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to which the substances are transferred in the same pattern in which they appeared on the gel.
The “spots” are then detected, at a minimum, by blocking the membrane with a protein or detergent
solution to reduce non-specific binding (which otherwise leads to a high level of noise and low level
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(generally about 1-5%) in a Tris buffer saline solution with TWEEN® surfactant (TBS-T solution) or
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In USSN 60/732,994, filed November 3, 2005 it is suggested that one use a device formed

of several layers including a porous support layer below the one or more layers of blotting




2 nmenbrane, a flow distributor above the blotting
menbrane(s) and a well on the flow distributor to
contain the liquid to the desired area and to all ow for
| oner starting volumes of such liquid. Preferably, the
flow distributor is a non-binding or |ow binding porous
menbrane such as a 0.22 mcron nenbrane. The device
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In another embodiment, a porous pliable layer, such as a filter paper or glass paper, is
placed below the blotting membrane and above the porous support so that when the flow
distributor membrane is secured against the blotting membrane the pliable layer deforms to
insure a complete mating and uniform flow between the blotting membrane and the flow
distributor.

In a further embodiment the holder has an integral well formed above the flow

distributor to hold reagents and /or wash fluids during the processing of them.



insure a conplete mating and uni form fl ow between the
bl otti ng nenbrane and the flow distributor. In a
further enbodi ment the hol der has an integral well
formed above the flow distributor to hold reagents and
[ or wash fI uids during the processing of them 3

A ITb di ts i | ud
 haoogETahod e InoRge 7 piea P eiHacuURUTATURd SeREned RHM thehe
holdeﬁ;?nh bt fﬁtFa%thtedsnln Qhe erﬁﬁ@?ﬂﬁ’éng‘e%%%%aéég ?/@ltpﬁé;vﬁ:% F’s Cp\/(\;ﬁla&

evice is placed 'adjacent to t
adjacedit totthe topiofding flowi distrébutod ieithee tirgetiyoor throughicghtact aherathe mahiéatd lid is

e ni fold,lid i cl osed. | ot her the well is
closed ool v iegr iy P G ton bR Rt | Buror 1 1
anpiroeier &AL apid, éfﬁiﬁnﬂand%ﬁ\}eﬁlb@tﬁﬁeﬂﬂﬂ% G 8 & More
met hod to detect one or nore biological entities on a

biclogisalentitiep gn AbkitingiMembrangis pravidedl Therdeieation eantrelate tathe pesitioat e

R T A L

pressiite agsisteaiseyimera Selestbdfion paritive ﬁﬁess@@érmaﬂmf focthe ﬂ(bfélyfahd/ e
ssure or a_ vacuum for the sup and renpv

remova'&ige@aerﬁs to gncy i the bletting membiane am&%&waéh@g afr{ee goataminegts

from sl’}@sﬂ?\'c&ge ng&éa‘?n fhe %Wdﬁ@%?argftc{ %‘qefe‘ét%ﬁgﬁﬂg%ﬁéﬁ@g?ﬂﬂ%dof

rane that are to
liquid arm!l reageetsdfhls metlupmedatz{embomtetmmfme bidekisg, wasHiapand raallﬂdod)sbmdlng

steps hglaﬁ&t g4g gqng gw; fllpu Wﬁéﬁghm@qs hlfllln@? Qgg gw%&t I bs a%older opens
it and Elgéﬁértﬁé"ﬂlcﬁﬂlrﬁ%éﬁ‘b@éne(wéﬂ brieYof theXGraebdBUCH thiafhi& Rwar SURACE the

opens it and places the blotting nenbrane(s) on one of
blotting membriang aaéjamtﬂah porhus suppast andweeruppenrsiidiace obthe blotiing membrane

s cceBh B8 B ARG % BibSBBhed A AR SHENRRD Inghlnss

placed dmﬁbrfri a)merﬁi‘blﬂhb\lnﬁglié Tﬂéssﬂféﬁtﬁ vidagm @@pﬁlyﬁéhd itife FFOCREEIE caHhfeHted.

he nmenbrane(s) device is placed on or in a
m!iriﬁ angbiechaf therfesantinvention teprevide,adayieaos apneksting pressuseor

vacuuﬂ %ﬁ?oslm'nﬁlpgéé%ﬁ%&ﬁ&lsmbg hoﬁeﬁgr R %Fe tidié Qﬁe%?o%hte%

I nven ee " Of Conay t1ng pressur
formed)of a posus suppers amdsa fiol distibutop akistagrs held mgethsn ng a hol der

isandligt it 4 tlRacSam iR GIcd (2 DT A ATCAPP RIS Fo Sondosl o
preseré’&%aﬁj dasEIEted ﬁnrﬂfh%é%@ﬁs cffampﬁﬁﬁg agfolotepi%r A6 %ﬁ@&tmdr@bfﬁﬁlﬁd on

to provide an apparat us pressure or
membraaesformesiof a poreds supmmramelsaélawshstnbutprrwrmhmge nnbmdb@d’reldftogether

t bl ot nes, fornmed, of r ous
and th 5 SRRy 5 archeaily et R YBpe Shiave wlish o
ormorb‘?&@brﬁ’tWellsé?ﬂQp&ﬂ%ffobvcdﬁétrﬁ)hﬁﬁr' butor having an upwardly
extending wall fromits upper surface which forns one
oft isanother @mgbcvftthameseet inention o providenadevice for dorsiueting waavum

assist{)dﬁi@w%o%@gatyg §{ﬁng§¥ rﬁ@r& b@)&twé %mrﬂhgess(g)tgwhgﬁgeg \t/acﬁ)um manifold and a
holder for the one or more blotting membranes formed of a porous support and a flow distributor
which are held together.

It is another object of the present invention to provide an apparatus for conducting
pressure or vacuum assisted immunoassays of one or more blots comprising a vacuum manifold

and a holder for processing the blots and a mean of collecting one or more of the antibodies.



assi sted i munoassays of one or nore blotting nenbranes
conprising a vacuum mani fold and a holder for the one
or nore blotting nmenbranes forned of a porous support
and a flow distributor which are held together. It is
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c. securely closing the holder, and



b. placing the one or nore blotting nmenbranes
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Figure 2 shows a second embodiment of a device according to the present invention in
perspective view,
Figure 3 shows a device according to the present invention mounted in a manifold in
cross-sectional view.
Figure 4 shows an embodiment of the device in a manifold according to the present
invention in perspective view.
Figure 5 shows a third embodiment of a device according to the present invention in
perspective view.
Figure 6 shows a fourth embodiment of a device according fo the present invention in

perspective view.



invention in perspective view. Figure 5 shows a third
enbodi nent of a device according to the present
invention in perspective view Figure 6 shows a fourth
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hold them together during use. Other comparable means will be obvious to one of skill in the art
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Optionally and preferably the flow distributor 10 may either have one or more wells 12 for
holding washing fluids and reagents during use. In Figure 5, the holder 2'is shown with two wells
12. The well(s) 12 may either be formed as part of the top surface 14 of the flow distributor 12
(Figure 2) or as a separate piece 12 (Figure 3) which is simply attached or placed on top of the flow

distributor 10.



Optionally and preferably the flow distributor 10 may
ei ther have one or nore wells 12 for hol di ng washi ng
fluids and reagents during use. In Figure 5, the hol der
2 is shown with two wells 12. The well (s) 12 may
elther be formed as part of the top surface 14 of the
Qr, as a separate piece
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flow distributor 50) is placed. As shown the holder uses a hinge 51 to hold the upper and lower
portions to each other. One or more membranes are inserted between the lower and upper
portions of the holder 46 which is then closed. Attached to the base 42 is a removable cover 52. In

this embodiment the cover 52 is attached to the base 42 by pivot points 53 (one shown) so that it



of Figure 2 nounted on a manifold described belowin
relation to Figure 4. Figure 4 shows a preferred form
of a manifold 40. The manifold has a base 42, having a
drain and support surface 44 on which the hol der 46
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The flow distributor 10 may be any porous structure that provides for even distribution of

the liquid across its face and which is sufficiently porous to allow for easy movement under the



enbodi nent of Figure 2, the flow distributor 10 is only
porous in the area within the well(s) 12. The area 16
of the distributor 10 that is non-porous can be
rendered so by filling the pores in that area 16 mnth
a non-porous material such as a plastic or a glue
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contains the support 112. A nmenbrane 118 is laid on top
of the support 112 which then attached to the flow

di stributor 110. The well ed device 101 is then placed
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avai l able fromCaliper Life Sci'ences of
or positive pressure) is turned on and a liquid, such as a wash liquid or a reagent, is placed on top

of the flow distributor or into the well(s) if used. The pressure continues until the liquid has been
moved through the device and membrane(s). Then the pressure is turned off,
When more than one blotting membrane is used, they can be arranged in series on top of

each other and sufficient liquid containing the same desired reagents can be easily moved through
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in the W@M@Idgfﬁ@f oridawitsdieam. legan then ba ysedde peilect opaiermake tmboudbieagents
that mgﬁﬁb ég@lar{sw’e Ind Rfc LWe Shipkiel BKY %E%C%E %Irtﬁgec E Ff)l)icé | EfégEIsS. TR

reagents as 1s require

vesselizan pissbe su'AU|8|ded)|nte nﬂﬂiplermambers hat emer in Imﬁg“nmeﬁmhdlﬂaﬂ e
ers, each wt of nore su ls. One can

ho eve
comm%@?%\w' h the @Swe&y\@rpgmpﬁ ofieg *a{et&raa m%trrar@ One ssh Wll@atlonwssm 70

s sholf FRre 7ol 8 BeRiofect (1 2 ot T4 RS MBAYDT 4
downstream siirfabeof tl’mauapmts@ Otfier hnbddenqmse:asaisebesuq@pl y being off

o Aedtai o Blaatian Bne fad b e buckredinBhp e Raer
an absioFb%Hhﬁétl‘i%( tﬁ@c% ab’@ofriabér rfb‘ilid'oh@gr Mbré Unﬁohﬁd féégéﬁ%r tHat@fe

secondary anti od| esﬁe préssure Is then turned on
expengive. The matrt; it preferably in t bﬁmbfc&m¢r@hihe&bld1 aga pddt & plagot angaper

st 35 ATPAEP Lo e S o BB o o

passe§mﬂ5u?|'ﬂﬂ1la alalrix. It éApttheprathdr e rdmovedgndiheSidagent Slited 6raieBitedCBcan
a collection vessel 70 below the device, preferably in

have theeou ePeasiacEIytecia Bk aier ensplesion ei e togting otihe blpiing memBrared
t @tli%?érlo@e%ge ﬁﬂ'ﬁl b b%‘ﬁ@@d M@gﬁéé&(h%cé Sﬂﬂﬂ%?ent ﬁlmﬁlof’iy be

expensive a can éct ed recycled for
u$ke membmnejcroataassln}tsmte@nees OrRB eriorecwbstaﬁcss)tolbe detected.

divided into nultj ﬁl e .chapbers that are in alignnent
Genergjbj{ 656 S tances are present in the interstices either by virtue of having been blotted
from a solid support for electrophoresis or chromatography or by direct application, usually to
detect the presence, absence, or amount of a particular type of material such as an antibody or

specific protein —i.e. a Dot-Blot type assay as described above. The definition of the membrane is
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conmuni cation with the respective portion of the

bl otti ng nmenbrane. One such collection vessel 70 is
shown in Figure 7, with a central collection point 72
and support ribs 74 to mate with the downstream
surface of the support 4. O her enbodi nents can al so be

o A B 00, S e
its inteh@ieéd oheloPmbrel stbstanoadtb Be BétedtaY ahchided Y thd HSHsH meMBrafés

_.hore unbound reagents that are expensive. The matrix
envisipngd for gseein el present Invgation grenmernbranassammprinysed de blotaiectiophargsis

. : . A .
aets sy ot B BNt o PGS oneb B B RS 35 8 Rl flicene
fluorida(RYVDT)| sdieiras (MMSBIONI*hmenigrandsivg Miidord Gorpdritiof @NBilldhiea

ej ther be renoved and the reagent eluted or if desired,
Massachuselih have the bound reagents eluted in situ after

C At | t i | :

R R s
perforpeesreverioissaepies asis uiitestomiiibthame. Mostticainmenly,ithe sathmles contain

iologe PS5 S kel B8, AP U a,pRisnicotdes,

compleXaPBiohldrates afd thB GKe, Bt the dpbiié@tidafof the YacRflqRAE Rot indd 18 these
froma’solid support for electrophoresi's or
substanbeso rhhe thyerdiphigchniqueys applicable taaqny Imeobrane wontaisiogawithin it @

substdih B obloe B B8RS 0 PIBeRS anios B ihe el Fediet
substdpteed. ein - i.e. a Dot-Blot type assay as descri bed
above. The definition of the nenbrane is 13 not
| i Whenememiaiee which repessem sepicas ek eleniioproretis igsuligse praployed, the
o . : 1
vons 0 SRRSO A 2B o 8 g
utilizing meinbriaes containing ttapgieroufiér, yestdatreehgion, oe by drg bbniﬁ?ioff te galss e
[ n tPe %tr?e[se t invention are nmenbranes conmnly used to
Techniguigs forlesetiapgips Ay un@%?t%odé,rm@ﬁ 2g,2NA 1P efcanstifyfecnag:of the
i w or various other polyneric nenbranes, such as
'”Ve”tggr‘%'f‘hw i dene fluoride (PVDF), sold as | MVOBI LONTM
e hdliquitds bésuppliddi mayeoetaiCdetpcting tdagentodr niiyl singpfyi eeprovided as a

v M S Poor P b T i e 58

Typica pfodinsetle Sdlected Hy AHBURFHREREacHSns bRtweBS SRR P énﬁbdd? Br
art. Most commonl'y, the sanples contain “biologlca

immungraestivamediensdirreoldwicanyithe pw@serice pirocleic asid fragrednisdsitlesested by

st B Pl besC O AR B 535 MBI mstiotor e
specifit eszlotiinaitd thiesubgtdinck toBet detbeled niald 88 RirthsréDSHIeMPRS),; if fdeBed, with
inventjon technique is applicable to any nmenbrane

1 Of ni ¢ ppl.
label an@ AMmustinliohy ohapelicaipns of the delentag wagents aYhe ngededce.ada protocol
: ane
may iGHASAGTo13h shfen B BIBpTRL of BEE IR0 oh B RECHS.
commorgyn herseradishr epdxidases and ther tisthindinl iy detected by mebrissof supplying
en?l %yed, t he i Y .
substrate for fris enzyme. In application of reagent, it is possible, though not preferred, to use only

a positively pressed donor matrix to expose this component of the membrane for a defined period.
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transfer of the substances to be detected fromthe gel
to the nmenbrane can be conducted by utilizing
menbr anes contai ning transfer buffer, by
el ectroelution, or by dry blotting of the gels.
Techni ques for these transfers are well understood in
fel
('Ll‘i‘serﬁ%stt colrﬁ&q?rﬁ'fb (fdgaucﬂﬁgﬁ{efhﬁ)&%fﬁpeg@{éhtl&f at?cfbfnaleﬁﬂéé/ﬁtp C@{f ng
elevatedeangdowes tempenamyess;alrpllsq bénusepr ﬁlw; Mem‘ecﬂed bryatrebung'ﬂhvsedevice its
nature. of t detectln nt depend of . course,
sumou i &iSimeht s PG el 93 PeccDls BoW ey F ARS8 POREREa o
dgloRCdaR He BaGuERTEI @R gédqmih nm@rétan@dba.eb Sltp/f@f%@ lnatﬂé bi3Sdht @éwée

anti body or |nnunoreact|ve portions thereof; typically
and pro¢ess by sErpingdhecdrevinusly @Dtmdaaotlh@dlres fiomrthetbiot foﬂowmtbe@ubsdqwt

neubeBis o Bl O e Flbes Pocte gl ot The bpnaprocess

disrupfs@fCantigon-amtiliddy biiis andaissaiveSthe antibediesih risafounag B@I‘fer This is
further supplenented, if needed, with |abel and

usuallyaphievest by qombtsﬁtloa@bqiet%ra@nt anrsheat Orby expesure & eliney h@a@ oM.
The deﬂ?@ éﬁ @orﬁlﬁr?agen gﬁh@ﬂow tﬂlf%btr ;éﬁgﬂgest tﬂ%& dé}ﬂfg qgglﬁtsg@&f% h@ﬂ or

low pHemethadk, The sry)sequeotmpmlmhg/of bluty eitherafifectip (go@ r Bing dassame dlowl

dstibyicsed B Sy OF NDsSodpily Aler SPIRORHIALS 1520 PRKBIRN he
initial piréblﬁgs Slﬂf&ﬁ@'k@é Br stwﬁlﬁ dO4valtdb gf?o?ﬁ@r%mléoﬁ IrHérﬁatBﬁ‘éIyInc Ghder

pOSI |vey press or matrix to expose
the brand mpess0fReBILTY Riis i (oblalagies # @500}, RaBiot Riset M soluidn (catalogte #

IS t sfonrveni ent. to_cond he met hod of the

2502) ?Wﬂ)g%?%ﬁ' erQ%%E#'?%ﬁ%@P%‘{eﬁéo‘bbut el evated and | ower
U greuadaid WeSBrmaiiting! e alBen'srastget [SanseaeY B8 nnibpahe @Gpgan
heati ng the device, its surroundi ng environnent gas in

and prabedenith atsitablsrorabe sHeas ap@nijbody, pratein (eigy (Aratein Aberdeatim (prateins or

oot B A S SR R, b vt .
reverse By Isased; whéngin sterdnpiwidp or dthes pmbeevare sgdttyd brétol B thembrane or other
anti bﬁ)?l es fromthe bl ot foll owed subsequent

suppoﬂ HeRiasE% i 8n 3y frmag e B‘S@P@@”BPta@?H%Pfeﬁﬁ"éﬁSé%th%@EW'IZ@d

60 BRSO R A AL B

of the an’uger‘rseor tangetsor byl ising ebse‘cbmiary antibosly spemflclfouﬂubltgrgeic Rewvsedariays
onbi.nat i f .deterge xposure to

ofn el HEL 1 et SN MReRapled ot e BN PR SR0t o

enablel d&ﬁallél'p%ﬁ’eé%in@t Rév‘@#éb %say%b%kﬂls%fbeg&%rﬁéd W& BreSnt Alétisn.
using the hirgh or [|ow pH net he subsequent
repr obi ng of bIots either directly (e.g., using the
sane flow distributor used for stripi ng) or
subsequently after storage, would use the sanme protocol
as the initial probing. Suitable kits for strip
blotting are avail able from Chem con International, Inc
under the brand nanes of ReBlotTM Plus kit (catal ogue
# 2500), ReBlot Plus-MId solution (catal ogue # 2502)
and ReBl ot Plus-Strong solution (catal ogue #2504).
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In standard western blotting, the antigen or target is

transferred to a nenbrane support and probed with a

sui tabl e probe such as an anti body, protein (e.g.,

Protein A) or lectin (proteins or glycoproteins which

bi nding to carbohydrate noieties). |In sone

applications, a reverse fdlaimts (e.g., reverse array)

is used, wherein the antibody or other probes are

spotted onto a nenbrane or other support (typically in
Whatawe daimay format) and the antigen or target is presented

to the inmobilized antibodies on the array.

Vi sual i zati on of a target-probe binding event can be

adhi evaatbvivg foradmadiucting imuneessaysicgepssiog atbéottieg membrang holder

usi ng ti Ll

Rever (2 EDAY ol SRBON (REF boreblron 2 b e of loting

exanp hmnht;ralae esd A abelug dlowi digtriblitdrf (@ ﬂbmprovld@emwd distribution

can. aPth ABRRBPEARRER, b o Pl SRRl o R YEIRER RaRhecd

a ai rrﬂlatWaalnoI@w' hels @i mearts (A%ahasebw@ecmrmdh@suwrt and distributor

|nnund§§%§M§ h&ONMPrising a blotting membrane hol der (2)
a porous support (4) for supporting one or

nmore |layers of blotting menbrane and a porous flow

dIZSt r ITRE (”Cé g)paalhpn%whgyé”ge even |liquid distribution

ver a ane supported on said porous
s upport @)htae atetaes foreeleasably $enuring éhermipgert ang lisiribwéeris each

16 | I
Lo bach SRROR W15 b8 ot BRI BRI B MG clps
means f oelastid daladpesives ial @nd iseckat ey andaiggesses, or

di stri bu&% eFaQNQl?%'H a@wﬁdrstén%ré e t he formselected from

t he group Sonsi € clips, elastic bands,
adhesi ves), thbmdanam@emwesecupnmﬁweawdp@rée@@k distributair to each other

cooperatSy@h%fgngggéﬂﬁggqﬁleners or b) the neans

rel easably securing t support and distributor to each
ot her i ¢) the flowglistdhuterdfasa lhvagend at upper siéagq aywl the upper

di stribug achh%ﬁ Bnb %Wor@%ll@ﬂ)okmﬁgﬁ on3MK LG5S sﬁﬁgcé &qhe flow

upper surface has one or nore s mounted on
upper suditibgtopfort he flow distributor, or d) the flow

distri bu&ﬁ@e*ﬂ% dffst |Wh£@lo%f3§ﬁd ?ﬁggr%ﬁﬁa%r‘éjncf {8 u‘dBQresfurface

surface S one or nore wells nmount
upper suhdésere afmeteevdlis§ih2) mounted on the upper surface of the flow

distributor wherein the well(s) is a separately formed part, or

e) the flow distributor has a lower and upper surface and the upper surface
(14) has one or more wells mounted on the upper surface of the flow
distributor wherein the well(s) is an integrally formed portion of the upper
surface of the flow distributor, or

f) the holder is made of a material selected from the group consisting of

plastic, paper, metal, ceramic and combinations thereof.
3.  The device of claim 1 further comprising a collection tray (22) below the holder

for the recovery of reagents, and optionally wherein the tray is subdivided into

two or more separate subtrays.
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distributor wherein the well(s) is a separately forned
part, or e) the flow distributor has a | ower and upper
surface and the upper surface (14) has one or nore

wel I's nounted on the upper surface of the flow

di stributor wherein the well(s) is an integrally forned
portion of the upper surface of the flow distributor,
or4 f) rhdqehed gf"élanhﬁ Wﬁ?,%"pf a material selected from
thée group consisting | astic, paper, nmetal, ceramc
and contﬂ)rﬂaet fl@MSJIStrlbelt%dﬁa rr[gambm@e ®&vice of claim1

furt her t?ﬁﬁ@ﬁ%e'd@%b%to?(ﬁlals %%\N%ﬁdré'ffyudp%?kurbﬁe%dtthg upper

hol der recovery of reagents, and optionally

wher ei n surace (1) hias asveidneuniedion theouppeneuriacerasite flow distributor,
separ at e?rsubt rays. 16 4. The device of claim1 wherein:

a) the flow distributor is a nenbrane, or b) the flow

di st ri but)dhe heldeshdsguere taaroramflay giskibytar Bad eagh tow Histributor

upper fe?%g/eg %r‘}a aH@E?é} \WRhée QWH&@%GP\%I‘ B%UHBB% the upper

surface o ow distributor, or c hol der has

mor e t hasvrigse of pash ofitke PReR Herefiow gl U‘Prsow

di stributor has a |lower and an upper surface and has

one well nmounted on the upper surface of each of the

orfe omhaweuice Pholaimn $edapiad &ﬁ@on@uctnﬂa daglai gesigipd gnEuReassays

adapt f i(gf ed i mmunoassays by
L e e e PL " ) 6. The devi b

of claim5 further conprising: a) a collection tray

owT‘hQ%eUﬁb%?ElaanS ﬂjhﬁerrc%?r{b‘ﬁ%fnb of reagents, or b) a

co | ection tray b der “for the recaovery
r eagent sa)sheollegksy @WQ'% tfterwd‘?rsfo%tbﬁd%ﬂva@c?f |r$ﬁ9@“fsw€r
or nore §)e§éélekﬁor$ﬂﬂéwé&§thec’&ol&érféﬂhéb@&fvb@mf ré@RJentstand

downstream of the holder for binding and eluting
r eagent swheyeinge &y ibsbhdiyided inigttwe oF MOnH SeREAM SHPLra Yie OF

hol der f orarphmdisiht ﬁf&q x%d#dsﬂgamro?ﬂfﬁeer%&r%}%lﬂm% ghdleluting

the matrix 1s in the formof nonolith, or e)
col | ect i ®¥@9eptgyobel ow t he hol der for the recovery of

reagent sqafMla@sorbent matrix downstream of the holder for binding and eluting
reagents and wherein the matrix is in the form of monolith, or
e) a collection tray below the holder for the recovery of reagents and a
porous support having one or more grooves and openings wherein said

openings are positioned inwardly from the perimeter of said collection tray.

7.  The device of claim 5, further comprising one or more membranes containing
one or more biological entities to be assayed, the one or more membranes
being mounted on top of the porous support and the flow distributor being on

top of the one or more membranes.
8. The device of claim 7 wherein:

a) there are two holders which are run independently of each other, or

b) there are two holders which are run simultaneously with each other.
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por ous support having one or nore grooves and openi ngs
wherein said openings are positioned inwardly fromthe
perinmeter of said collection tray. 7. The device of
claim5, further conprising one or nore menbranes
containing one or nore biological entities to be
assayed, the one or nore nenbranes being nounted on

t %D of’l’hé HS¥I9@ BP#E Pﬁ‘ﬂ %%E{edafgrdcc}nlaﬁctmlggﬂ}'g%ée@é E\%Qé‘téﬁ fmmunoassays
deV| cey bfrther a@mprrswmelcehlaq:tloraynanﬁ@lﬂeorm@r mows Menereéns containing

whi char e, ﬁofng% blewﬁ Eegrﬁi%é % ¥ a ng%‘d hdBhe ophoré’%ef’n‘&%r\%s

are two ers are run si taneously wth each

ot her being ToqatedTdretogenf |thﬁepQ‘§OU%$lmn¢ﬂ1theaf@a/pﬂl%tdblﬂ@"r belng on top of
condugld St &R HhEmBRALS A o TBE PERRAY el DMolied BRRop of the
conprising a collection nanifold, one or nore menbrane

cont aflewdistrinter, aprepstes driroraglakly seatef ondep efdheene or more
assay

Fop. oo eh Bl ooy Rl SRR i, Inebl g RRE b Pgnected o
on t op sefircetdi@opitiee gas PEFRUrAENbr anes, one or nore

reagent wells nounted on top of the flow distributor,

a pressure cap renovably seated on top of the one or

notle  Theadgeiae ohelrins 9 wheeeitap having an inlet to its

| nteriory) hag drghes h&eé&%&m@%ﬁ%deeen&rﬁ%r 8§cthther or
posi tive gas pressure. . device of claim9

wher ei n: b)dhenetase éfv@h@ldewm@ @r@rrgnwmtdﬁna@t@lwwh each other.

i ndependently of each other, or b) there are two

hol ders which are run sinultaneously wi th each other.

18

18





