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Figure S1: Recognition of phage-displayed EGFR domain III variants with mutations in the
antigenic region recognized by nimotuzumab. Phages displaying EGFR Dom IIl.4s514 mutated
variants with replacements within the solvent-exposed area surrounding the critical residue H359 were
produced at a 50 ml scale. Phage-displayed wt Dom Ill.4s:.514 Was included as a control. Purified phages
(102 viral particles/ml) were incubated on microtiter plates coated with either anti-EGFR mAbs
(nimotuzumab (A) and cetuximab (B)) or the anti-c-myc tag 9E10 mAb. Bound phages were detected
with an anti-M13 mAb conjugated to horseradish peroxidase. Normalized reactivity for each variant
was estimated by dividing the signal obtained with each mAb by the reference signal (measured with
the anti-tag mAb). Relative reactivity (%) was calculated as the ratio between normalized reactivity of
each variant and that of wt domain III. Lines indicate 50% and 75% or relative reactivity.



Dom Il 480.514 ] Dom Il 4g0.514 ]
N473W ~ N473W h
A N473V - — N473V —
N473T - }— N473T 4 3
N473P — N473P - .
N473L 3 N473L ]
N473K + N473K —
N473H N473H 4
N473E h N473E —
1467L 1467L H
14678 41— 1467S -
1467R 3 1467R - —
467N 43 1467N -
1467M 13 1467M —
1467K 1T 1467K h
$468V s468V —
S468N > S468N - 1
S468L ol S468L S -
S468A S468A .
S468R /0 S468R - —
S468P 10 s468P »
$468C 3 $468C - -
K465R < K465R - b
Ka65L < K465L - —
K465Y K465Y T+
7)) K465T ) »n K465T -
Q K4658 b ] K465S }—
= K465Q S = K465Q }~
3] K465E ) o K465E -
Q - Q i
o K443R < }— o K443R o }—
E K443W T E K443W 4
° Kaa3s - K443S
15 K443Q o K443Q —
-y K443N ———» % K443N - —
= K443L /2 - K443L
Rl = 2 KaazH - H
oS K443E ——3 5 K443E —
& K443D 4/ )S K443D < —
g su 3 Q  ssoy ==
£ S440v 1 = S440vV
o S440T o S440T - —
S440R 1 S440R h
s440Q 3 s440Q - H
S440L — S440L - }—
S440H 433 S440H - —
S440F 43 S440F - H
$418G ] S418G ]
S418A 3 s418A )
S418V S s418v H
S418M Tk S418M —
s418L 3 S418L -
S418K 3 S418K - —
S418C =k S418C -
Q408V + Q408v ]
Q408L A ] Q408L ]
Q408A 1~ Q408A 1
Q408T ) Q408T +
Q408s —/——h Q408S ]
Q408P 4—=41 Q408P —
Q408F == Q408F ]
Q384T ] Q384T —
Q384L o Q3s4L
Q384H A Q384H 1
Q384E - Q384E -
Q384R 40 Q384R —
Q384P Q384P
Q384K Q384K —
T T 1 T T 1
Q .-ﬁ) ‘)Q ,\6 \QQ \,ﬁ: Q qf) 4,0 /\6 \QQ ,\ff"

Relative reactivity vs cetuximab (%) Relative reactivity vs nimotuzumab (%)

Figure S2: Recognition of phage-displayed EGFR domain III variants with mutations within the
cetuximab structural epitope. Phages displaying EGFR Dom IIl.ss.514 mutated variants with
replacements within the cetuximab structural epitope were produced at a 50 ml scale. Phage-displayed
wt Dom Ill:4s0514 was included as a control. Purified phages (10" viral particles/ml) were incubated on
microtiter plates coated with either anti-EGFR mAbs (cetuximab (A) and nimotuzumab (B)) or the
anti-c-myc tag 9E10 mAb. Bound phages were detected with an anti-M13 mAb conjugated to
horseradish peroxidase. Normalized reactivity for each variant was estimated by dividing the signal
obtained with each mAb by the reference signal (measured with the anti-tag mAb). Relative reactivity
(%) was calculated as the ratio between normalized reactivity of each variant and that of wt domain III.
Lines indicate 50% and 75% or relative reactivity.



	2014MABS0546R-SupCover
	Tundidor supplemental matrial-corrected

