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Effect of JdB and related molecules on the binding of JadR1 to its DNA targets. (A and B) Effect of JdB on the band-shift assay of JadR1 (50 nM) binding to

Piaas (A) and Pjagrs (B). (C and D) Dose-response curves of the inhibition by JdB of the binding of JadR1 (150 nM) to Pjags (C) or Pjadrr (D). (E) Effect of JdB, JdA, DHU, and
DHR on the DNA binding activity of JadR1. Band-shift assays were performed with 50 nM JadR1 and a range of ligand concentrations as indicated. The structures of
compounds are present on the right side. Red arrows indicate the direction of biosynthesis, but the blue arrow points to a shunt product. (F) SPR analysis of the binding
of JdB to immobilized JadR1. (G) SPR analysis of the binding of JdB to immobilized JadR1R (REC domain of JadR1).
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Crystal Structure of the Mp1p Ligand Binding Domain 2
Reveals Its Function as a Fatty Acid-binding Protein®

— 0
Independert RanData

A
10 =
o TABLE 2
ol s = Binding parameters of full-length pET28a-Mp1p with fatty acids and
gauu. ' i i pET28a-LBD2 (WT or mutant) with palmitoleic acid
i y J : All of the binding parameters were derived from [TC assays at 25°C as described
140 (V4 ’ under “Experimental Procedures.” K, is the dissociation constant, and # is the num-
i " ‘ ber of binding sites.
e Protein Fatty acid K, AH n
0 L klimol
Mplp Palmitoleic acid 6.3¢ —4377 216
i Mplp Oleic acid 415  —-3938 221
§ ok Mplp Arachidonic acid 236 4399 231
el LED2 Palmitoleic acid 234 —51.58 1.00
LED2 S313A Palmitoleic acid 1.24 —5848 069
hon LED2 S313A/5332A Palmitoleic acid 18,82 4450 076

FIGURE . Titation of M with PA, Binding sotherms were derve rom theran data shown nthe sets, with 100 e Mptpat 25°C.

THE JOURNAL OF BIOLOGICAL CHEMISTRY VOL. 285, NO. 12, pp.
9211-9220, March 19, 2010
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No molecular weight restriction

immobilized and chemical
modified.

off with decreasing mw on reactants or molecular weight
dependent
immobilization One reactant must be No immobilization or chemical

modification of reactants required

Data derived

Kinetic data: ka, kd, KA, and KD

Full thermodynamic profile :
including: KA, A H, and
stoichiometry (n)

Multiple binding sites No Determins thermodynamic profile
of molecules having multiple
binding sites with different
affinities

Sample consumption Little, nM-uM Much,uM-mM

Detection range 10-4-10-12M 10-3-10°M

Running time

2-10min with one concentration
reaction

60-120 min with one reaction

Running cost

chip

No consumables required

maintenance

Day, week, month

No
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Figure 2. DLS experiment result, showing a single peak of about 140 kDa;
the molecular radius is 5.0 nm and the polydispersity is 3.9%.
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Biosensor Type  Disposable, single-use fiber optic biosensors
with optional reuse by regeneration and/or
re-racking

Information + Kinetic and affinity analysis

Provided (Kopse Ko Koy Kp)

+ Kinetic screening for k, or k

+ Binding specificity and cooperativity

+ Concentration monitonng of real-
time binding (no need for background
subtraction)

Data + Plots displaying kinetic binding, equation

Presentation fits, and residuals of fits
+ Tabulated kinetic data and data charts

Sample Types Proteins, antibodies, peptides, media
containing serum, buffers containing DMSO,
penplasmic fractions, untreated cell culture
supernatants, and crude cell lysates

Sample Plate Standard 96-well, black, flat bottom
microplate

Sample Volume  + 180-220 pL/well (96-well plate)

+ Nondestructive testing, easily recovered

Orbital Flow

Capacity Static or 100-1500 rpm

Analysis

Temperature

Range

(Ambient + 4°C) - 40 °C, 1°Cincrements
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