
1276 |  RSC Chem. Biol., 2022, 3, 1276–1281 © 2022 The Author(s). Published by the Royal Society of Chemistry

Cite this: RSC Chem. Biol., 2022,

3, 1276

One-step asparaginyl endopeptidase (OaAEP1)-
based protein immobilization for single-molecule
force spectroscopy

Xuan Ding, †ab Ziyi Wang,†c Bin Zheng,†c Shengchao Shi,c Yibing Deng,c

Hanyang Yu a and Peng Zheng *c

Enzymatic protein ligation has become the most powerful and widely used method for high-precision

atomic force microscopy single-molecule force spectroscopy (AFM-SMFS) study of protein mechanics.

However, this methodology typically requires the functionalization of the glass surface with a

corresponding peptide sequence/tag for enzymatic recognition and multiple steps are needed. Thus, it is

time-consuming and a high level of experience is needed for reliable results. To solve this problem, we

simplified the procedure using two strategies both based on asparaginyl endopeptidase (AEP). First, we

designed a heterobifunctional peptide-based crosslinker, GL-peptide-propargylglycine, which links to an

N3-functionalized surface via the click reaction. Then, the target protein with a C-terminal NGL sequence

can be immobilized via the AEP-mediated ligation. Furthermore, we took advantage of the direct ligation

between primary amino in a small molecule and protein with C-terminal NGL by AEP. Thus, the target

protein can be immobilized on an amino-functionalized surface via AEP in one step. Both approaches

were successfully applied to the AFM-SMFS study of eGFP, showing consistent single-molecule results.

Introduction

Protein immobilization can be critical for the application and
fundamental research of proteins, such as protein detection,
characterization, and single-molecule study.1–8 Among many
methods, site-specific protein immobilization has become the
most powerful method for high-precision atomic force micro-
scopy single-molecule force spectroscopy (AFM-SMFS) study of
protein mechanics. For example, the reaction between cysteine
in the protein and the maleimide-coated surface is a widely
used approach for protein immobilization (Fig. 1A).9,10 How-
ever, it suffers from an uncontrolled reaction if several
cysteines are present, leading to different immobilization
conditions.11–14 Recently, enzymatic ligation has been used,
which recognizes and connects two specific peptide sequences/
tags, and leads to efficient, site-specific protein immobilization.
Nevertheless, it requires the two enzymatic recognition peptide
sequences in the target protein and on the surface,
respectively.15–17 Typically, the peptide-coated surface is achieved
using two steps, starting from an amino-coated glass surface. First,
a maleimide-coated surface is obtained using a chemical cross-
linker containing an amino-reactive group N-hydroxysuccinimide
(NHS) and a cysteine-reactive maleimide group (Fig. 1A, step 1).
Then, a heterofunctional peptide linker with cysteine and the
target peptide sequence is applied (Fig. 1B, step 3). Finally, the
protein with the target peptide sequence can be immobilized
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(Fig. 1B, step 4).18 Here, the NHS is quite reactive, and multiple
steps are needed. Thus, a high level of experience is needed for
reliable results, and the whole procedure is time-consuming.
Recently, we developed a click reaction-based method to avoid
the use of NHS, and a much-improved success rate has been
obtained (Fig. 1B, steps 1 and 2).19 However, more steps are
introduced, and the maleimide group is always needed as the
bridge.

To solve this problem, we developed two strategies, both
using oldenlandia affinis asparaginyl endopeptidases 1 with
mutation C247A (abbreviated as OaAEP1, or AEP) for enzymatic
ligation.20 First, a heterofunctional peptide-based cross-
linker, glycine–leucine (GL)-peptide-propargylglycine (Pra) was
designed. As a result, the target GL sequence can be directly added
to the N3-functionalized surface without using the cysteine–
maleimide coupling reaction (Fig. 1C, step 2). Furthermore, a
more efficient enzymatic protein immobilization was achieved by
taking advantage of the AEP-mediated direct ligation between the
amino group and target protein with a C-terminal NGL sequence
(Fig. 1D). Thus, the target protein can be immobilized on an
amino-functionalized surface in one step.21

We tested and applied these methods to atomic force
microscopy-based single-molecule force spectroscopy. Force
spectroscopy is a powerful tool that can mechanically manipulate
a single molecule and study its corresponding conformational

changes or interactions.22–36 In the AFM-SMFS experiment of
proteins, the protein of interest (POI) is immobilized and
stretched from two points between the AFM tip and the protein-
deposited surface, revealing a wealth of information of protein
(un)folding, stability, and interactions.37–46 Thus, new methods
generating site-specific and strong protein immobilization can be
invaluable for obtaining reliable and efficient single-molecule
results.47–52 We demonstrated these two methods by immobiliz-
ing eGFP and studied its unfolding process by AFM-SMFS, both
showing ideal results.

Results and discussion

The principle and procedures of the two methods are as
follows. For heterofunctional peptide method, an amino-
functionalized glass surface was converted to azide first, which
takes about one hour (Fig. 1C). Then, heterofunctional peptide-
based crosslinker GL-peptide-Pra was added via the Copper-
catalyzed azide-alkyne cycloaddition (CuAAC) click reaction, which
takes B8 hours catalyzed by ascorbic acid. Finally, the protein with
an NGL sequence can be immobilized to the GL-coated surface via
the OaAEP1-mediate enzymatic ligation for half an hour.18,53,54

To demonstrate the applicability of this method for the
AFM-SMFS study, a characterized protein, enhanced Green

Fig. 1 Scheme of surface protein immobilization using different methods. (A) First, the surface is functionalized by maleimide using the chemical
crosslinker SMCC. Then, the target protein is immobilized via its endogenous cysteine. (B) First, the surface is functionalized by azide, and then maleimide
is added using the crosslinker DBCO-linker-Mal. Then, the GL sequence is added using a peptide Cys-ELP-GL. Finally, the protein with NGL can be
immobilized enzymatically. (C) a heterofunctional peptide with an alkyne group and a GL can be used for protein immobilization. (D) Target protein with a
C-terminal NGL is ligated to the amino-functionalized glass surface in one step by AEP, and its molecular mechanism is depicted at the bottom.
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Fluorescent Protein (eGFP), was chosen as a model protein.55

First, a seven-amino acid (aa) length peptide GL-GSGSG-Pra was
designed as the heterofunctional crosslinker, which reacted
with the N3-functionalized coverslip (Fig. 2A). Then, a fused
protein Cohesion (Coh)-eGFP-NGL containing eGFP was
designed for subsequent high-precision AFM measurement. It
was ligated to the immobilized peptide. Consequently, it can be
probed by an ELPn-GB1-Xmodule-dockerin (XDoc) function-
alized AFM tip for the protein unfolding experiment (Fig. 2A).
Here, protein domain GB1 with a known DLc of 18 nm was used
as a single-molecule fingerprint.56–58 ELP is a flexible yet
mechanically labile elastin-like polypeptides functioning as a
spacer to eliminate the non-specific interaction.59 XDoc and
Coh form a reversible [Coh:XDoc] protein–protein interaction
with a high rupture force of B500 pN for efficient single-
molecule pick-up.60

Upon stretching, the fused protein unfolded sequentially as
observed from force-extension curves (Fig. 2B). Besides the
18 nm-length unfolding peak from GB1 (colored in blue),
peak(s) from one-step (traces 1 and 2, in green) and two-step
unfolding (trace 3, in gray) of eGFP with a (summed) DLc of
B80 nm were observed. This value agrees well with the theore-
tical DLc of eGFP unfolding in which 227 aa were extended
(227 aa � 0.36 nm aa�1 �2.4 nm = 79.3 nm). Moreover, the
multiple unfolding pathways (Fig. 2C, n = 247) are similar to

previous single-molecule results of GFP.61 A long featureless
curve (81.9 � 13.8 nm, in red) appeared before the first peak,
which is from the initial extension of the mechanically labile
peptide in the protein system (the seven aa-length peptide
crosslinker plus the 145 aa-length ELPn and other 28 aa-
length peptide in the fused protein).

We chose the b domain of metallothionein (bMT), which
binds to zinc, as another model protein. As a small size protein
domain with only 37 amino acids, bMT contains 11 endogenous
cysteines (Fig. 3A).62 It has been studied by AFM-SMFS using a
non-specific immobilization method before.63,64 Thus, it serves
as an excellent example of this cysteine/maleimide-free method
for AFM measurement. A fused protein Coh-GB1-bMT-NGL was
constructed and immobilized into the system using the seven aa-
length peptide crosslinker accordingly. And the same ELPn-GB1-
XDoc functionalized AFM tip was used for probing (Fig. 3B).
Upon stretching, two GB1 unfolding peaks were observed as
expected (Fig. 3C). Moreover, peak(s) from one-step (traces 1 and
2, in orange) and two-step unfolding (traces 3 and 4, in pink) of
bMT with a (summed) DLc of B12 nm were observed (n = 205,
Fig. 3D). This value agrees with the theoretical DLc of bMT
unfolding in which 37 aa were extended. Moreover, this small
protein domain’s previously observed multiple unfolding path-
ways were detected and verified using our new method.63,64

Although the heterofunctional peptide method is one step
less, the procedure is still tedious and time-consuming. A
recent protein labeling work showed that OaAEP1(C247A) could
directly catalyze the attachment of a small molecule with a
primary amine to a protein via its C-terminal NGL sequence.21

Thus, we hypothesize that a surface covered with primary
amino may also react with properly designed target protein
catalyzed by AEP, and a much more convenient one-step
protein immobilization may be achieved.

We then pipetted 50 mL of protein mixture containing
6 mg mL�1 Coh-eGFP-NGL and 0.2 mg mL�1 AEP on an
amino-functionalized coverslip, which was incubated under
25 1C for half an hour. After washing with high-salt Tris buffer
(1 M NaCl, 100 Tris, pH = 7.4) several times, the coverslip was
used for AFM-SMFS measurement directly (Fig. 4A). As
expected, eGFP was immobilized as the characteristic eGFP
unfolding peak with DLc of B80 nm, including both one-step
and two-step unfolding pathways were observed (Fig. 4B).
Moreover, we analyzed the mechanical stability of immobilized
eGFP in this new method. The unfolding force was 93.6 � 27.1
pN (n = 78), consistent with previous experiments (Fig. 4C).
Therefore, this one-step enzymatic protein immobilization is
well-suited for AFM measurement. Moreover, with purified
proteins and amino-functionalized coverslip, this one-step
method only needs less than an hour for the whole protein
immobilization procedure and saves time.

In this work, we demonstrated the application of AEP to
efficient protein immobilization for high-precision AFM
measurement of protein mechanics. Thanks to its efficient and
site-specific ligation, several enzymes have been used for this
purpose, including sortase, sfp, haloalkane dehydrogenase, for-
myl glycine generating enzyme, etc.17,48,59,65 However, all these

Fig. 2 AFM-SMFS studies of immobilized eGFP. (A) Schemes show the
heterofunctional peptide-based GFP immobilization for AFM-SMFS
measurement. (B) Typical traces represent different unfolding pathways
of GFP: one step (traces 1 and 2) and two steps (traces 3). (C) Scatter plots
of F-DLc of the fused protein shows expected unfolding results for eGFP
and GB1. (D) The histogram of the contour length of the construct shows a
value of 82 nm.
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enzymes, including AEP, require surface functionalization with
the corresponding peptide/tag, which leads to multiple steps and
lengthy procedures. Here, we optimized the AEP-based protein
immobilization from two directions. The first strategy uses
a heterofunctional peptide-based crosslinker, connecting the
enzymatic recognition site and click reaction group in a single
molecule.44,48,65 As a result, one step is removed.

Compared to cysteine-engineered protein coupling or immo-
bilization, this method avoids disadvantages of the cysteine–
maleimide or cysteine–cysteine reaction. For example, previous
work using cysteine engineering/coupling to study GFP cannot
stretch the protein from N and C terminus, possibly due to
intramolecular disulfide bond formation. Our enzymatic
method avoids it and makes this stretching direction possible.
In addition, the previous cysteine coupling-based immobiliza-
tion method cannot prepare a suitable metallothionein sample
for single molecule studies, as there were so many endogenous
cysteines and formation of intramolecular disulfide bond
messes up the measurement.

Most importantly, we then demonstrated that AEP could
immobilize protein with a C-terminal NGL sequence on an amino-
functionalized surface in one step. This method only needs an
incubation of half an hour for the ligation as the only step, which
significantly saves time and simplifies the protein immobilization
procedure. In addition, only a C–N covalent bond forms between
the target protein and the surface as the linkage using this
method. This bond is similar to the peptide backbone of proteins
with a much higher mechanical stability compared with other
linkages such maleimide–thiol adduct (B1100 pN after hydro-
lysis) and 1,2,3-triazole (o1800 pN).19 Thus, we believe this new
method not only simplifies the enzymatic protein immobilization
but also broadens the systems that can be studied by AFM-SMFS.

Experimental material and procedure
Materials

All reagents were purchased from commercial suppliers and used
accordingly. Peptide GL-ELPn-Propargylglycine and C-ELP20-NGL
were purchased from GenScript. (3-Aminopropyl) tiethoxysilane
(APTES, Sigma-Aldrich), Imidazole-1-sulfonyl azide hydrochloride
(ImSO2N3�HCl; Abydos Scientific, China), and DBCO-(polyethy-
lene glycol)4-Mal (DBCO-PEG4-Mal; Biocone, China) were stored
and used in the dark. Vitamin C, K2CO3, and CuSO4 were from
Aladdin. Solvents, including toluene, ethanol, and DMSO were
purchased from Sinopharm Chemical Reagent Co. Ltd. Aqueous
solutions were configured with Milli-Q water (18.2 MO cm�1,
0.22 mm filter). Microporous membrane filters (0.22 and 0.45 mm)
were used for further purification (Jet Biofil, China). For the
culture of E. coli, Luria–Bertani (LB) medium and agar plates
(Sangon Biotech) were used. Plasma cleaner was used to activate
the glass surface. Protein concentrations were routinely deter-
mined by Nanodrop 2000.

Surface preparation

The glass coverslip (Sail Brand) and silicon nitride-based
MLCT-BIO-DC AFM cantilever (Bruker Corp.) were first cleaned

Fig. 3 (A) The amino acid sequence of bMT shows eleven endogenous
cysteines. (B) AFM-SMFS setup for bMT unfolding studies. (C and D)
Representative force-extension curves and scatter plots of F-DLc of fused
protein showed expected unfolding scenarios for each protein (domain).

Fig. 4 One-step immobilization of eGFP for AFM-SMFS study. (A) Scheme of AEP-mediate eGFP immobilization on the amino-functionalized glass
surface. (B) Representative force-extension curves showing different unfolding pathways of GFP: one-step (traces 1 and 2) and two-step (trace 3). (C)
Scatter plots of F-DLc of fused protein showed expected unfolding results for eGFP.
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by plasma for 10 min. Then, they were amino-silanized and
azide-functionalized according to published protocols.19 The
peptide C-ELP20-NGL was immobilized on the AFM cantilever
according to literature too.

Different from the cantilever, coverslips were modified using
the heterofunctional peptide-based crosslinker. A B30 mL
solution of GL-ELPn-Pra (mixed aqueous solution of 2 mM
GL-ELPn-Pra, 1 mM CuSO4, 100 mM Vitamin C, and 0.5 � PBS)
was sandwiched between two azide-functionalized glass cover-
slip surfaces, and incubated for 8 hours at room temperature in
the dark.

Finally, both cantilevers and coverslips were washed with
50 mL high-salt buffer (100 mM Tris, 1 M NaCl, pH 7.4), rinsed
by H2O, and then dried by N2 stream or filter paper. The ELP-
coated glass coverslips and cantilevers were immediately used
or kept at �20 1C.

AFM-SMFS experiment

A 50 mL mixed solution of 30 mM fusion protein Coh-eGFP-NGL
and 1 mM enzyme AEP was pipetted on the GL-functionalized
coverslips, and the NGL-functionalized cantilevers with ELP20

as linker were incubated with 50 mL mixed solution of 60 mM
GL-GB1-XDoc and 1 mM AEP in the measurement buffer
(100 mM Tris, 100 mM NaCl, pH 7.4). The OaAEP1-mediate
protein ligation was performed in the measurement buffer,
forming a covalent NGL linkage between the C-terminal NGL
and N-terminal GL or an amino-functionalized glass surface
(Fig. 1).

We used a Nanowizard 4 atomic force microscope to perform
the AFM-SMFS experiment. After calibration, the AFM tip was
pushed onto the surface, and the target protein was captured
through the specific [Coh:XDoc] protein-protein interaction. Then,
moving the tip up at a constant velocity (1000 nm s�1), the fused
protein was stretched and unfolded. Finally, the data was filtered
using data processing software (JPK) and analyzed by Igor Pro
6.12 (Wavemetrics).
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