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CLAI MS

Met hod for predicting whether an i munogl obul in single
vari able donmain (I1SV) or protein or polypeptide conprising
at least one ISV at its Ctermnal end wll give rise to
protein interference in an i munoassay or has increased
tendency to give rise to protein interference in an

I mmunoassay, or to predict whether said | SV or protein or
pol ypepti de conprising at | east one ISV will be bound by
interference factor(s) present in the blood or serumof a
human bei ng, wherein said interference is caused by pre-
exi sting proteins binding to the Ctermnal end of the ISV,
protein or polypeptide, said nmethod conprising performng
an i nmunoassay that at |east conprises the steps of:

(1) contacting said ISV, protein or polypeptide with an
anti body that has been obtained froma human subject and
that has been selected or isolated based on its ability to
recogni ze or bind to the C-termnal end of said ISV, and
(ii) determning whether said ISV, protein or polypeptide

i's bound by said antibody in said i munoassay.

Met hod for predicting according to claim1, in which the
ISV is either a VHH, sequence optim zed VHH, humani zed VHH
or canelized VH, or is another ISV which is other than a
VHH, sequence optim zed VHH, humani zed VHH or canelized VH

that is a VH domain or that conprises a VH donmai n.

Met hod for predicting according to claiml1l or 2, in which
the ISV is a VHH, sequence optim zed VHH, humani zed VHH or
canel i zed VH.

Met hod for predicting according to any of clains 1 or 2, in
which the fact that the ISV, protein or polypeptide binds
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to said antibody in step (ii) nmeans that the 1SV, protein
or pol ypeptide can give rise to or has a high or increased

risk of giving rise to such protein interference.

Met hod for predicting according to any of clains 1 or 2, in

whi ch the antibody is a polyclonal antibody.

Met hod for predicting according to any of clains 1 or 2, in
whi ch the antibody is a polyclonal antibody that has been
obt ai ned, starting froma biological sanple obtained froma
human subj ect and suitable as a starting material for
obt ai ni ng pol ycl onal anti bodi es, by a nethod that conprises
at | east one step of imunoaffinity chromatography in which
affinity matrix is used that carries the ISV or protein or
pol ypepti de conprising at |east one ISV or in which the ISV
or protein or polypeptide conprising at |east one ISV is
used as the affinity noiety or antigen.

Met hod for predicting according to claim®6, in which the

| SV or protein or polypeptide conprising at |east one ISV
that is carried on the affinity matrix or that is used as
the affinity noiety or antigen, is an ISV or protein or

pol ypepti de conprising at | east one ISV that ends at its C
termnal end with the am no acid sequence VIVSS (SEQ ID

NG 33), or in which the ISV or protein or polypeptide
conprising at least one ISV that is carried on the affinity
matrix or that is used as the affinity noiety or antigen
has at its CGtermnal end an ISV that ends at its C
termnal end with the am no acid sequence VTVSS (SEQ ID

NG 33).

Met hod for predicting according to claim®6, in which the
| SV or protein or polypeptide conprising at |east one ISV

that is carried on the affinity matrix or that is used as
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the affinity noiety or antigen is an ISV or protein or

pol ypepti de conprising at | east one ISV, that ends at its
Cterminal end with the am no acid sequence VTVSS (SEQ I D
NO 33) and that has a proline residue on position 14; or in
which the 1SV or protein or polypeptide conprising at |east
one ISV that is carried on the affinity matrix or that is
used as the affinity noiety or antigen, has at its C
termnal end an ISV or protein or polypeptide conprising at
| east one ISV that ends at its Ctermnal end with the

am no acid sequence VTVSS (SEQ ID NO 33) and that has a

proline residue on position 14.

Met hod for predicting according to claim®6, in which the
ISV that is carried on the affinity matrix or that is used
as the affinity noiety or antigen is a VHH or canelized VH,
wherein said VHH or canelized VH is sequence-optim zed or
humani zed; or in which the | SV-based drug that is carried
on the affinity matrix or that is used as the affinity
noiety or antigen has at its Ctermnal end an ISvthat is a
VHH or canelized VH, wherein said VHH or canelized VH is
sequence-optim zed or humani zed VHH.

Met hod for predicting according to claim@8, in which the
ISV that is carried on the affinity matrix or that is used
as the affinity noiety or antigen is a VHH or canelized VH,
wherein said VHH or canelized VH is sequence-optim zed or
humani zed, that ends at its Cterminal end with the am no
aci d sequence VTVSS (SEQ ID NGO 33) and that has a proline
resi due on position 14 which has been introduced as part of
t he hunmani zati on or sequence optim zation of the
corresponding naturally occurring VHH, or in which the | Sv-
based drug that is carried on the affinity matrix or that
is used as the affinity noiety or antigen has at its C

termnal end a VHH or canelized VH, wherein said VHH or
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canel i zed VH i s sequence-optim zed or hunmani zed, that ends
at its Ctermnal end with the am no acid sequence VTVSS
(SEQ ID NG 33) and that has a proline residue on position
14 whi ch has been introduced as part of the humani zation or
sequence optim zation of the corresponding naturally

occurring VHH

Met hod for predicting according to any of clains 1 or 2, in

whi ch the antibody is a nonocl onal anti body.

Met hod for predicting according to any of clains 1 or 2, in
whi ch the antibody is a nonoclonal antibody that has been
obtai ned starting froma bi ol ogi cal sanple froma human
subj ect and suitable as a starting nmaterial for obtaining
nmonocl onal anti bodies, by a nethod that conprises at |east
one screening or selection step in which an ISV or | SV-
based drug is used for screening and sel ecting a nonocl ona
anti body that binds to said ISV or |SV-based drug.

Met hod for predicting according to claim12, in which the
ISV that is used in the screening or selection step ends at
its CGtermnal end with the am no acid sequence VTVSS ( SEQ
I D NO 33), or in which the | SV-based drug that is used in
the screening or selection step has at its Cterm nal end
an ISV that ends at its CGtermnal end wwth the am no acid
sequence VTVSS (SEQ I D NGO 33).

Met hod for predicting according to claim 12, in which the
ISV that is used in the screening or selection step ends at
its Cterminal end with the am no acid sequence VTVSS (SEQ
I D NO 33) and has a proline residue at position 14, or in
whi ch the | SV-based drug that is used in the screening or
selection step has at its C-termnal end an ISV that ends

at its CGtermnal end with the am no acid sequence VTVSS
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(SEQ ID NG 33) and that has a proline residue at position
14.

Met hod for predicting according to claim 12, in which the
ISV that is used in the screening or selection step is a
VHH or canelized VH, wherein said VHH or canelized VHis
sequence-optim zed or humani zed; or in which the |ISV-based
drug that is used in the screening or selection step has at
its Gtermnal end an ISvthat is a VHH or canelized VH,
wherein said VHH or canelized VH is sequence-optim zed or

humani zed.

Met hod for predicting according to claim 14, in which the
ISV that is used in the screening or selection step is a
VHH or canelized VH, wherein said VHH or canelized VH is
sequence-optim zed or humani zed, that ends at its C
termnal end with the am no acid sequence VTIVSS (SEQ ID

NG 33) and that has a proline residue on position 14 which
has been introduced as part of the humani zati on or sequence
opti m zation of the corresponding naturally occurring VHH
or in which the I SV-based drug that is used in the
screening or selection step has at its Ctermnal end a VHH
or canelized VH, wherein said VHH or canelized VHis
sequence-optim zed or humani zed, that ends at its C
termnal end with the am no acid sequence VTIVSS (SEQ ID

NO 33) and that has a proline residue on position 14 which
has been introduced as part of the humani zati on or sequence

optim zation of the corresponding naturally occurring VHH

Met hod according to claiml, for predicting whether an | SV
or protein or polypeptide conprising at |east one ISV at
its CGterminal end will give rise to or has increased
tendency to give rise to protein interference in an

I mmunoassay or to predict whether said ISV or protein or
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pol ypepti de conprising at | east one ISV at its Cterm nal

end will be bound by interference factor(s) present in the

bl ood or serum of a hunman bei ng, said nmethod conpri sing
perform ng an i nmunoassay that at |east conprises the steps
of :

(i) contacting said ISV with the nonocl onal antibody 21-4
as expressed by the hybridoma cell |ine LMBP-9680-CB;
and

(ii) determ ning whether said ISV is bound by said

nmonocl onal anti body 21-4 in said i munoassay.

Met hod for predicting according to claim 17, in which the
ISV is either a VHH, sequence optim zed VHH, humani zed VHH
or canelized VH or another ISV which is other than a VHH,
humani zed VHH or canelized VH that is a VH domain or that
conprises a VH domai n.

Met hod for predicting according to claim 17 or 18, in which
the 1SV is a VHH, sequence optim zed VHH, humani zed VHH or
canel i zed VH.

Met hod for reducing the tendency of an ISV having the
sequence VTVSS at its Ctermnal end to give rise to
protein interference by pre-existing proteins binding to
the CGtermnal end of the ISV in an anti-drug-anti body
assay, wherein said nmethod conprises nodifying said | SV by
adding 1 to 5 amno acid residues, each independently
chosen fromany naturally occurring amno acids, to this C
term nal end, such that the tendency to give rise to
protein interference is substantially reduced as conpared

to the ISV having the sequence VIVSS at its C-term nal end.
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Met hod according to claim20, which conprises adding 1, 2,
3, 4 or 5anmno acid residues to the Cterm nal end of the
| SV.

Met hod according to claim?20 or 21, wherein said anm no acid
resi dues are independently chosen from al ani ne, gl ycine,

val i ne, | eucine or isoleucine.

Met hod according to any of clains 20 or 21, which further
conprises introduci ng one or nore am no acid substitutions,
additions or deletions in the C-termnal region of the ISV,
which C-term nal region conprises the Cterm nal sequence
VTVSS (SEQ I D NGO 33) and the amino acid residues at
positions 11, 13, 14, 15, 82, 82a, 82b, 83, 84, 107 and
108.

Met hod according to claim23, which conprises introducing
one or nore amno acid substitutions in the Cterm nal

regi on of the ISV

Met hod according to claim20, wherein the reduction of the
tendency to give rise to protein interference is determ ned

using a method according to any of clainms 1 or 2.

A nethod of use of a Cterm nal extension for reducing the
tendency of an ISV to give rise to protein interference,
wherein said C-termnal extension is added to the C

term nal sequence VTVSS (SEQ I D NO 33) of the ISV and
conprises 1 to 5 am no acid residues independently chosen

fromany naturally occurring am no acids.
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27. A nethod of use according to claim 26, wherein the C
term nal extension conprises 1, 2, 3, 4 or 5 amino acid

resi dues.

28. A nethod of use according to claim26 or 27, wherein said
am no acid residues are independently chosen from al ani ne,

gl ycine, valine, |leucine or isoleucine.

29. A nethod of use according to any of clains 26 or 27 ,

wherein said C-termnal extension has the formula (X)n, in

whi ch:

a) n=1 2 or 3in which each X = Ala or Gy; or

b) n =1 2or 3in which each X = Ala; or

c) n=1 2 or 3 in which each X = Gy; or

d) n=2or 3inwhich at least one X = Ala or Ay ; or
e) n=2o0r 3inwichall but one X =Aa or Gy,

30. A nethod of use according to claim?29, wherein said C
term nal extension has the fornmula (X)n, in which:
a) Xis Alaand nis 1, 2 or 3; or
b) Xis Ay and nis 2 or 3.

31. A nethod of use according to claim?29, wherein said C
term nal extension has the formula (X)n, in which Xis Ala
and nis 1.



