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MATERIALS AND MI0Uans

The overalil exgericental <esign consists in studying the

reaction of anti-pN? or anti-HSA ourified antibodies coupled onto
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Antilbodies to DNP and to E83 were coupled onto Sepharose

{(Pharmacia) 65 ana 43, respactiveiy, by cyanogen bremide, following
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Following the method of Cuatracasas {1972), 250 g of HSA

in 20 ml of 0.1 HaHCO,, 3% 3.8 were labeled with tritium &G4aing

37 °
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agarose—antibody conjugate, LS* ¢+ WA3 estiszted as the ¥ interceszt
: bl ]
- - - h - - P - (=
0% the iinear regression. of the molar conceniration of pound ([ 3])
: 3.
to frxee licand {\F)} on sound ligand, in the Scatenzva {(i%49}) Sz~
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.I‘;.:-‘,ﬁ_ = %57 - XN D)
1] RS S b
a = ;
i
‘Dle to scrme curvaiire in ire Scavcnard plots, the &2pa-

reat aifinity constant (X) or avililty consiant, was estimated from

the Sips (1948) Ilinear regression:

= —
- = — P RS R n e Tl -
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whare R is the Proportion of tha toval antigen Linding capacity

of anti-DNP agarose With DNP-Lysine- H and oL anti-H33 agarose with
S S . ‘o 2 e 2 . .
ESA-"H; the estikates of | ]o anc X for each curve are snown in -
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(Legends o Figures, Cont.)
Fig. 4. The eifect of the antigens' valence on +the apparent affiaty
constant, X, of the reacticn or anti-DN? agarose with four cifferen-
- n - - . - =
26 human seruwm albumin (DNP HSA- H) .
[

tly D5F sudstituted and ©

Fig. 5. Scatchard »lots of the DInding reaciions of anti-~-ES53

-y -
- s ) . e e BN maemy mrme s
Zgarosa wita Alliferently suasitivuted LBPGE:;— H: A} uk?onbn— :
3 3 2
B) DNP HSA-"H; €) DuP ESAa-"H; - DY DND HSn~"H
v - i - [y o, Wy - - r L Lot i
10.1 ! 25.4 3.9 .
Fig. 6. The eifect of the antigens' valence on the apnarent affinily

Fig. Z. Thzorecisal Scatcnzxd plots wilh no Interacticn delween
sites to show the effects of unspeciiic binding {;B}u) zné those
of netercgeinity in affinity of binding: A Singla population of

-

times the concentration of freea ligand. Note that either oxr poth
unspecific binling and ncterojonzity smong the specific binding
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(Legends to Tables) - ¢

consuants, X, of the binding reactions of agarose counled anti-

'Ld

reszactiva Ilinoaar correlation coelfficisntg (r) and Segrees of
freedom (). also, svatistics on fha ascending limbs are presen-—
ted: the lincar correlation cogilicients {r) wera estinazed

with only those polnts iving ‘between tha ¥ iatexcast and fha

1
A

experinentally  darerminad maxizal value of BEOUGXD/FRES, The

value of {(3/7) was ‘estimated as The intercept of tha +wo
linear regressions of ‘each Scatchard plot, one buils with the

poinits in the ascending lind and the other constructed with the

points in the Gescanding limb.
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