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Whether assembling proteins onto nanoscale, mesoscopic, or macroscropic material surfaces, maintaining a protein’s
structure and function when conjugated to a surface is complicated by the high propensity for electrostatic or
hydrophobic surface interactions and the possibility of direct metal coordination of protein functional groups. In
this study, the assembly of a 1.5 nm CAAKA passivated gold nanoparticle (AuNP) onto FGF1 (human acidic
fibroblast growth factor) using an amino terminal His6 tag is analyzed. The impact of structure and time-dependent
changes in the structural elements in FGF1and FGF1-heparin in the presence of the AuNP is probed by a molecular
beacon fluorescence assay, circular dichroism, and NMR spectroscopy. Analysis of the results indicates that a
time-dependent evolution of the protein structure without loss of FGF1 heparin binding occurs following the
formation of the initial FGF1-AuNP complex. The time-dependent changes are believed to reflect protein sampling
of the AuNP surface to minimize the free energy of the AuNP-FGF1 complex without impacting FGF1 function.

INTRODUCTION

With the use of nanomaterials for biological assays (1-7),
the desire to develop robust linkages that possess adaptable
chemistries to interface biological molecules with nanomaterials,
yet have minimal structural impact on the protein, has become
a rapidly growing area of interest. A plethora of assembly
strategies exist, using cysteine or thiol modifications (8-10),
botin-streptavidin interactions (11, 12), click chemistry (13),
and transition metal mediated histidine binding (14, 15), to name
a few of the typical approaches (1, 16, 17). Each of these
strategies has advantages and disadvantages, but all of the
strategies require engineering non-native sequences into the
protein, a secondary metal ion mediator, or antibody-antigen
recognition step to form the construct, thus limiting the ability
to extrapolate the results to the broader recombinantly engi-
neered proteins employed by the biological community. Many
of the studies to date have assumed that the structural elements
are marginally perturbed in the local site of binding correlating
the structural changes to the effect of nanoparticle (NP) charge,
NP structure, and the site of protein substitution (9, 18, 19).
While studies have shown protein function (18, 20), there is a
notable lack of studies that fully investigate the dynamic changes
occurring to the protein construct during the nanomaterial-protein
assembly. In analogy to formation of self-assembled monolayers
of proteins onto a surface, engineering a linkage that does not
perturb the protein structure is challenging since the profusion
of interactions stemming from potential backbone and side chain
interactions with the NP surface can lead to alteration of protein
structure and thus to protein misfolding (7, 21-25) and a loss
in protein function (21, 24, 26-29). As demonstrated in several
phage display assays (30, 31) on metal and semiconductor

surfaces, the surface-mediated exchange reactions are governed
by the amino acid functional groups, as well as electrostatic
and hydrophobic interactions with the side chain and backbone
of the protein.

The hexa-histidine (His6) modification is widely used by
recombinant protein chemists because of its high affinity for
metal chelation, thereby facilitating purification by Ni(II)
chelation chromatography. Several groups, including our own,
have explored the use of the His6 tag for assembly onto NP
surfaces (15, 32-37). Our earlier results on peptide assembly
demonstrated that the His6-tag allows for region-selective
assembly of small peptides onto the surface of the 1.5 nm AuNP
through formation of a Au-Nε imidazole bond (37). Here, we
extend the use of the His6 tag recombinantly engineered to the
amino terminus of FGF1 (human acidic fibroblast growth factor)
to form a AuNP-FGF1 construct in order to assess the structural
and potential functional impact on the protein. FGF1 is an
important protein that exhibits mitogenic (cell division) and
angiogenic (wound healing) properties and has emerged as a
candidate for revascularization strategies of cardiac muscle
following ischemic events (38-40). FGF1 binds heparin on the
surfaces of cells and can accommodate oligosaccharides of
varying sizes in the positively charged heparin binding pocket
(41), but requires at least an octasaccharide heparin for FGF
receptor (FGFR) activation. In this study, we probe the time-
dependent conformational changes of an FGF1 sym6∆∆ mutant
during the assembly of the protein onto a 1.5 nm AuNP
passivated by CAAKA, a zwitterionic peptide passivant layer.
The use of a zwitterionic passivant layer on the nanoparticle
surface has been shown to decrease the likelihood of nonspecific
interactions between the protein and AuNP (9, 42), which allows
the passivating peptide to be displaced and the exchange of
passivants to dominate the final assemblage. The FGF1 sym6∆∆
mutant was used for this study rather than the native FGF1,
since the mutant is more sensitive to competitive binding
interactions due to a modest folding free energy (∆Gf ) -33.9
kJ/mol, 8.1 kcal/mol) (43), yet exhibits increased thermal
stability compared to wild-type FGF1. In addition, the lower

* Corresponding authors. G.F.S: strouse@chem.fsu.edu, 95 Chieftan
Way, Dept. of Chemistry and Biochemistry, Tallahassee, FL 32306.
T.M.L: tlogan@fsu.edu, 91 Chieftan Way, Institute of Molecular
Biophysics, Tallahassee, FL 32306.

† Department of Chemistry and Biochemistry and Kasha Laboratory
Institute of Molecular Biophysics.

‡ Department of Biomedical Sciences, College of Medicine.

Bioconjugate Chem. XXXX, xxx, 000–000 A

10.1021/bc900224d CCC: $40.75  XXXX American Chemical Society

D
ow

nl
oa

de
d 

by
 F

L
O

R
ID

A
 S

T
A

T
E

 U
N

IV
 o

n 
N

ov
em

be
r 

2,
 2

00
9 

| h
ttp

://
pu

bs
.a

cs
.o

rg
 

 P
ub

lic
at

io
n 

D
at

e 
(W

eb
):

 O
ct

ob
er

 7
, 2

00
9 

| d
oi

: 1
0.

10
21

/b
c9

00
22

4d



heparin binding affinity for the mutant will allow the impact of
AuNP interactions with the protein to be assessed (44).

Analysis of the time-dependent changes in structure and
function of FGF1 sym6∆∆ and the heparin-bound analogue in
the presence of the 1.5 nm AuNP is examined through the use
of a combination of biophysical techniques, including CD,
NMR, and molecular beacon kinetic assays, to assess the
formation of the FGF1-AuNP conjugate. Observation of a time-
dependent evolution of the FGF1structural elements over 18 h
is observed and attributed to initial binding of FGF1 to AuNP
at multiple locations on the protein surface followed by the more
energetically favorable binding of the His6 tail selectively to
the AuNP surface. The time-dependent evolution is consistent
with earlier results for peptide assembly onto a AuNP (37). The
maintenance of structure and heparin binding ability for the
FGF1 mutant confirms that the His6 metal affinity tag (His-tag)
used to enhance purification of recombinant proteins can be
routinely utilized for site-specific assembly of recombinant
proteins onto AuNP surfaces. The development of more robust
methods for site-specific attachment that minimize nonspecific
interactions while maintaining the structural integrity and
functionality of a protein when appended to the surface of a
nanometal is critical if these systems are to be used in biomedical
technologies (9, 10, 13, 45, 46). Although not pursued in this
study, region-selective coupling of the FGF1 without perturba-
tion of the protein function may allow tracking FGF1 activity
in cells via optical or electron microscopy methods.

Experimental Procedures. Expression and Purification of
sym6∆∆ Mutant of Human FGF-1. The amino-terminal His6-
tag (47) form of the sym6∆∆ mutant of FGF-1 (44) (for
simplicity referred to here as FGF1) was expressed and purified
according to published procedures (47-49). Briefly, clarified
cell lysate was purified by nickel affinity chromatography
(HisPrep FF 16/10 column, GE Biosciences) followed by size
exclusion chromatography (Superdex75 10/300 GL column, GE
Biosciences). U-15N-FGF was grown in M9 media with
(15NH4)2SO4 as the sole nitrogen source and purified as above.
FGF1-heparin complexes were formed by incubating low
molecular weight heparin sodium salt (Sigma) with an equimolar
solution of FGF1 for 30 min prior to all experiments.

Preparation of Au-CAAKA and Au-CAAKA-FITC. Au nano-
particles (1.5 nm AuNP) were passivated initially with triph-
enylphosphine (TPP) in toluene (50) and then ligand-exchanged
with a zwitterionic peptide (CAAKA) to yield a water-soluble
CAAKA-AuNP. The Au particle size was confirmed by electron
microscopy and by UV-vis, noting the absence of a plasmon
resonance at 520 nm, typically observed for AuNPs greater than
2.5 nm in diameter. For molecular beacon studies, CAAKA was
labeled with fluorescein 5-isothiocyanate (FITC) (Sigma) through
the lysine amine according to manufacturer instructions and
purified by HPLC (C18-RP) before being exchanged onto the
AuNP.

Molecular Beacon Assay of FGF1 Assembly onto AuNP
Surface. FGF1 or FGF1-heparin were exchanged onto Au-
CAAKA-FITC in 50 mM sodium phosphate, 10 mM
(NH4)2SO4, 100 mM NaCl, pH ) 7.5 (Buffer A), at a 1:1 protein
to AuNP (1 µM) ratio at 25 °C. Exchange was monitored at 7
min intervals over an 18 h period using a nanometal surface
energy transfer (NSET) (51) based molecular beacon assay based
on dequenching of CAAKA-FITC fluorescence upon release
from AuNP. The fluorescence spectra were collected from 300
to 600 nm in triplicate on a Cary Eclipse (Varian) in 1 cm path
length cell (100 µL total volume) at 25 °C in Buffer A.

Time-Dependent Structural Changes in FGF1 by CD
Spectroscopy. Circular dichroism (CD) spectra were collected
between 190 and 260 nm with 0.5 nm steps and 1 s signal
averaging on an AVIV 202 CD spectrometer at 25 °C in Buffer

A using a 1 cm path length cell. Each sample, including buffer,
was measured in triplicate and averaged before buffer subtrac-
tion. Sample concentrations were typically 5 µM FGF1 and/or
5 µM Au-CAAKA. The secondary structure content of FGF1
sym6∆∆ mutant was analyzed in the CD spectra using CDPro
software (52).

2D HSQC NMR Analysis of Protein Structural Pertur-
bations. 2D-1H,15N HSQC experiments were performed on
U-15N-FGF1 on a Varian Inova spectrometer operating at 11.74T
(Varian Inc., Palo Alto, CA). Protein concentrations were
typically 200 µM in 100 mM phosphate, 200 mM (NH4)2SO4,
100 mM NaCl at pH ) 6.0 (Buffer B). HSQC spectra were
collected over 8333 Hz (1500 Hz) and digitized by 1024 (220)
complex points in the 1H (15N) dimensions in 16 scans per t1

increment for a total data collection time of ∼45 min. Data
collection for each HSQC spectrum was initiated at 0, 5, and
18 h following addition of Au-CAAKA. Data were processed
with zero-filling to yield a final digital resolution of 4 and 15.7
Hz in 1H and 15N dimensions, respectively. Data processing was
performed using NMRPipe and analyzed using NMR-View (53).
Changes in resonance position (∆δ) upon addition of CAAKA-
Au were quantified as ∆δ ) [(δH)2 +(δN/6)2]1/2 (54).

RESULTS

Following secretion from the cell, FGF1 binds to heparin and
the FGF1-heparin complex is then recognized by the FGF
receptor to initiate signaling (55). Heparin has a net negative
charge, and electrostatic interactions between heparin and the
protein binding pocket impact the binding affinity of heparin
to FGF1. A structural model indicating residue location and the
electrostatic potential at physiological pH of FGF1 sym6∆∆ is
presented in Figure 1. The amino-terminal His6-tag should
minimally perturb the protein structure and, more importantly,
the heparin binding pocket, as the His6-tag will position the
AuNP on the side of FGF1 opposite the heparin binding pocket.
The assembly of the FGF1 onto the AuNP is expected to occur
via a surface-mediated ligand exchange reaction of the CAKKA
peptide passivant shell appended to the AuNP by the formation
of the Nε imidazole-Au interaction. The presence of the
roughly 2 nm positively charged heparin binding pocket on
FGF1 increases the potential for deleterious interactions between
the protein and the 1.5 nm AuNP, and thus, the hypoactive form
of FGF1 (sym6∆∆ mutant) is the ideal test case for assessing
potential loss of protein activity in the presence of the AuNP.

To minimize potential heparin binding pocket interactions,
the 1.5 nm AuNP is passivated with the zwitterionic peptide
sequence CAKKA (Cys-Ala-Lys-Lys-Ala) (9, 42). The CAAKA
peptide is ligated to the AuNP via a Au-S interaction via the
reduced Cys (C) amino acid. Fluorescent labeling of the
CAAKA passivant by FITC (fluorescein) appended to the Lys
(K) allows the recovery of FITC photoluminescence (PL) to be
used as a probe of CAAKA displacement from the surface of
the AuNP. When the CAAKA-FITC fluorogenic agent is
appended to the AuNP, the FITC PL is quenched via energy
transfer (51, 56).

In Figure 2, displacement of the CAAKA-FITC passivant
from the AuNP surface by FGF1 binding is observed to result
in the onset of FITC PL. The loss of the CAAKA-FITC
passivant (onset of FITC PL) from the AuNP exhibits bimodal
kinetics for both the addition of FGF1 and FGF1-heparin to
the 1.5 nm Au-CAAKA-FITC construct (Figure 2). No time-
dependent optical changes in the Au-CAAKA-FITC construct
are observed in the absence of added protein (not shown). The
bimodal trajectory in Figure 2 is verified by F-statistics through
the analysis of �2 by fitting a series of functions with increasing
number of exponentials. Fitting to a single exponential resulted
in large �2 values which were significantly reduced in a
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biexponential fit; fitting to a triexponential function did not
significantly improve the quality of the fit according to the
F-statistic.

Table 1 lists the experimentally fit rates and amplitudes for
release of CAAKA-FITC upon addition of FGF1 or FGF1-
heparin. The observed fast and slow rates are quite similar,
within a factor of 2 for FGF1 and FGF1-heparin. However, the
contribution to the total intensity recovery is reversed, with
FGF1-heparin exhibiting higher amplitude for the fast phase,
while FGF1 shows higher amplitude for the slow phase. The
difference in rate and amplitude for CAAKA-FITC release
between the FGF1 and the FGF1-heparin complex is intriguing
and may reflect the fewer sampling configurations available for

the heparin-bound FGF1 relative to FGF1 when interacting with
the AuNP surface. The loss of conformational freedom arising
from the binding of heparin to FGF1 eliminates the positive
heparin binding pocket and reduces the conformational dynamics
of the FGF1, which could lead to the observed differences in
the rate of structural minimization for the two forms of FGF1.

The FITC intensity trajectories in Figure 2 have not reached
an asymptotic value within the time scale of the experiment,
although extrapolation of the data to time infinity implies that
both systems will achieve similar asymptotic values. The
observed FITC PL recovery for FGF1 after 15 h is ∼9% and
∼14% for FGF1-heparin. Assuming a loading level of ap-
proximately 40 CAAKA-FITC based on the analysis of passi-
vant exchange on AuNPs by Woehrle et al. (57), the displace-
ment corresponds to between four and six CAAKA-FITC
peptide passivants from the AuNP surface, four in the case of
FGF and six in the case of FGF1-heparin. Assuming the peptide
displacement results from one His residue interacting with the
NP surface, this yields one protein per AuNP, which is consistent
with our previous report of a single His6 peptide binding to a
AuNP (37).

Further evidence of a strong bonding interaction between the
AuNP and the FGF1 is provided by chromatographic analysis
using size exclusion and PAGE electrophoresis (Supporting
Information Figures 1 and 2). Upon addition of FGF1 to a
solution of AuNP in a 10:1 mol ratio, loss of the original sharp
AuNP signal is observed by size exclusion analysis in Super-
dex75 after 1 h of mixing the AuNP and FGF1 (Supporting
Information Figure 1). The signal loss in FGF1 is correlated
with the appearance of a new broad feature at shorter retention
time. The decrease in the FGF1 band is approximately 10%
(∼90% unchanged) for identical concentrations of FGF1,
indicating approximately a 1:1 binding ratio. The broad feature
for the AuNP-FGF1 assembly appears to have multiple com-
ponents that could not be separated and is believed to reflect
more than one binding motif at this short mixing time (1 h).
The assumption from the optical assay for the FGF1-AuNP
assembly having not fully evolved to the final structural
conformation based on the biexponential rise time of the signal
is consistent with the size-exclusion results. Further evidence
of chromatographic stability is provided by Native-PAGE
analysis of a 1: 1 ratio of FGF1 to AuNP (Supporting
Information Figure 2). In the native PAGE, no free FGF1 is
observed after treatment with the AuNP as evidenced by the
lack of Coomassie blue stained FGF1 protein (lanes 4 and 7,
Supporting Information Figure 2B). In addition, a slight mobility
shift is observed for the AuNP due to the mobility difference
of the FGF1-AuNP complex (lanes 4 and 7, Supporting
Information Figure 2A). The small shift in the mobility between
the AuNP and FGF1-AuNP and FGF1 (sane 3 vs 4) and the
FGF1-heparin-AuNP (lane 3 vs 7) is consistent with the AuNP
creating a strong assembly with the FGF1 protein.

Evidence of Structural Perturbation of FGF1 in the
Presence of the AuNP. On the basis of the electrostatic map
in Figure 1, the possibility that protein sampling gives rise to
the observed dynamics is not surprising. The possibility for
electrostatic and hydrophobic interactions can impact the
secondary structure as well. In Figure 3, the CD spectrum of
FGF1 prior to addition of the AuNP, 15 min, 6 h, and 24 h

Figure 1. FGF1 crystallographic structure model (PDB ID: 1RG8)
showing (A) an electrostatic surface potential model for FGF1 with
the heparin binding region and His-tag region and (B) FGF1 structure
with labeled key residues using the single letter code for the amino
acids and the numbering for amino acid sequence.

Figure 2. FGF1 and FGF1-heparin FITC PL intensity for the CAAKA-
FITC displacement on the 1.5 nm AuNP surface byFGF1 (solid) and
FGF1-heparin (dash). The PL intensity is monitored at 520 nm.

Table 1. Calculated Rate and Amplitude Values for the Release of
CAAKA-FITC from the Surface of a 1.5 nm AuNP when Treated
withFGF1 or FGF1-Heparin

fast phase slow phase

rate (min-1)
amplitude

(%)
rate

(min-1)
amplitude

(%)

FGFI 0.0532(0.0080) 23 0.0022(0.0002) 77
FGFI heparin 0.0446(0.0036) 67 0.0009(0.0005) 33

Direct Protein Attachment to 1.5 nm Au Bioconjugate Chem., Vol. xxx, No. xx, XXXX C
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following addition of equimolar AuNP is shown. FGF1-heparin
was not analyzed by CD spectroscopy.

The secondary structure of FGF1 are composed of �-sheet,
�-turn, random coil, and R-helix character based upon crystal-
lography and analysis by CDPro (52) fitting of the CD spectra.
Using CDPro software, in the absence of the AuNP, FGF1
contains 35% �-sheet and 25% �-turn, with the remaining 40%
attributed to random coil and R-helix character. Following
addition of AuNP to FGF1, the 207 nm negative phase signal,
which likely arises from a combination of R-helix and �-sheet
signals, exhibits a loss of intensity during the first 6 h. The
positive CD signal maximum at 230 nm, arising from �-turn,
exhibits no substantial change over the entire experimental time
domain. Analyzing the signal change in the presence of the
AuNP indicates that a 10% increase in �-sheet and a 7%
decrease in �-turn content occur for the FGF1-AuNP conjugate
during the first 6 h, with minimal subsequent structural
perturbations observed relative to the native FGF1 structure at
longer experimental times.

A more detailed picture of the structural perturbations of
FGF1 upon binding to the AuNP can be analyzed by 2D NMR
when the experimental data for CAAKA-FITC release and the
CD spectra suggest the FGF1-AuNP has approached a structural
minimum. Inspection of the NMR data at 22 min (Supporting

Information Figure 3) and 6 h (Supporting Information Figure 4)
is intriguing but complicated by the fact that the structure is
still evolving and thus exhibits more global changes in the
protein; therefore, the discussion below is limited to the data
obtained at 18 h exposure times (Figure 4) to simplify data
interpretation.

Figure 4A shows the HSQC spectrum of FGF1 in the absence
of the AuNP (cyan) and 18 h following addition of the AuNP
(magenta). Comparison of the 2D NMR plots indicates that the
vast majority of the residues of FGF1 are minimally impacted
with the exception of the His6-tag residues HT(I) and HT(II).
The two resonances assigned, HT(I) and HT(II), are not
observable immediately after exposure to the AuNP. Whether
these changes in resonance intensity arise from altered confor-
mational exchange or a true increase in transverse relaxation
rates cannot be determined from these spectra. In addition, subtle
changes are observable for the individual intensity and protein
resonances following FGF1 interaction with the AuNP, par-
ticularly for protein residues in or near the His6-tag region
(Figure 1). S139 shows significantly lower resonance intensity
18 h after addition of AuNP (Figure 4B), whereas H124 and
E60 show changes in resonance frequency with little affect on
intensity. In general, the same residue changes for the 6 h time
point are observed, but in addition, G19, V55, and I25 also show
chemical shift changes (Supporting Information Figure 4). The
intensity and resonance changes clearly indicate these residues
are significantly impacted by addition of the AuNP.

Greater insight into the changes occurring at the individual
protein residues in the presence of the AuNP can be deduced
by plotting the change in chemical shift (∆δ) in the HSQC
experiment for individual protein residues relative to FGF1 in
the absence of the AuNP (Figure 5) at 18 h and 6 h (Supporting
Information Figure 5). Residues showing ∆δ g 20 Hz (digital
resolution ) 8.3 Hz on this scale) are considered significant
and are labeled in the ∆δ plot with their single letter abbreviation
at position in the protein (Figure 1). A residue showing >100
Hz shift or a complete loss of intensity is artificially shown in
the ∆δ plot as a negative value.

The ∆δ plots indicate that residues G19, E60, and H102,
which are related structurally by the threefold symmetry of the
FGF1 �-trefoil (55), along with Q43 and H124 show the largest
chemical shift change between the protein in the presence and
absence of the AuNP. The changes in the residue intensity and
frequency are apparent at the earliest time point (22 min) and
remain relatively constant through the 18 h time point (Figure
5). Residue G19 also shows a significant change, although a

Figure 3. Circular dichroism spectra of FGF1 (s) and changes at 15
min ( · · · · ), 6 h (----), and 24 h (-•-) following the addition of Au-
CAAKA to the FGF1 solution.

Figure 4. (A) 1H-15N HSQC NMR spectrum of FGF1 (cyan) and FGF1-AuNP (magenta) at 18 h. (B) Expanded representative region of HSQC
spectra highlighting chemical shift changes, peak loss, and no change for FGF1-AuNP at 18 h postincubation.

D Bioconjugate Chem., Vol. xxx, No. xx, XXXX Kogot et al.
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weak resonance G19 has a large shift in frequency implying
that a structural perturbation may arise upon binding of the
AuNP.

Residues H41, E81, V137, and S139 are not observed
following the addition of AuNP and are represented as negative
values in Figure 5. The signal loss for H41 may not be
significant, as the loss of the resonance signal may reflect the
weak native intensity observed for H41 in the FGF1 NMR
spectra in the absence of the AuNP. However, the loss of E81,
V137, and S139 is significant, as these are strong resonances
in the FGF1 NMR spectra, implying that either a large frequency
shift or a drastic change in dynamics for these residues occurs
upon interaction of FGF1 with the AuNP. Residue E81 is located
in close proximity to the His6-tag region and changes in V137
and S139 are not surprising, since the C-terminal �-strand region
is unstructured in both the His6-tag (PDB accession 1JQZ or
high-resolution 1RG8) and non-His6-tag form of FGF1 (PDB
accession 2AFG) and has a �-sheet interaction with the
N-terminus �-strand. Changes in the N-terminal �-strand near
the His6-tag may indicate either ordering or disordering of the
C-terminus �-strand upon AuNP binding.

Investigation of Heparin Binding in Presence of AuNP.
NMR and crystallographic evidence for FGF1 binding with
heparin suggest that heparin binding occurs through interactions
with residues between G110-G120 and R122-A129, with large
effects seen for residues K113 and K118 (38, 40, 58). On the
basis of analysis of the NMR data for the FGF1-AuNP construct,
the structural perturbations in FGF1 appear to be localized in
the His6-tag region and possibly the heparin binding pocket,
which may potentially impact the heparin binding affinity. It is
worth noting that changes in NMR resonances do occur in
regions distal from the site of binding. For instance, it is well-
known that heparin binding affects residues outside the heparin
binding pocket (40).

A ∆δ plot for heparin bound to FGF1 sym6∆∆ in the absence
of the AuNP calculated from the 1H-15N HSQC at 6 h
(Supporting Information Figure 6) shows resonance and intensity
perturbations for residues G19, D36, H42, R88, W107, K113,
N114, and I130 (Figure 6B) in good agreement with previously
reported NMR results on wild-type FGF1 (38, 40, 58).
Comparison of the ∆δ NMR plot derived from the 1H-15N
HSQC spectra (Figure 6A) for adding heparin to FGF1 in the

presence and absence of AuNP (Figure 6C) shows similar
perturbations as when AuNP is added to FGF1 in the presence
and absence of heparin, indicating that the AuNP does not
compete with heparin binding. Namely, residues W107, G110,
K113, and N114 are impacted in the heparin-FGF1 alone and
also show similar perturbations for the AuNP heparin-FGF1.
In addition, residues A48, E81, L84, L89, and N92 show a
complete intensity loss after 18 h with heparin and the AuNP
(indicated as a negative value in Figure 4B), which is not
observed in the absence of the AuNP. The loss of intensity of
residues L89 and N92 is not surprising, since these residues
are located in close proximity to the His6-tag region in a flexible
�-turn that has been shown to adopt significantly different
structural conformations in FGF1/FGFR complexes (59, 60).
The AuNP-specific changes are similar to those observed for
FGF1 assembly onto the AuNP in the absence of heparin. Thus,
the observation that a number of residues that are impacted only
if the AuNP is present, including HT(I), HT(II), Y55, V137,
and S139, and residues specific for experiments with heparin
binding to FGF1 such as W107, G110, K113, and N114 also
have chemical shift differences compared to FGF1 alone further
confirms that both the AuNP and heparin remain bound after
18 h.

DISCUSSION

Our results show a strong time dependence for FGF1-AuNP
complex formation. Correlating the changes observed in

Figure 5. ∆δ plot showing chemical shift differences and peak intensity
loss (negative intensity) (A) 22 min and (B) 18 h incubation of FGF1
sym6∆∆ with a 1.5 nm CAAKA passivated AuNP.

Figure 6. (A)1H-15N HSQC NMR spectrum of FGF1 (cyan) and
FGF1-heparin-AuNP (magenta) at 18 h. (B) ∆δ plot showing
chemical shift changes and loss of intensity (negative value) for
(C) FGF1 with heparin and (B) FGF1 with heparin and AuNP after
18 h incubation.

Direct Protein Attachment to 1.5 nm Au Bioconjugate Chem., Vol. xxx, No. xx, XXXX E

D
ow

nl
oa

de
d 

by
 F

L
O

R
ID

A
 S

T
A

T
E

 U
N

IV
 o

n 
N

ov
em

be
r 

2,
 2

00
9 

| h
ttp

://
pu

bs
.a

cs
.o

rg
 

 P
ub

lic
at

io
n 

D
at

e 
(W

eb
):

 O
ct

ob
er

 7
, 2

00
9 

| d
oi

: 1
0.

10
21

/b
c9

00
22

4d



the NMR spectra for FGF1 and FGF1-heparin in the
presence of the AuNP allows a model to be drawn indicating
the regions of proposed AuNP interactions. Figure 7 shows
the position of FGF1 residues that are most strongly affected
by addition of AuNP after 18 h. Magenta balls indicate the
position of backbone amides showing the largest ∆δ values,
and cyan indicates the positions of largest resonance intensity
change. In addition to the residues of the His6-tag, AuNP
binding affects residues in �-turn regions, with little impact
on �-sheet residues. A comparison of the affected residues
(large or small) indicates that AuNP effects are noted in both
positive and negative charge regions, and could be due to both
nonspecific electrostatic interactions or motional dynamic
changes, which are often seen with FGF1 flexibility changes
upon heparin binding (40). The number and location of residues
affected by AuNP binding in the NMR results are consistent
with the relatively modest changes in secondary structure
detected by CD. Importantly, the heparin binding pocket on the
FGF1 remains largely unaffected by the AuNP binding, although
the E81 residue (a surface residue in close spatial proximity to
the His6-tag region) is affected by AuNP binding. Comparison
of the binding of FGF1-sym6∆∆∆ in the absence of the His6-
tag could not be carried out due to the poor expression level
and stability of FGF1 in the absence of the His6 tag (43).

The bimodal kinetics for CAAKA release during the FGF1
assembly onto the AuNP can be attributed to one of two simple
models, which may not be mutually exclusive. In one model,
the bimodal nature of CAAKA-FITC release upon FGF binding
reflects His6-tag binding directly to readily accessible vertices
and edges of the AuNP (61, 62) followed by slower release of
CAAKA-FITC due to steric clash with the assembled FGF1.

The zwitterionic CAAKA surface ligand is likely to minimize
the nonspecific interactions, but given the degree of both positive
and negative surface regions (Figure 1), electrostatic interactions
between FGF1 and AuNP likely are inevitable. Alternatively,
the bimodal kinetics may represent a rapid but nonspecific
adsorption of FGF1 onto the AuNP followed by a slow
rearrangement toward the more stable binding through the His6-
tag. The higher initial rate of assembly for FGF1-heparin would
then reflect the fact that the His6-tag is more favorable for
binding than in FGF1 alone, or that the bound heparin eliminates
some of the nonspecific adsorption by blocking the large positive
charge region near the His6-tag (Figure 1). Regardless of the
mechanistic pathway for assembly, both models suggest an
evolving interaction driven by protein sampling of the AuNP
surface leading to a stable complex that minimally perturbs
protein secondary structure or biological function by positioning
the heparin binding pocket away from the His6-tag-driven AuNP
surface-mediated assemblage.

The correlation of the molecular beacon, gel electrophore-
sis, NMR, and CD spectroscopies supports a conclusion that
the His6-tag is the dominant interaction with the AuNP
surfaces at long incubation times leading to small perturba-
tions on the global FGF1 structure. The assembly arises from
peptide displacement by the His residue leading to a His (Nε)-
Au coordination. While it is surprising that the thiol (cys-)
functionality is displaced by the His residue since thiols are
strong coordinators of Au surfaces, the strong association of
the His6-tag reflects the enhanced thermodynamic stability
for the His6 residue arising from the multichelate effect, a
common observation for metal-liagnd stabilization in metal
coordination chemistry (63-65). The slow dynamics of
assembly reflects minimization of the protein AuNP conjugate
as the protein samples the AuNP surface. The ability to bind
a AuNP to His6-tag proteins opens another interfacial bridge
between biology and nanoscience. This structure/function
study of FGF1-AuNP binding provides evidence of stable,
direct protein-Au conjugation without loss of normal func-
tion. The His6-tag FGF1 sym6∆∆ binding to the AuNP is
stable in size-exclusion chromatography (Supporting Infor-
mation Figure 1) and PAGE analysis (Supporting Information
Figure 2) further confirming the suitability of the His6-tag
as a robust, stable linkage to a AuNP. Τhis study enables
further use of AuNP with recombinant His-tag proteins for
intracellular delivery, biophysical studies, sensing, imaging,
and other nanobiomedical applications.
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Figure 7. FGF1 crystallographic structure model (PDB ID: 1RG8)
showing residues that exhibit chemical shift change (magenta), intensity
differences (cyan), and His-tag (gold) affected by AuNP binding after
18 h for (A) FGF1 and (B) FGF1-heparin. The AuNP is overlaid in
the His6-tag region and does not represent a cocrystallized structure.
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