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Figure S1. Affinities of a5p1"™ for FITC-cRGD. (A-B) a531"T was titrated in the presence of FITC-cRGD peptide at
three concentrations in (A) 50 mM Mg?* (red) and (B) 2 mM Mn?* (blue). Multiple concentrations of ligand are used to
compensate for ligand depletion effects at affinities >1 nM by globally fitting K, values. (C-D) The closed ensemble
(EC+BC) of a5p1"T for ligand FITC-cRGD in (C) 50 mM Mg?* and (D) 2 mM Mn?* was measured by titrating a531"" in
absence (basal, solid line) and presence of mAb13 fab (15 and 20 yM, dashed and dotted respectively), with 10 nM
FITC-cRGD peptide. All titrations contain pH 7.4 TBS. Titrations were done in triplicate and fitted affinities are shown

in Table 1.
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Figure S2. Titrations of intact a5p1"" on K562 cells with Fn, 9-10 and Fab 9EG7. Concentrations necessary to
saturate intact a581 on K562 cells with Fn, 9-10 and Fab 9EG7, for use in determining the conformational landscape
of cell-bound a5B1 in the conditions of 1 mM Mg?*/1 mM Ca?*, 50 mM Mg?/1 mM EGTA, and 2 mM Mn?*. (A and B)
Alexa488-9EG7 Fab (10 nM) (A) or Alexa488-Fn_9-10 (10, 5, or 0.6 nM as indicated) (B) binding to K562 cells (2 x
106 cells/ml) was measured by FACS, without washing, in presence of unlabeled Fn, 9-10 (A) or 9EG7 Fab (B).



A. Calcium Titration of a51"T with Mn?* and Mg#*
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B. Metal lon Titration of WT vs Mutant
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Figure S3. Metal lon titrations of a5B1. (A) Inhibition by calcium of binding of a5g1"T (20 nM) to FITC-cRGD
(5 nM) in 2 mM Mn?* (blue) or 50 mM Mg?* (red). (B) a5B1P137A b138A shows a reduced FP signal during titration
with Mn?* and Mg?* compared to a531"T, because of the lower affinity a531P'37A P138A has for FITC-cRGD. a51WT"
(solid lines, 20 nM) and a5@31P1%7A b138A (dashed lines, 20 nM) were titrated with Mn?* (blue) or Mg?*(red) in the
presence of FITC-cRGD (5 nM). This experiment also shows that 2 mM Mn?* is saturating for both a51"" and
abB1P137A D138A_Titrations were done in triplicate.



Ca?* Titration of a5B1"T and a531P137A D138A
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Figure S4. Calcium ion titrations of a51"" and a5p31P137A.P138A jn 1 mM Mg?*. Similar to Fig. 6, a5p1"T and
a5[31P137A D138A were titrated with Ca?*, in the presence of 1 mM Mg?". It was found that while binding of a5p1"T

to FITC-cRGD (5 nM) can be inhibited by Ca?*, no effect was shown in the ADMIDAS mutant. Titrations were
done in triplicate.
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Figure S5. Basal and closed ensemble affinities of a531P1374 01384 for FITC-cRGD. (A-C) The basal and closed ensemble
affinity were determined in 1 mM Mg?* / 1 mM Ca?* (A), 50 mM Mg?* (B), and 2 mM Mn?2* (C), by titrating a531P137A D138 jn the
absence and presence of Fab mAb13. In the experiments containing 50 mM Mg?* and 2 mM Mn?*, titrations were done in two
concentrations of mAb13 to ensure full satuation of the closed ensemble. Titrations were done in triplicate and fitted affinities can
be found in Table 1. Basal affinities were measured three ( A) and five times (B) and averaged.



LT0F860 €8T 7F€e - v'0FS€E T'IFEC (Wu) eTqyw =O=—
0SPF00TE €70T 9FYT - €0FS'T L'TFT'S (Wu) 6T/9S
- - 7' IF9'T - €'€EFE9 8'€76'8 (Wu) €38 e A
i i i - - V' IFT'E (Wu) 936 =7~
S0°0¥270 CT’0¥08°'0  STO'0¥S90°0 - 9T'0F¥L'0 TOFT'T (Wu)otoer O
9FpT 0ZTF0CT 0LTF0TT - 0'7¥S'8 €70¢ (WU) pSLNH @
ZUNINWEZ BN INW 05 +me“,_v ﬁﬁ H ZUNINWZ 8N INW 05 +“wa“,_v ﬁﬁ H
veeta ‘veetaTIS0 mIgso

*ZS d|gel ul punoj 9q ued pued|| pue uld8a3lul JO SUOIIBIIUIIUOD “€ 9JN3I4 Ul pUNO} 9Qq Ued suollellll Y3 jo sydelso
*SUOI}IPUOI UO! [BIDW JUBIDJIP Ul yoerq v/e1qTHSO PUB |, TS0 SUOIIRII ged JO S0SDT “TS d|qel



0T 0T 0T 00T 0T 00T S 0¢ S 0S S 0¢ (Wu) eTqym =O—
0T 0T 0T 00T 0T 00T S 0¢ S 0S S 0¢ (Wu) 6T/9S
0T 0T 0T 0S 0T 0S S S S 0S S 0¢ (nu) €38 A=
0T 0T 0T 0S 0T 0S S S S 0S S 0¢ (Wu) £936 =
0T 0T 0T 0T 0T 0T S S S 0S S 0¢ (Wu) otogT U
0T 0T 0T 0T 0T 0T S S S 0S S 0¢ (WU) pSLAH " ®""
aoyd  ,uTgSO  a9¥d  ,uIgS0 aD¥d 4, Tgse aoy uI9so  ao¥ ,I19se ao¥ | ,19so

2B NW T ZBINW T

ZUN NW 2 +z8IN INW 0§ B NW T YN NW 2 +z8N IWW 0§ B NW T
V8ETA ~<nmﬁo.ﬂ&m5 ._.\SH&mU

‘(TS 319eL ‘€ 31n31d) yge1q vie1aTISP PUE |, TYSD JO SUoeIIY geq ul pash puesi| pue TGS JO SUOLIUIIUO) “ZS 3|qel



- - - 0¥ T¥00S€ 00567000TS  (AU) AM o€ ‘eTqvw -@-
- - - 0ET¥00CE 005870008y  (IANIU) INT ST ‘eTqyw
- - - €0%C'C €FVS (Wu) €38 —&
- - - v'0FE'E €FES (IWu) £936 —
FT 9/¥000T vTF0LT €0FL'T - (Wu) oT9TT -+
9F1S €SF0€L ¥SF0E9 T0%S'T 7F9¢ (IAU) vSLAH -O-
79708S 00ET¥000¥T  009EF000%C €078°C v¥29 (Au) |eseq o
<UN INW T +Z8IN INW 0§ +“wa“,_v ﬁﬂ H +ZUN INW 2 2SI INW 0§
vaera ‘veetaTYSP mTgso

{S¥Lyc# LTOT 1} |B 19 17 Ul pUNO) Bq UED / [dued WOJ) SaN|jeA Palll} ‘v 24n314 Ul pUNOoy 3¢ Ued suolleJll} 3y} jo sydelo
*sqe JO suoijeJauaduod suijeinies Jo du3sqe pue 3dU3SAId Y Ul yeerq ve1qTISP PUR |, THSD 10) SANJEA Py pa1lld €S d|gel



	mc-E21-11-0536-s00
	mc-E21-11-0536-s01

