nodifie then be enpl oyed in step PHISSHERE HASIRERN |
AVERL] TE quant i gt gen | aggssay descri bed above to §i ve tREPLASEDY
met hod of the |,MH{M1!‘]@EHJIMh0d of the invention generally ena
effective measur€enment o sOf+an assay to be increased and reduces assay
drift, often.considerably. The invention is illustrated by the foll owi ng
Exanpl e: - Exaggle The KODAK AMERLI TE rubella 1gG quantitative assay was
carried a ording to steps 1 to 14 described above firstly using in
step 4 a sanple diluent of conventional type containing no disassociating
agent and sec I LN anpl | | slent revi lLy.sdescrd b

cont ai ni ﬁg u% Xlglgahggsgﬁg’a?s%%o;aiyn&ér %g%n?egéﬁig‘%&%?eﬁﬁa ion of 30%
by wei ght of tdmaliyteerdn anliguid nsamples comprisding wasstepribal out by
using 96 wel | [ Q5 tnAVERRL T, i on,

AVERLI TE mshﬁhgﬁ% %%@iﬁg%&ﬁ V\hengtr}stlhng sakpf%g\gléﬁﬁéﬁ%g wi t hout

urea the dil utd@@uitable container characterised in that the assay

reagents include a disassociating agent added before
or at the same time as the contact with the sample,
the disassociating agent being one which (a) is
capable of disassociating the antigen/antibody bond
of the test to a significant extent, (b) is stable
for the intended shelf life of the test reagents,
(c) is soluble in the test reaction mixture and (d)
does not interfere significantly with the reactions
of the test when subsequently diluted with a second
reagent.

2. An immunoassay method according to claim 1
characterised in that the assay is a quantitative
assay.

3. An immunoassay method according to claim 1 or. 2
characterised in that the assay is a rubella IgG
assay.

4. An immunoassay method according to claim 1 or claim
2 characterised in that the assay is a toxoplasma
IgG assay.

5. - An immunoassay method according to any one of the
preceding claims characterised "in that the
disassociating agent is urea.

6. An immunoassay method according to any one of claims
1 to 4 characterised in that the disassociating
agent is guanidine hydrochloride or a chaotropic
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sanpl e added to the first well reacted with the solid ph#sgu§QHEET HAS BEEN
approximately 20 m nutes | onger than the | ast sanple addé¢d (tigmpifackpn to
pi pet'te 96 sanples), resulting in a significant degree of assay-urift—us
of *'sdanpl e dil uent containing urea pr qﬁent ed the antibody in the dil uent
sanple reacting with the antigen on the solid phase. The reaction was
triggered by tkgiaddition of an assay reagent which diluted the urea to
a level at which it was no |onger functional. Assay reagent can be added
to a plate in a short tinme (approx. 2 mnutes). Using the nmethod of the

I nvent i on7assapndr ihihuneassagucratRpar axédat@iNg3 €6 nylhichd Soghown by
the results in_the Table be om/mhiq%?§%¥e€ neasarenﬁntsiﬁk rubﬁkla
antibodi es in PAC&ERTA%onaf-8Afts ¢ Croriehe it Y96t F€anpl es in
each experi nentlisassokdatsianplagentesiseadided anda 28ampelt @b1uenpecti vel y.

8. An immunoassay method according to Claim 7
characterised in that the disassociating agent is
present in the sample diluent in an amount in the
range 20% to 50% by weight of the sample diluent.

9. An immunoassay method according to Claim 3
characterised in that the disassociating agent is
present in the sample diluent in an amount of
substantially 30% by weight of the sample diluent.
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9 [err] 10 The results in the Table are summari sed bel ow: - Ayérage drift
(6 sanples) : sanple diluent without urea = -42. 1% Average drift (6

sanples) : sanple diluent with urea = -9.6% Reduction in drift using urea
-according to the invention = >70% The results in the Table show that use of
a sanple diluent containing urea signit3cantly, reduces assay drift. 11

IMMUNOASSAY METHOD
Abstract

An immunoassay method for the determination of an
analyte in a liquid sample comprising a step in which
the sample is contacted with assay reagents in a
suitable container characterised in that the assay
reagents include a disassociating agent added before or
at the same time as the contact with the sample, the
disassociating agent being one which (a) is capable of
disassociating the antigen/antibody bond of the test to
a significant extent, (b) is stable for the intended
shelf life of the test reagents, (c) is soluble in the.
test reaction mixture and (d) does not interfere
éignificantly with the reactions of the test when
subsequently diluted with a second reagent.
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CLAI M5 1. An i mmunoassay ,ﬁ @:@Hﬁgrsth “deterninatio
liquid sanple conprising a fi ?h ich the sa
at | east one first assay reagent’} ‘a/sw tabl e contain
speci fic binding reagent and a second step in which at
assay reagent is added to the containefq characterised
assay reagent includes a disassociating agent added bef
time as the contactwththem om;atlngbd e-Berng—on
which (a) is_capable of disa m, i gen/ anti body bond of the
t est tg) 231 m%ﬁa&&-@ant ext ent &'” Mmﬁm (b) is stable for the

I ntended shelf |ife of the test reagen s,%(c) iis soluble in the test
reaction m xture and (d) does not interfere significantly with the
reactions oft.the ARSiniieiasSHPTRAHEA DY 1 UBlcAindion of &F EPANE §RePRiuid "
the second step. 2. An i mmunoassay nethod according to clarm1

char act er i sehmpietdomprising asﬂssi;ste;s lmwhlmmemmme isneaptacted. with Ahleast one

| mmunoassay t hod accordjng ai m ra ter| sed i n
hoony e o AiBkasay iEadbbl Ba SGidbid ginfaiir cod specil

or ¢l ai M 2 s 3cRbn@lep Th Whith b 1RaFSAY sbiof HRKAPLaS t|§ prvy
An | mmunoass

char act er i segbntainehathardetedsetbinsthat thd figt agsay reayent ércludes a disassovEtingssay

net hod according to ang one of clainms 1°to 4
agent added before or at the same time as the contact with the sample, the

%

disassociating agent being one which (a) is capable of disassociating the
— antigen/antibody bond of the test to a significant extent in_the first step, (b) is

stable for the intended shelf life of the test reagents, (c) is soluble in the test
reaction mixture and (d) does not interfere significantly with the reactions of the

test when subsequently diluted with a second réagent in the second step.

2. An immunoassay method according to claim 1 characterised in that the

assay is a quantitative assay.

3. An immunoassay method according to claim 1 or 2 characterised in that

the assay is a rubella IgG assay.

4. An immunoassay method according claim 1 or claim 2 characterised in

that the assay is a toxoplasma IgG assay.

5. An immunoassay method according to any one of the preceding claims

characterised in that the disassociating agent is urea.
6. An immunoassay method according to any one of claims 1 to 4

characterised in that the disassociating agent is guanidine hydrochloride, sodium

dodecyl sulphate, potassium iodide, potassium cyanide, potassium thiocyanate
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or a chaotropic salt.
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8. An immunoassay method accordihg to claim 7 characterised in that the
disassociating agent is present in the sample diluent in an amount in the range
20% to 50% by weight of the sample diluent.

9. An immunoassay method according to claim 3 characterised in that the
disassociating agent is present in the sample diluent in an amount of
N\ substantially 30% by weight of the sample diluent.
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