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Protein secondary structure in spider silk
nanofibrils
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Nanofibrils play a pivotal role in spider silk and are responsible for many of the impressive

properties of this unique natural material. However, little is known about the internal

structure of these protein fibrils. We carry out polarized Raman and polarized Fourier-

transform infrared spectroscopies on native spider silk nanofibrils and determine the con-

centrations of six distinct protein secondary structures, including β-sheets, and two types of

helical structures, for which we also determine orientation distributions. Our advancements

in peak assignments are in full agreement with the published silk vibrational spectroscopy

literature. We further corroborate our findings with X-ray diffraction and magic-angle spin-

ning nuclear magnetic resonance experiments. Based on the latter and on polypeptide Raman

spectra, we assess the role of key amino acids in different secondary structures. For the

recluse spider we develop a highly detailed structural model, featuring seven levels of

structural hierarchy. The approaches we develop are directly applicable to other proteinac-

eous materials.
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Spider silk combines high strength and large extensibility
with low density and is one of the most appealing materials
found in nature1,2. Nanofibrils have long been suspected to

play a pivotal role within the intricate, hierarchical silk structure of
the protein fibers1,3–23. Surprisingly little, however, is still known
about these silk nanofibrils, despite increased recent attention.
Although silk nanofibrils have been observed in various silks, the
structural model of silk fibers is still under development7, with
most models suggesting the presence of non-fibrillar phases and
constituents, including an amorphous matrix phase5,11, a shell/
skin layer5,11,17, as well as glycoprotein and lipid coatings17,21.
Importantly, the prevalence of nanofibrils in silk fibers has not yet
been generally established7. Recently, we demonstrated6 that the
strong and tough ribbon silk (Fig. 1a) of the recluse spider
(Fig. 1b)8,24 entirely consists of nanofibrils parallel to the ribbon’s
main axis (Fig. 1c and inset)6. The absence of any other structural
elements in this silk showed that the mechanical properties of
spider silk are already implemented at the level of an individual
nanofibril6. Consequently, revealing the nanofibrils’ structural
makeup is arguably the most interesting question for a deeper
mechanical understanding of silk. No other way of preparing
native silk nanofibrils in pure form has been reported7, and thus,
the silk ribbons of the recluse spider provide a unique way to study
nanofibrils. Protein secondary structure is probably the aspect of
spider silk structure most challenging to determine. Experiments
studying entire spider silk fibers have suggested that they are a
semi-crystalline material, where β-sheet crystals are embedded in
an “amorphous” matrix of helices, β-turns, and random
coils1,2,5,10,25,26. However, since experiments with samples entirely
and only consisting of nanofibrils have not been carried out
before, the literature provides no concrete information about their
secondary structures. Scattering experiments with entire fibers
using X-ray, neutron, or electron sources have been used to esti-
mate that β-crystals are only a few nanometers small9,27,28, and to
study their concentrations and crystal structures27,29–31. However,
these scattering techniques have offered only very limited infor-
mation about the non-crystalline structures, and they have not
been used specifically on purely nanofibrillar samples. AFM or
electron microscopy has not been able to detect secondary
structures32, due to resolution or contrast issues21. Instead,
researchers have resorted to nuclear magnetic resonance
(NMR)33–35 and vibrational spectroscopy techniques25,36–39.

Previous MAS NMR studies of 13C-labeled spider silk33 from
Nephila clavipes have suggested that the Gly-Gly-Ala motif forms
disordered 31-helices while the poly-Ala and poly-(Gly-Ala)
regions adopt an ordered β-sheet structure. Similar studies34 on
dragline silk from Argiope aurantia specifically 13C/15N-labeled
on proline residues indicated that the Gly-Pro-Gly-X-X motif,
found only in major ampullate spidroin 2 (MaSp2), adopts an
elastin-like β-turn structure. Subsequently, further studies35 found
additional evidence for these structures as well as evidence for
some α-helical structures in the poly-Gln-Gln-Ala-Tyr regions in
the dragline silk of Latrodectus hesperus (black widow). These
conclusions were all drawn from chemical shift information
obtained from MAS NMR, either cross-polarization (CP) 1D40 or
2D 13C-13C DARR41 or INADEQUATE42 spectra or in the case of
13C/15N-labeled proline, 15N/13C HETCOR spectra43.

Protein vibrational spectroscopy focuses on certain oscillation
modes in the protein backbone. Raman spectroscopy, carried out
with monochromatic visible light, probes the polarizability of
vibrations, while FTIR is sensitive to their associated dipole
moments. For materials with inversion symmetry, Raman and IR
modes are mutually exclusive, making the two techniques com-
plementary and sensitive to the specimen’s symmetry44–46. Polar-
ized Raman (p-Raman)36,47 and polarized FTIR (p-FTIR)38,48–50

have been separately applied to investigate the secondary structures
of natural cylindrical spider silks and silkworm silks. Both the
qualification and quantification of various structural elements have
been examined. Similarly, with its high signal-to-noise ratio, syn-
chrotron FTIR (S-FTIR) was also implemented to study the protein
secondary structure in natural silk fibers37,51. However, due to the
complex structural makeup of cylindrical spider silks and quasi-
cylindrical silkworm silks, no direct spectroscopic information has
been available for pristine silk nanofibrils.

The commonly studied vibrations are particularly sensitive to
the local environment of the oscillator, and thus protein sec-
ondary structure52–55. This leads to characteristic peak shifts,
which can be used to infer the secondary structure. This has, for
instance, been observed through characteristic changes in the
spectra of the simple polypeptides polyalanine, (Ala)n, and
polyglycine, (Gly)n52,56,57, when these polypeptides were pre-
pared to feature different secondary structures. Silk proteins, in
which Ala and Gly play important roles58, have relatively rich
sequences, and feature a mixture of different secondary
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Fig. 1 Loxosceles spider, its silk, and the investigated samples. a False-colored scanning electron microscope (SEM) image of a strand of the ribbon silk of
a Loxosceles (recluse) spider, which is entirely composed of nanofibrils (n= 5 independent SEM experiments)6. b A female Chilean recluse (Loxosceles
laeta) spider. c Atomic force microscope (AFM) topography image of a Loxosceles silk ribbon (n= 9 independent AFM experiments). The white arrows
indicate the “X” and “Z” directions in the plane of the ribbon, perpendicular and parallel to the ribbon axis, respectively. Inset: nanofibrils parallel to the
ribbon axis Z are revealed at higher AFM magnifications. Color bars: 0–100 nm; inset: 0–12 nm. d, e Optical microscopy (OM) images of the FTIR (d) (n= 6
independent OM experiments) and Raman (e) (n= 4 independent OM experiments) samples. e Optical microscopy image of a location tested on the
Raman sample.
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structures. Consequently, their vibrational spectra have relatively
broad, complex bands. A commonly used approach is to carry out
peak deconvolution of these bands, in particular the amide-I/II/
III bands in the 1140–1720 cm−1 range25,36–38,47,50,55,59,60.
Positions and heights of the obtained sub-peaks are compared to
previous literature reports to determine the presence or pre-
valence of different secondary structures. There are, however,
several significant problems with this approach leading to sub-
stantial ambiguity: first, the peak positions depend on the protein
sequence, which complicates matching with results carried out on
different proteins52,61; second, there may be interference with
unrelated peaks in the same spectral region52,61; and finally, there
are conflicting interpretations of certain peaks in the
literature25,36–38.

Here, we overcome these limitations with a combination of
p-Raman and p-FTIR spectroscopy on the same type of silk to
gain a much greater wealth of vibrational data than in previous
studies of silk. Exploiting the opportunity to collect vibrational
spectra exclusively from native silk nanofibrils and using fully
oriented samples allows us not only to reveal the composition of
their secondary structures but also to determine these secondary
structures’ 3-dimensional angular orientations within the nano-
fibrils. We show that β-sheets are the dominating secondary
structure, but helical structures also play a significant role, with a
simultaneous presence of 31-helices and α-helices in spider silk.
Our findings are fully supported by magic-angle spinning nuclear
magnetic resonance spectroscopy (MAS NMR). Furthermore, we
consider a superposition of spectra from (Ala)n and (Gly)n
polypeptides, to approximate our measured silk spectra, in order
to assess the contribution of specific amino acids to the observed
silk spectra and secondary structures.

Results and discussion
We acquired p-FTIR and p-Raman spectra by orienting the inci-
dent beam normal to individual spider silk ribbons, such that its
polarization was aligned with the X or Z axes of the ribbon (see
Fig. 1 and Supplementary Figure 1). The obtained IRX and IRZ

spectra are featured in Fig. 2a/b (gray, thick lines). For the p-Raman
measurements, and additional analyzer was placed in the detection
path, initially oriented parallel to the excitation. The corresponding
RamanXX and RamanZZ spectra are shown in Fig. 2c/d. (“Cross”
polarized spectra will later be called RamanXZ/ZX, Supplementary
Figure 2.) The p-Raman and p-FTIR spectra show a significant
dependence on polarization, demonstrating strong anisotropy of
the silk samples. The goal is to understand these spectra as com-
pletely as possible by expressing them as a superposition of the
proteins’ vibration modes, each mode resulting in a peak of a well-
defined shape. Multi-peak fits to the experimental spectra (dashed
black lines in Fig. 2a–d, see details in Methods) approximate the
experimental data well; all constituting sub-peaks are shown in
thinner lines of different colors in all panels. We will link the
following six pieces of information for a coherent interpretation of
this data that is in full agreement with the available information in
the literature: polarization dependence of individual sub-peaks
from our p-Raman and p-FTIR spectra, structural and orienta-
tional information of our sample, geometric and orientational
information on specific protein vibrations, known peak positions of
polarized and unpolarized protein spectra in the literature, mea-
sured and calculated spectra of simple polypeptides consisting of
the amino acids dominating in spider silk, and MAS NMR spectra
of the same silk.

Figure 2 shows the most important spectral region,
1150–1750 cm−1, with the amide-I/II/III bands indicated, each
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Fig. 2 Polarized vibrational spectra. p-FTIR (a, b) and p-Raman (c, d) spectra measured experimentally (Exp.) of single Loxosceles spider silk ribbons (thick
gray lines) with polarizations in X and Z directions, in the plane of the ribbon. Dashed, black line: multi-peak fit; all constituting sub-peaks shown in colors.
Blue, purple, red, and yellow peaks are assigned to β-sheet, β-turn, helical, and random coil peaks, repsectively. Green peaks represent amino acid residues
with aromatic side-chain groups. Gray peaks are unassigned. The colored horizontal bars represent known peaks from the literature, with colors matching
the secondary structure assignment.
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representing well-defined vibrations of the protein backbone
(wider-range spectra provided in Supplementary Figure 3)52–54,61.
For an overview, let us first consider the amide-I band
(≈1610–1700 cm−1), which is most commonly used to determine
protein secondary structures38,47. It is mainly due to a simple
stretching vibration of the C=O bond in the protein backbone (see
Fig. 3a)52,54,61. In agreement with the literature38,50, the IRX/Z

amide-I peaks feature two sub-peaks generally attributed to β-sheets
(1633 cm−1 and 1699 cm−1, indicated in light blue) and one sub-
peak at 1654 cm−1. In the literature, the latter peak is attributed to
“amorphous” structures, which does not only include truly random
coil structures, but also helices. Apparently, the two types of sec-
ondary structure do not give rise to distinct peaks; in accordance
with our coloring scheme used below, this peak is shown in yellow/
red dash. The RamanXX/ZZ amide-I band needs 5 sub-peaks25,36,47,
generally attributed to random coil (yellow, 1640 cm−1), helical
(red, 1658 cm−1), and β-sheet (blue, 1671 cm−1) structures, in
agreement with the literature. The understanding of the Raman
sub-peaks at 1684 cm−1 and 1698 cm−1 (violet) is less established47;
they have been suggested to represent type-III and type-I β-turns,
respectively25,47,59. Most notably, this initial analysis of our spectra
in the amide-I range already establishes that the spider silk nano-
fibrils contain β-sheets and helices. Moving to lower frequencies, the
IRX/Z amide-II band (≈1500–1570 cm−1) can be fitted well by two
peaks at 1517 cm−1 and 1545 cm−1, colored blue (β-sheet) and
yellow–red (amorphous) in Fig. 2a/b, respectively. Interestingly,
amide-II IR peaks of silk have only rarely been discussed in the
literature49,50. The commonly accepted vibration mode associated
with the amide-II peak is shown in Fig. 3a/b/d, essentially a stretch
of the bond between the carbonyl carbon (gray) and the nitrogen
(green) atoms of the protein backbone, also causing a lateral motion
of the hydrogen atom (blue) attached to the N52,54,61. While the
amide-II band is rarely observed in Raman52,61, our RamanXX/ZZ
spectra feature three peaks in a similar spectral region (1556 cm−1,
1581 cm−1, and 1608 cm−1, in green). However, they are due to
aromatic side chains47,52,62 and will not be further considered here
(see Supplementary Section 4). The amide-II vibrational modes are
only IR active and therefore odd parity (antisymmetric under
inversion). The amide-III band is by far the most complicated one
and has only rarely been used for structure determination via
vibrational spectroscopy of spider silk37. The associated spectral
band (≈1250–1350 cm−1) is feature-rich, so only few have
attempted peak deconvolution and assignment, while others have
considered it hopeless54. As shown in Fig. 3, the vibrational modes
giving rise to this frequency band vary significantly for the different
secondary structures. In β-sheets (Fig. 3a) and α-helices (Fig. 3d), it
involves an N–H in-plane bending, involving neighboring C atoms.
For the (Gly)n-II 31-helix (Fig. 3b), the two Cα–H-bonds make an
in-phase (“wag”) or out-of-phase (“twist”) bend normal to the
H–Cα–H plane. Our amide-III deconvolution is based on 6 peaks
for both IR and Raman spectra. We use a consistent coloring
scheme for sub-peaks — blue: β-sheets, red: helices, violet: β-turns,
yellow: random coil, green: side chains, gray: unassigned. For peaks
showing the same position for two secondary structures, we use
dashed lines with alternating colors of the two structures.

The analysis presented so far is in line with the state of the art
in vibrational spectroscopy of silk. However, using the polariza-
tion information, we can perform a significantly deeper analysis.
The way our IR data is displayed in Fig. 2, the IRX and IRZ pair
would exhibit mirror symmetry with respect to the vertical axis in
the absence of polarization anisotropy. The same applies to the
RamanXX/ZZ pair. Our spectra, however, are evidently highly
anisotropic. For instance, the 1633 cm−1 β-sheet component of
the IR amide-I band is much more pronounced in the X direction
than in the Z direction. Hence, the dipoles of the C=O bonds

associated with this peak feature an average orientation pre-
ference in X over Z; the 1671 cm−1 amide-I β-sheet component of
the p-Raman data shows a corresponding orientation preference.
To obtain more information about the 3-dimensional orientation
of the protein structures, we also collected RamanYY/ZZ spectra on
ribbons rotated axially by 90°, such that the laser polarizations
were parallel to the ribbons’ Y or Z directions (see Supplementary
Figure 2). Notably, the RamanYY spectra were very similar to
RamanXX, indicating that the protein secondary structures
essentially feature local rotational symmetry around the Z axis —
the axis of both the ribbon-shaped fiber and the constituting
nanofibrils. Consequently, the C=O bonds are primarily oriented
normally to the fiber axis based on amide-I analysis of RamanXX/
YY/ZZ spectra. In contrast, the 1640 cm−1 p-Raman amide-I peak,
generally associated with random coil structures, featured similar
strength in X, Y, and Z polarizations. Any other finding would
have been surprising, since a random coil organization cannot
give rise to polarization preference. For the 1671 cm−1 amide-I β-
sheet peak, in contrast, the observation of polarization anisotropy
is sensible, since β-sheet crystals are highly organized structures,
where bonds have well-defined orientations; C=O bonds are
parallel, at a right angle with the axis of the protein backbone,
which is also defined as the axis of the β-sheet. Correspondingly,
our spectra show that the β-sheets are oriented predominantly
parallel to the fiber axis. Hence, our orientational analysis of the
amide-I data confirms the commonly used assignments and is
fully consistent. As shown in the following, applying our method
across all measured spectra has allowed us to make structural
assignments not known in the previous literature and clarify
some controversially discussed cases. For quantitative analysis of
the X/Z polarization anisotropy, we calculated PZX ¼ Zj j� Xj j

Zj jþ Xj j for
each peak, where |X | and |Z | are the peak heights in the two
polarizations. This metric has the advantage over a previous
approach50 that it is symmetric in X and Z, and |PZX | is the
degree of orientation. It is PZX= 1 for perfect alignment in Z
direction, PZX=−1 for perfect alignment in X direction, PZX= 0
when there is no polarization preference in X or Z directions, and
PZX ∈ (−1,1) for partial polarization. The results in Fig. 4a
represent PZX values for IR peaks with circles; values for Raman
peaks are shown as crosses with error bars (see details in Sup-
plementary Section 5).

Notably, both the 1671 cm−1 Raman and 1633 cm−1 IR peaks
feature PZX values of ≈−0.6. This is fully consistent with our
assignment that both peaks represent β-sheets vibrating in the
same basic mode (amide-I). For β-sheets aligned perfectly with
the fiber axis with all C=O bonds oriented fully perpendicular to
the β-sheet axis, PZX=−1 would be expected. The most likely
explanation for the lower degree in polarization anisotropy is that
not all β-sheets are oriented perfectly with the Z axis (see Fig. 4b).
To estimate the degree of angular misalignment, we assumed that
the angles of sheets with the Z axis are distributed Gaussian (see
Fig. 4c) and calculated the corresponding polarization anisotropy
(details described in Supplementary Section 6). We found that
PZX=−0.6 is obtained when the angular distribution is centered
around the Z axis (0°) with a spread of ±34.1°. This method
generally allows us to characterize the degree of orientation of
protein secondary structures via vibrational spectroscopy.

The amide-I IR peak at 1699 cm−1 is less commonly
discussed48,50,55,60, but is usually also assigned to β-sheets; sur-
prisingly, it features opposite orientation (PZX ≈+0.6). Essentially,
the amide-I peak observed in Raman at 1671 cm−1 appears as two
peaks at 1633 cm−1 and 1699 cm−1 in the IR spectra due to
transition dipole coupling (TDC) with C=O groups in adjacent
peptide strands52,58,63,64. This leads to two variants of the same
amide-I mode in IR with opposite polarizations (see
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Supplementary Section 7)52,63. Importantly, |PZX | ≈ 0.6 con-
sistently for all three major amide-I β-sheet peaks in Raman
and IR.

Orientational analysis of the helical peaks is complicated by the
fact that two types of helices have been suggested to be present in
spider silk33,34,37,38,65,66. NMR analysis has shown strong evidence
for the presence of 31-helices33,34,65, while other studies have
concluded a significant α-helical content37,38. Interestingly, the
orientation of bonds in the two types of helices is so different (see
Fig. 3b/d) that very different angular response patterns in vibra-
tional spectroscopy can be expected. For 31-helices, the C=O bonds
chiefly responsible for the amide-I peak are oriented nearly per-
pendicular to the helix axis, from which they are pointing away
approximately radially (Fig. 3c). For α-helices, in contrast, the C=O
bonds make a significantly smaller angle with the helix axis,
resulting in a significant dipole component parallel to the helix axis
(Fig. 3d). We fully confirmed this qualitative assessment by cal-
culating PZX of the amide-I mode for α- and 31-helices perfectly

oriented in Z direction using published coordinates of helical spider
silk sequences, yielding +0.708 and −0.733, respectively (details in
Supplementary Section 8). Indeed, the two helix types feature
opposite polarization preference. Interestingly, both the helical
amide-I Raman peak at 1658 cm−1 and the amorphous amide-I IR
peak at 1654 cm−1 (featuring contributions from helices and ran-
dom coil) show no significant orientation preference, PZX ≈ 0,
which might easily be interpreted to the effect that helices in spider
nanofibrils are randomly oriented. However, since α- and 31-helices
show opposite polarization preference, an alternate scenario lead-
ing to PZX ≈ 0 is a mixture of oriented α- and 31-helices. Con-
sidering the amide-I peak alone, the two scenarios cannot be
distinguished. A resolution can be found by considering the amide-
III band featuring three vibrational peaks also commonly asso-
ciated with helices—the IR peak at 1265 cm−1 and the Raman
peaks at 1266 cm−1 and 1241 cm−1—as well as another helical
Raman peak at 1416 cm−1. Interestingly, all four peaks uniformly
feature PZX ≈ 0.4, a significant polarization in Z direction. This

Fig. 4 Orientational characteristics. a PZX-values calculated for each FTIR (circles) and Raman (crosses) peak. Color assignments between each color on
the peaks and corresponding protein structure are same as Fig. 2. Vertical gradient bands indicate the postion of FTIR (upper half) and Raman (lower half)
peaks in corresponding colors, respectively. The horizontal yellow, red, and blue dashed lines are located at PZX= 0, 0.4, and ±0.6, respectively. The IR and
Raman data points are arithmetic mean values. Vertical error bars on IR data points are derived by minimizing mean squared error (MSE) and error
propagating method. Vertical error bars on Raman data points are standard deviations of PZX values calculated from repeated noisy fitting processes
(number of fittings, nF= 15) (see details in Supplementary Section 5). Treating β-sheet (≈44%) and amorphous (≈56%) fractions separately for the
1366 cm−1 and 1450 cm−1 peaks leads to split PZX values, one for each fraction, indicated by arrows and dotted circles. b A β-sheet nanocrystal model
featuring an angle between its internal symmetry axis Z’ and the Z axis of the ribbon (the axis of the nanofibrils). c When PZX= 0.6, the orientation
distribution of β-sheets within the nanofibrils features a normal distribution with a half width at half maximum (HWHM) of 34.1°.
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observation implies oriented helices, and thus, the PZX ≈ 0 obser-
vation for the vibrational amide-I peaks can only be explained by a
coexistence of both helix types, which has not previously been
reported or suggested for spider silks.

We further calculated PZX for the amide-III mode of α- and 31-
helices oriented in Z direction and found −0.528 and +0.894,
respectively (see Supplementary Section 8). While our results did
not allow us to determine the exact volume fraction and degree of
orientation for both helix types independently, a roughly equal
mix of α- and 31-helices that are significantly oriented in Z
direction is in agreement with both PX/Z ≈ 0 for amide-I
(0.708−0.733=−0.025) and PX/Z ≈ 0.4 for amide-III
(−0.528+ 0.894= 0.366); we consider this the most likely sce-
nario (see Supplementary Section 8).

We further carried out 13C magic-angle spinning nuclear
magnetic resonance (MAS NMR) spectroscopy of recluse silk in
addition to vibrational spectroscopy, to further analyze its protein
secondary structures. Figure 5a shows direct-polarized (purple)
and cross-polarized (teal) MAS NMR spectra. Peak assignments
were made for the amino acids dominating in spider silks, alanine
(Ala) and glycine (Gly) according to previous reports, as detailed
in Table 11,2,5,58. Accordingly, resolved peaks for the α-carbons of
Ala at 48.9 ppm are well in the range that has previously been
associated with β-sheets. The Cα-peak of Gly was found at
42.7 ppm, close to what has previously been shown for 31-
helices33,66–68. The Cα-Ala also had a shoulder at 53.3 ppm, close
to what would be expected (52.3–52.8 ppm) for α-helical struc-
tures. The Ala-Cβ main peak at 20.4 ppm agrees very well with the

13C shifts observed in β-sheet structures, while its shoulder at
16.7 ppm would be typical for random coils. The CO peak at
172.5 ppm, which probably arises from both Ala and Gly residues,
falls in the range of both Ala β-sheets and Gly-31-helices. The CO
shoulder at 169.5 ppm is outside the typical range of Ala carbonyl
shifts and therefore can be attributed to Gly, as it is a typical shift
for a Gly in a β-sheet. Thus, the MAS NMR experiment fully
supports our findings from vibrational spectroscopy that the
spider silk nanofibrils contain β-sheets, α-helices, 31-helices, and
random coil structural features. After determining the presence of
the different secondary structures and their orientations, we
determined their volumetric percentages. We first calculated the
corresponding peak area ratios within amide-I FTIR and Raman
bands, as commonly done in the literature, and obtained β-sheet
fractions of 41 ± 5% (Supplementary Figure 6 in Supplementary
Section 10) and (44.0 ± 4.7)% (Supplementary Figure 7 in Sup-
plementary Section 11), respectively, which is fully in line with
our X-ray analysis of this silk, yielding 43% (see Supplementary
Figure 5 in Supplementary Section 9). This makes β-crystals the
dominating protein secondary structure within Loxosceles silk
nanofibrils. To the best of our knowledge, 44% is the highest
degree of crystallinity observed in spider silk, so far. Previous
observations of lower degrees of crystallinity in spider silks might
have been caused by the presence of other, non-fibrillar structural
elements, like the fiber coating. According to our findings, pris-
tine silk nanofibrils feature a particularly high crystallinity of 44%.

To determine the composition of the remaining secondary
structures, we first analyzed the other amide-I Raman sub-peaks
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Fig. 5 Silk nuclear magnetic resonance (NMR) results and polypeptide spectral superposition. a Comparison of cross-polarized (teal) and direct-
polarization (purple) 13C MAS NMR spectra of Loxosceles dragline silk. Typical peak positions for Ala and Gly residues for different secondary structures in
dashed lines, with blue, orange, pink, and yellow colors representing β-sheet, 31-helix, α-helix, and random coil. Peak assignments based on comparisons to
previously published data on silk are given in Table 1. b Comparison of pseudo-unpolarized Raman spectra from purely nanofibrillar spider silk (black line)
and model polypeptides (colored solid lines69,71, blue: β-(Ala)n, green: β-(Gly)n, orange: 31-helix, pink: α-helix). The blue dashed line fits the silk spectrum
with a linear combination of polypeptide spectra.

Table 1 Comparison of observed 13C shifts and known values for amino acids in a given secondary structure.

Amino acid Peak Recluse silk [ppm] Literature assignmenta Range [ppm]a

Ala Cα main peak 48.9 β-sheet 48.2–49.3
Ala Cα shoulder 53.3 α-helix 52.3–52.8
Ala Cβ main peak 20.4 β-sheet 19.9–20.7
Ala Cβ shoulder 16.7 Random-coil 15.7–17.1
Ala COb 172.5 β-sheet 171.6–172.4
Gly Cα 42.7 31-helix 41.4–42.5
Gly COb 172.5 31-helix 171.2–173.1
Gly CO shoulder 169.5 β-sheet 168.4–169.7

aObtained from refs. 33,66–68.
bUnresolved between Ala and Gly.
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and found 22.1% for type-III β-turns, 8.9% for type-I β-turns,
15.9% for helical structures, and 9.1% random coil. Based on our
previous PZX analysis, α- and 31-helices are present in approxi-
mately equal amounts, thus represent ≈8%, each of the nanofibril
secondary structure.

For a deeper understanding of the origins of the vibrational
peaks in silk nanofibrils, we further considered previously pub-
lished vibrational spectra of simple polypeptides made from the
amino acids dominating in spider silks, Ala and Gly1,2,5,58. Poly-
alanine (Ala)n can assume purely α-helical52,69,70 or purely β-
sheet52,56 confirmations, featuring distinctly different Raman
spectra, as shown in Fig. 5b in pink and light blue colors, respec-
tively. Similarly, polyglycine (Gly)n, exists as a purely β-crystalline
material (“polyglycine-I”52,57) and as a material entirely made of
31-helices (“polyglycine-II”57,71,72). For simplicity, we refer to the
spectra of these materials as “β-(Gly)n” and “31-(Gly)n”, shown in
green and orange colors in Fig. 5b, respectively. For direct com-
parison with these spectra, we calculated a pseudo-unpolarized
Raman spectrum from our polarized spider silk nanofibril spectra
(for details see Supplementary Section 11) shown in black in
Fig. 5b. All spectra in Fig. 5b feature not only different peak
positions, but an entirely different general shape. Nevertheless, we
used a least-squares method to fit our nanofibrillar silk spectrum as
a mixture of the four polypeptide spectra (all curves normalized for
the identical area) and obtained Fit= 0.05·α-(Ala)n+ 0.44·β-
(Ala)n+ 0.36·β-(Gly)n+ 0.15·31-(Gly)n, shown as a dashed, blue
line in Fig. 5b; the polypeptide spectra are scaled according to their
contributions to the fit. The fit is surprisingly good, given how
much simpler the (Ala)n and (Gly)n polypeptides are compared to
the intricate silk protein with its complicated sequence58,73–75. The
only major discrepancy is in the spectral region 1550–1650 cm−1;
however, the peaks in this region are known to be due to side
chains of aromatic amino acids rather the protein backbone47,52,62,
and thus could not possibly be present in (Ala)n and (Gly)n spectra.
The more subtle discrepancy at 1450 cm−1 has likely the same
origin52; other minor deviations are in the 1300–1420 cm−1 region
(see additional information in Supplementary Section 12). Tables
comparing peak positions of our data and these (Ala)n and (Gly)n
spectra can be found in Supplementary Section 14/15.

Quantitative composition analysis based on the fit coefficients
shown above is not expected to be precise, for several reasons.
The differences between the sequences of silk vs. the polypeptides
are very significant, and the overall spectral intensities of the
polypeptides are not calibrated with respect to the amount of
material probed; moreover, random coil structures and β-turns
are not represented in this approach. Nevertheless, the obtained
coefficients show that the fit is strongly dominated by β-sheet
contributions from (Ala)n and (Gly)n, with 31-(Gly)n and α-
(Ala)n playing minor roles. These findings are well aligned with
our vibrational and NMR spectroscopy results. Moreover, the
polypeptide spectra provide us with some hints about which
amino acids play an important role in the observed secondary
structures. According to our fits, β-sheets are dominated by Ala
compounds with contributions from Gly; α-helices are dominated
by Ala, and 31-helices are mainly Gly. These findings fully sup-
port what we concluded from our NMR results.

We propose that polarized vibrational spectroscopy provides
great opportunities to further our understanding of silk beyond
the significant discoveries discussed above, which is encouraged
by the fact that our data and analysis show a high level of con-
sistency. For instance, Raman and FTIR analysis of the amide-I
band yielded almost exactly the same fraction of β-sheets.
Moreover, almost all peaks associated with β-sheets had PZX
values ≈ ±0.6, whereas all amide-III peaks associated with helical
structures featured PZX ≈ 0.4; random-coil structures, on the other
hand, mostly featured PZX ≈ 0, exactly as expected (see Fig. 4).

There is potential for further exploration of the vibrational peaks
in the spectral region between amide-III and amide-II and their
orientational preference. The 1366 cm−1 and 1450 cm−1 IR
peaks, for instance, have been suggested to feature both β-sheet
and amorphous contributions. Consistently, with these assign-
ments, they feature PZX values between 0 and 0.6. Understanding
these PZX values as a superposition of 44% β-sheet and 56%
amorphous structures, we solved for the PZX values of these two
fractions and obtained values close to 0 and 0.6, respectively, as
expected (see Fig. 4a). Furthermore, a more detailed analysis of
the assigned sub-peaks in the amide-III band revealed relatively
consistent β-sheet vs. helix compositions ratios of 2–3, in agree-
ment with the amide-I Raman analysis (see Supplementary Sec-
tion 13). The amide-III region also has some currently unassigned
peaks, and finally, the strong polarization preference of the peaks
due to aromatic side chains (green in Fig. 4) may hold oppor-
tunities to learn about their spatial orientation in nanofibrils.

Reaching far beyond the investigation of silk, our procedure
and several of our findings will be applicable for many protein/
peptide-based materials. As we demonstrated, the combination of
p-Raman and p-FTIR spectroscopies with a calculation of the
polarization behavior of different secondary structures can pro-
vide significant insights into protein structure, even when the
material has already been studied exhaustively with standard
Raman or FTIR. The discoveries included the determination of
volume fractions and orientations of protein secondary struc-
tures, and notably, also several previously unknown assignments
for peaks in the amide-I/II/III regions, which can be powerful
when distinguishing ambiguous secondary structures: (1) the
Raman peak at 1658 cm−1 had previously been assigned to be due
to 31-helices25, without significant α-helical component47. Our
polarization analysis showed that this peak contains contributions
from both 31-helices and α-helices; (2) we discovered that the
Raman peak at 1241 cm−1 is due to a mixture of both β-sheet and
helical structures, which had not been suggested previously. Such
peak assignments are particularly important, because they are
universally valid for protein-based materials and can be readily
applied—even for spectra taken with standard vibrational spec-
troscopy. Another concept we have introduced is the idea of
superimposing entire spectra of simple polypeptides to explain
protein spectra. While prior work had taken into account indi-
vidual peak positions of polypeptides, we considered linear
combinations of entire polypeptide spectra. This removed several
ambiguities regarding peak assignments, especially in spectrally
populated regions where accidental peak agreement is possible. In
particular, this approach also allowed us to specify which amino
acids contribute significantly to certain secondary structures,
which was previously not straightforward using vibrational
spectroscopy. Finally, our generally viable approach will also open
the door to better computational approaches, since spectra of
relatively simple, periodic polypeptides can be calculated more
easily than spectra of complex proteins. In this sense, our method
can also bring experimental and modeling approaches to vibra-
tional protein spectroscopy closely together.

We summarize our findings as follows. Using both polarized
FTIR and polarized Raman spectroscopy, we revealed the vibra-
tional spectra of purely nanofibrillar, native spider silk. By care-
fully analyzing the positions, ratios, and polarization preferences
of a series of sub-peaks, we concluded that about ≈44% of the
nanofibril volume is crystalline β-sheets with a preferential
orientation parallel to the fibril axis; the sheets were not perfectly
oriented, with alignment angles spreading about ±35°. This is a
higher concentration of β-crystals than previous characterizations
of entire silk fibers indicated, which may be due to non-fibrillar
phases in other silks. We also revealed that spider silk contains
two kinds of helical secondary structures, α-helices, and
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31-helices, both featuring an orientation preference parallel to the
fiber axis. These findings were in full agreement with our MAS
NMR data. Finally, we were able to approximate our measured
silk spectra by a superposition of polypeptide spectra taken
exclusively from the amino acids dominating spider silk, Ala and
Gly. This hints that the vibrational spectra of the complicated silk
proteins can be understood in terms of much simpler peptide
structures, providing promising avenues to explore quantitative
modeling efforts based on first principles. The polypeptide fitting
approach, and our NMR MAS data indicated that Ala dominates
α-helices and plays the main role in β-sheets; Gly dominates 31-
helices and plays an important role in β-sheets. Our approaches
have great potential to improve the understanding of the sec-
ondary structures and orientations of other proteins and protein-
based materials, and to further our understanding of their
vibrational spectra.

Based on this summary and on our previous works6,24, we
propose a detailed structural model of Loxosceles silk in Fig. 6,
featuring 7 levels of hierarchy. The recluse spider makes a cob-
web construction for its silk ribbons (Fig. 6a), where a looped
metastructure can be found on a single silk strand (Fig. 6b). This
6–8 μm wide, ≈50 nm thick ribbon silk (Fig. 6c) is entirely

composed of 20 nm thin nanofibrils (Fig. 6d)6. These silk nano-
fibrils are mostly composed of β-sheets, with additional con-
tributions from 31- and α-helices and random coil (Fig. 6e–f).
This model is more complete than other spider silk models in the
literature, in which the fraction of nanofibrils and potentially
other structural components (Fig. 6d) has not yet been deter-
mined, and for which the secondary structure (Fig. 6e, f) has not
yet been revealed with this degree of accuracy. Our work provides
composition estimates for six different protein secondary struc-
tures in the nanofibrils: β-sheets, type-I β-turns, type-III β-turns,
31-helices, α-helices, and random coil. In combination with
available mechanical property data for this silk6,8,24, this wealth of
structural data will provide great opportunities to develop more
rigorous structure–property relationships of spiders silk, which
will ultimately guide the development of high-performance syn-
thetic fibers inspired by spider silk.

Methods
Sample preparation. For silk harvesting, adult Loxosceles laeta spiders were first
anesthetized with CO2 and then restrained. For FTIR measurements, silk strands
were reeled in 3–5 turns over a 1 mm diameter aperture in a rectangular aluminum
substrate at a steady rate of ≈1 cm/s (Fig. 1d). This gave rise to fiber separations
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large enough to enable single-strand IR probing. For the Raman samples, strands of
Loxosceles MA silk collected from the cotton strip inside the capsule were carefully
deposited on a TEM grid (Ted Pella, 90 μm hole width) to prevent any excessive
tension applied to the silk ribbons. The TEM grid also improved the stability of
freely suspended silk strands. Locations where the silk ribbon was suspended flat
over the hole were chosen to be examined (Fig. 1e).

Fourier-transform infrared (FTIR) spectroscopy. To carry out the single-strand
FTIR measurement, a Bruker 80 v FTIR vacuum spectrometer was coupled to a
Spectratech optical microscope with a confocal Schwarzschild objective of
numerical aperture 0.58. The whole microscope was encased in a chamber filled
with ≈10 psi of compressed air. This compressed air had been scrubbed of CO2 and
H2O by our Parker Balston gas purge in order to eliminate the CO2 and H2O
absorption lines in the mid-infrared spectral range. Data was taken with confocal
rectangular 0.25 mm × 3mm apertures. With a ×15 magnification, this equates to a
≈16 µm × 200 µm spot at the focus of the object. This aperture size was chosen to
maximize the area of the single-strand in the field of view. It was natural to
elongate the apertures along the length of the strand while reducing the width,
which further allowed us to get sufficient signal-to-noise while maintaining single-
strand precision.

We used a water-cooled, high temperature blackbody (globar) as the infrared
(IR) light source (Supplementary Fig. 1). A polarizer consisting of a wire grid on
KRS-5 substrate (Optometrics) was placed in the path of the incident beam. The
infrared light was polarized parallel and perpendicular to the long axis of the silk
strand by manually rotating the polarizer. Data was taken between 1000 cm−1 and
4000 cm−1 with a 4 cm−1 spectral resolution using a KBr beamsplitter and a liquid
nitrogen cooled mercury-cadmium-telluride (MCT) photodetector. Moveable
sample and detector stages were designed and implemented for optimized
precision transmission measurements.

The infrared transmission data through the spider silk sample was normalized
relative to the transmission through an aperture of the same size as that used for
the silk. A frequency dependent background exists in the transmission spectrum,
which likely occurs as a result of frequency dependent diffraction, reflectance and
scattering due to the geometry of the spider silk fiber used for transmission
measurements. This background was removed using the following procedure. We
initially excluded the spectral range of infrared vibrational modes and used a
polynomial to fit the remaining featureless spectrum which was mainly attributed
to transmission background. We then subtracted this polynomial fit from the raw
transmission data to obtain a background-free transmission spectrum. Then, the
transmission spectrum was converted to an absorbance spectrum via the Beer-
Lambert Law: A ¼ �log I

I0
, where I0 is the intensity of the beam transmitted

through the reference aperture (i.e., free space), and I is the intensity of the beam
transmitted through only the silk strand.

Raman spectroscopy. Raman spectra were collected using a Renishaw inVia
Raman Microscope/Spectrometer system. An internally polarized green laser line
(Laser Physics Inc., West Jordan, UT) with a wavelength of 514 nm was used to
excite the sample. All measurements were done with a Leica ×100 objective
(0.90 N.A.). For the 500–4000 cm−1 measurement, an exposure time of 60 s was
used. For the 1150–1750 cm−1 measurements, we increased the exposure time to
900 seconds to reduce noise. To optimize the mechanical stability, we used a 3-axis
micro-manipulator (Siskiyou Corporation, Grants Pass, OR) to hold our sample. In
order to obtain the p-Raman spectra, a film linear polarizer (Thorlabs) was used as
the analyzer and positioned either parallel or perpendicular to the polarization
direction of the incident laser beam. The orientation of the sample was changed
accordingly for different polarization configurations. A linear background was
subtracted for some of the spectra when needed.

A simplified scheme showing the Raman and FTIR setup is featured in
Supplementary Fig. 1. The linear polarization directions are either parallel (“Z”) or
perpendicular (“X”) to the ribbon axial direction, which is also the nanofibril
direction. For the Raman measurements, an analyzer was used before the detector
to select scattered light with different polarizations.

Amide band deconvolution. For curve-fitting of Raman spectra, peaks with mixed
Gaussian/Lorentzian characteristics were used25,76, with the following four fit
parameters for each peak: peak position, peak height, full width at half maximum
(FWHM), and the percentage of Lorentzian character. Following common litera-
ture, five peaks25 were used to fit the amide-I band, three peaks47 for the amide-III
band, and other peaks at positions previously suggested47,77 for the remaining
range. For the initial peak positions and FWHMs of the fitting process for each
peak we used data from the literature25,47,77. The initial degree of Lorentzian
character was randomly chosen for each peak, and the initial peak magnitudes were
estimated based on the overall spectral intensity. Furthermore, the peak position,
FWHM, and percentage of Lorentzian character were confined to be identical for
the same peak across different Raman spectra. Finally, the least-square method was
used for the fitting; the fitting process was carried out using MATLAB.

In order to test the robustness and stability of our decomposition method, we
introduced uniformly distributed errors to the initial fitting parameters of each peak.

Multiple fitting processes (nF= 15) were performed for the Raman spectra. The
maximum variations of the randomly generated errors for the peak position,
FWHM, peak magnitude, and Lorentzian content were limited to ±5 cm−1, ±5 cm−1,
10%, and 0%–100%, respectively. The fitting results showed a high level of stability,
suggesting that our fits are very good approximations of the experimental spectra.

For the FTIR spectra, the same general strategy was followed, using
Kramers–Kronig consistent Lorentz oscillators in the dielectric function for fitting
the experimental transmission data. The fits were done using W-VASE software
from J.A. Woollam, Inc. The transmission due to individual oscillators was then
converted to absorbance. To estimate the uncertainty in the fitted peaks, we
performed constrained fits of the amplitude and bandwidth of the oscillators. Based
on our error bounds and agreement with previously referenced peak positions, we
have high confidence in the uniqueness of our fits (see Supplementary Section 5).

NMR. For NMR experiments, ~40 mg of silk collected from both male and female
Loxosceles laeta spiders were packed into a 4 mm zirconia rotor (Bruker). MAS
NMR experiments were performed on a 17.6 T (750MHz) Avance I wide bore
(Bruker, Billerica, MA) spectrometer using a Bruker BL4 HXY 4mm MAS probe
(tunable to 1H-13C-15N). Spinning was regulated at 12.5 kHz using a Bruker MAS
II pneumatic MAS controller. All experiments were performed with a variable
temperature set to 25 °C with a Bruker BVT-3000 temperature controller. 13C
experiments employed either direct-polarization (DP) or ramped cross-
polarization (CP)78. All experiments employed SPINAL-64 1H decoupling79 dur-
ing acquisition, with a nutation frequency of ≈63 kHz. Recycle delays were 1.5 and
10 s for CP and DP 13C spectra, respectively. The contact time for the CP
experiment was 2 ms. Spectra were externally referenced to adamantane, assuming
the downfield peak at 38.48 ppm80. NMR spectra were processed with 50 Hz
apodization and zero filled prior to Fourier transformation.

Collection of published model polypeptides spectra. To digitize the polarized or
unpolarized IR and Raman spectra of several model polypeptides published before,
we first cleaned up the collected figures with G.I.M.P. (https://www.gimp.org/).
This step usually involved changing the figure to gray scale, cropping out unwanted
portions, and removing the noisy background and unnecessary legends. Then we
used Engauge Digitizer (http://markummitchell.github.io/engauge-digitizer/) to
translate the graphical curve to digital data points.

Reporting summary. Further information on research design is available in the Nature
Research Reporting Summary linked to this article.

Data availability
The IR, Raman, NMR, and XRD data generated in this study and the codes used for data
analysis have been deposited in the Harvard Dataverse under accession code (dataset
persistent ID) https://doi.org/10.7910/DVN/GMEEYL81. Data are also available from the
corresponding author upon request.

Received: 8 October 2021; Accepted: 1 July 2022;

References
1. Vollrath, F. & Knight, D. P. Liquid crystalline spinning of spider silk. Nature

410, 541–548 (2001).
2. Gosline, J., Guerette, P., Ortlepp, C. & Savage, K. The mechanical design of

spider silks: from fibroin sequence to mechanical function. J. Exp. Biol. 202,
3295–3303 (1999).

3. Agnarsson, I., Kuntner, M. & Blackledge, T. A. Bioprospecting finds the
toughest biological material: extraordinary silk from a giant riverine orb
spider. PLoS ONE 5, e11234 (2010).

4. Omenetto, F. G. & Kaplan, D. L. New opportunities for an ancient material.
Science 329, 528–531 (2010).

5. Eisoldt, L., Smith, A. & Scheibel, T. Decoding the secrets of spider silk. Mater.
Today 14, 80–86 (2011).

6. Wang, Q. & Schniepp, H. C. Strength of recluse spider’s silk originates from
nanofibrils. ACS Macro Lett. 7, 1364–1370 (2018).

7. Wang, Q. & Schniepp, H. C. Nanofibrils as building blocks of silk fibers:
critical review of the experimental evidence. JOM 71, 1248–1263 (2019).

8. Schniepp, H. C., Koebley, S. R. & Vollrath, F. Brown recluse spider’s nanometer
scale ribbons of stiff extensible silk. Adv. Mater. 25, 7028–7032 (2013).

9. Du, N. et al. Design of superior spider silk: from nanostructure to mechanical
properties. Biophys. J. 91, 4528–4535 (2006).

10. Du, N., Yang, Z., Liu, X. Y., Li, Y. & Xu, H. Y. Structural origin of the strain-
hardening of spider silk. Adv. Funct. Mater. 21, 772–778 (2011).

ARTICLE NATURE COMMUNICATIONS | https://doi.org/10.1038/s41467-022-31883-3

10 NATURE COMMUNICATIONS |         (2022) 13:4329 | https://doi.org/10.1038/s41467-022-31883-3 | www.nature.com/naturecommunications

https://www.gimp.org/
http://markummitchell.github.io/engauge-digitizer/
https://doi.org/10.7910/DVN/GMEEYL
www.nature.com/naturecommunications


11. Su, I. & Buehler, M. J. Nanomechanics of silk: the fundamentals of a strong,
tough and versatile material. Nanotechnology 27, 302001 (2016).

12. Ling, S., Kaplan, D. L. & Buehler, M. J. Nanofibrils in nature and materials
engineering. Nat. Rev. Mater. 3, 18016 (2018).

13. Frische, Maunsbach & Vollrath Elongate cavities and skin-core structure in
nephila spider silk observed by electron microscopy. J. Microsc. 189, 64–70
(1998).

14. Gould, S. A. C., Tran, K. T., Spagna, J. C., Moore, A. M. F. & Shulman, J. B.
Short and long range order of the morphology of silk from latrodectus
hesperus (black widow) as characterized by atomic force microscopy. Int. J.
Biol. Macromol. 24, 151–157 (1999).

15. Putthanarat, S., Stribeck, N., Fossey, S. A., Eby, R. K. & Adams, W. W.
Investigation of the nanofibrils of silk fibers. Polymer 41, 7735–7747 (2000).

16. Poza, P., Pérez-Rigueiro, J., Elices, M. & LLorca, J. Fractographic analysis of
silkworm and spider silk. Eng. Fract. Mech. 69, 1035–1048 (2002).

17. Augsten, K., Mühlig, P. & Herrmann, C. Glycoproteins and skin-core
structure in nephila clavipes spider silk observed by light and electron
microscopy. Scanning 22, 12–15 (2000).

18. Brown, C. P. et al. Rough fibrils provide a toughening mechanism in biological
fibers. ACS Nano 6, 1961–1969 (2012).

19. Silva, L. P.; Rech, E. L. Unravelling the biodiversity of nanoscale signatures of
spider silk fibres. Nat. Commun. 4, 3014 (2014).

20. Nguyen, A. T. et al. Crystal networks in silk fibrous materials: from
hierarchical structure to ultra performance. Small 11, 1039–1054 (2014).

21. Sponner, A. et al. Composition and hierarchical organisation of a spider silk.
PLoS ONE 2, e998 (2007).

22. Giesa, T., Arslan, M., Pugno, N. M. & Buehler, M. J. Nanoconfinement of
spider silk fibrils begets superior strength, extensibility, and toughness. Nano
Lett. 11, 5038–5046 (2011).

23. Keten, S., Xu, Z., Ihle, B. & Buehler, M. J. Nanoconfinement controls stiffness,
strength and mechanical toughness of β-sheet crystals in silk. Nat. Mater. 9,
359–367 (2010).

24. Koebley, S. R., Vollrath, F. & Schniepp, H. C. Toughness-enhancing
metastructure in the recluse spider’s looped ribbon silk. Mater. Horiz. 4,
377–382 (2017).

25. Lefèvre, T., Rousseau, M.-E. & Pézolet, M. Protein secondary structure and
orientation in silk as revealed by raman spectromicroscopy. Biophys. J. 92,
2885–2895 (2007).

26. Malay, A. D., Arakawa, K. & Numata, K. Analysis of repetitive amino acid
motifs reveals the essential features of spider dragline silk proteins. PLoS ONE
12, e0183397 (2017).

27. Riekel, C., Burghammer, M., Dane, T. G., Ferrero, C. & Rosenthal, M.
Nanoscale structural features in major ampullate spider silk.
Biomacromolecules 18, 231–241 (2017).

28. Grubb, D. T. & Jelinski, L. W. Fiber morphology of spider silk: the effects of
tensile deformation. Macromolecules 30, 2860–2867 (1997).

29. Yang, Z., Grubb, D. T. & Jelinski, L. W. Small-angle X-ray scattering of spider
dragline silk. Macromolecules 30, 8254–8261 (1997).

30. Riekel, C., Rössle, M., Sapede, D. & Vollrath, F. Influence of CO2 on the
micro-structural properties of spider dragline silk: X-ray microdiffraction
results. Naturwissenschaften 91, 30–33 (2004).

31. Miller, L. D., Putthanarat, S., Eby, R. K. & Adams, W. W. Investigation of the
nanofibrillar morphology in silk fibers by small angle X-ray scattering and
atomic force microscopy. Int. J. Biol. Macromol. 24, 159–165 (1999).

32. Wan, Q. et al. Mapping nanostructural variations in silk by secondary electron
hyperspectral imaging. Adv. Mater. 29, 1703510 (2017).

33. Holland, G. P., Creager, M. S., Jenkins, J. E., Lewis, R. V. & Yarger, J. L.
Determining secondary structure in spider dragline silk by carbon-carbon
correlation solid-state NMR spectroscopy. J. Am. Chem. Soc. 130, 9871–9877
(2008).

34. Jenkins, J. E. et al. Solid-state NMR evidence for elastin-like β-turn structure
in spider dragline silk. Chem. Commun. 46, 6714 (2010).

35. Jenkins, J. E. et al. Characterizing the secondary protein structure of black
widow dragline silk using solid-state NMR and X-ray diffraction.
Biomacromolecules 14, 3472–3483 (2013).

36. Dionne, J., Lefèvre, T., Bilodeau, P., Lamarre, M. & Auger, M. A quantitative
analysis of the supercontraction-induced molecular disorientation of major
ampullate spider silk. Phys. Chem. Chem. Phys. 19, 31487–31498 (2017).

37. Ling, S., Qi, Z., Knight, D. P., Shao, Z. & Chen, X. Synchrotron FTIR
microspectroscopy of single natural silk fibers. Biomacromolecules 12,
3344–3349 (2011).

38. Zhong, J. et al. Understanding secondary structures of silk materials via micro-
and nano- infrared spectroscopies. ACS Biomater. Sci. Eng. 12, 6968– 6977
(2018).

39. Rousseau, M.-E., Lefèvre, T., Beaulieu, L., Asakura, T. & Pézolet, M. Study of
protein conformation and orientation in silkworm and spider silk fibers using
raman microspectroscopy. Biomacromolecules 5, 2247–2257 (2004).

40. Pines, A., Gibby, M. G. & Waugh, J. S. Proton-enhanced NMR of dilute spins
in solids. J. Chem. Phys. 59, 569–590 (1973).

41. Takegoshi, K., Nakamura, S. & Terao, T. 13C-1H dipolar-assisted rotational
resonance in magic-angle spinning NMR. Chem. Phys. Lett. 344, 631–637
(2001).

42. Lesage, A., Auger, C., Caldarelli, S. & Emsley, L. Determination of through-
bond carbon-carbon connectivities in solid-state NMR using the
INADEQUATE experiment. J. Am. Chem. Soc. 119, 7867–7868 (1997).

43. Hing, A. W., Vega, S. & Schaefer, J. Transferred-echo double-resonance NMR.
J. Magn. Reson. 1969 96, 205–209 (1992).

44. Elliott, S. R. Physics of Amorphous Materials. Longman Group Longman
House Burnt Mill Harlow Essex CM 20 2 JE Engl. 1983.

45. Byrne, H. J., Sockalingum, G. D. & Stone, N. Raman microscopy: complement
or competitor. Biomed. Appl. Synchrotron. Infrared Microspectrosc. 11,
105–142 (2010).

46. Hashimoto, K.; Badarla, V. R.; Kawai, A.; Ideguchi, T. Complementary
vibrational spectroscopy. Nat. Commun. 10, 4411 (2019).

47. Lefèvre, T., Paquet-Mercier, F., Rioux-Dubé, J.-F. & Pézolet, M. Structure of
silk by raman spectromicroscopy: from the spinning glands to the fibers.
Biopolymers 97, 322–336 (2011).

48. Papadopoulos, P., Sölter, J. & Kremer, F. Structure-property relationships in
major ampullate spider silk as deduced from polarized FTIR spectroscopy.
Eur. Phys. J. E 24, 193–199 (2007).

49. Garside, P., Lahlil, S. & Wyeth, P. Characterization of historic silk by polarized
attenuated total reflectance fourier transform infrared spectroscopy for
informed conservation. Appl. Spectrosc. 59, 1242–1247 (2005).

50. Paquet-Mercier, F., Lefèvre, T., Auger, M. & Pézolet, M. Evidence by infrared
spectroscopy of the presence of two types of β-sheets in major ampullate
spider silk and silkworm silk. Soft Matter 9, 208–215 (2013).

51. Ling, S. et al. Insight into the structure of single antheraea pernyi silkworm
fibers using synchrotron FTIR microspectroscopy. Biomacromolecules 14,
1885–1892 (2013).

52. Krimm, S., Bandekar, J. Vibrational Spectroscopy and conformation of
peptides, polypeptides, and proteins. Adv. Protein Chem. 38, 181–364 (1986).

53. Tuma, R. Raman spectroscopy of proteins: from peptides to large assemblies.
J. Raman Spectrosc. 36, 307–319 (2005).

54. Schweitzer-Stenner, R. Advances in vibrational spectroscopy as a sensitive
probe of peptide and protein structure. Vib. Spectrosc. 42, 98–117 (2006).

55. Bramanti, E. et al. Solid state 13C NMR and FT-IR spectroscopy of the cocoon
silk of two common spiders. Spectrochim. Acta A. Mol. Biomol. Spectrosc. 62,
105–111 (2005).

56. Moore, W. H. & Krimm, S. Vibrational analysis of peptides, polypeptides, and
proteins. II. β-Poly(L-alanine) and β-Poly(L-Alanylglycine). Biopolymers 15,
2465–2483 (1976).

57. Moore, W. H. & Krimm, S. Vibrational analysis of peptides, polypeptides, and
proteins. i. polyglycine I. Biopolymers 15, 2439–2464 (1976).

58. Ayoub, N. A., Garb, J. E., Tinghitella, R. M., Collin, M. A. & Hayashi, C. Y.
Blueprint for a high-performance biomaterial: full-length spider dragline silk
genes. PLoS ONE 2, e514 (2007).

59. Rousseau, M.-E. et al. Characterization by raman microspectroscopy of the
strain-induced conformational transition in fibroin fibers from the silkworm
samia cynthia ricini. Biomacromolecules 7, 2512–2521 (2006).

60. Boulet-Audet, M., Lefèvre, T., Buffeteau, T. & Pézolet, M. Attenuated total
reflection infrared spectroscopy: an efficient technique to quantitatively
determine the orientation and conformation of proteins in single silk fibers.
Appl. Spectrosc. 62, 956–962 (2008).

61. Barth, A. Infrared spectroscopy of proteins. Biochim. Biophys. Acta BBA -
Bioenerg. 1767, 1073–1101 (2007).

62. Shao, J., Zheng, J., Liu, J. & Carr, C. M. Fourier transform raman and fourier
transform infrared spectroscopy studies of silk fibroin. J. Appl. Polym. Sci. 96,
1999–2004 (2005).

63. Miyazawa, T. Perturbation treatment of the characteristic vibrations of
polypeptide chains in various configurations. J. Chem. Phys. 32, 1647–1652
(1960).

64. Krimm, S. & Abe, Y. Intermolecular interaction effects in the amide i
vibrations of polypeptides. Proc. Natl Acad. Sci. 69, 2788–2792 (1972).

65. Shi, X., Holland, G. P. & Yarger, J. L. Molecular dynamics of spider dragline
silk fiber investigated by 2H MAS NMR. Biomacromolecules 16, 852–859
(2015).

66. Gray, G. et al. Secondary structure adopted by the Gly-Gly-X repetitive
regions of dragline spider silk. Int. J. Mol. Sci. 17, 2023 (2016).

67. Holland, G. P., Jenkins, J. E., Creager, M. S., Lewis, R. V. & Yarger, J. L. Solid-
state NMR investigation of major and minor ampullate spider silk in the
native and hydrated states. Biomacromolecules 9, 651–657 (2008).

68. Marcotte, I., van Beek, J. D. & Meier, B. H. Molecular disorder and structure of
spider dragline silk investigated by two-dimensional solid-state NMR
spectroscopy. Macromolecules 40, 1995–2001 (2007).

NATURE COMMUNICATIONS | https://doi.org/10.1038/s41467-022-31883-3 ARTICLE

NATURE COMMUNICATIONS |         (2022) 13:4329 | https://doi.org/10.1038/s41467-022-31883-3 |www.nature.com/naturecommunications 11

www.nature.com/naturecommunications
www.nature.com/naturecommunications


69. Fanconi, B. Low-frequency vibrational spectra of some homopolypeptides in
the solid state. Biopolymers 12, 2759–2776 (1973).

70. Elliott, A. Infra-red spectra of polypeptides with small side chains. Proc. R. Soc.
Lond. Ser. Math. Phys. Sci. 226, 408–421 (1954).

71. Small, E. W., Fanconi, B. & Peticolas, W. L. Raman spectra and the phonon
dispersion of polyglycine. J. Chem. Phys. 52, 4369–4379 (1970).

72. Suzuki, S., Iwashita, Y., Shimanouchi, T. & Tsuboi, M. Infrared spectra of
isotopic polyglycines. Biopolymers 4, 337–350 (1966).

73. Gatesy, J. Extreme diversity, conservation, and convergence of spider silk
fibroin sequences. Science 291, 2603–2605 (2001).

74. Hayashi, C. Y., Shipley, N. H. & Lewis, R. V. Hypotheses that correlate the
sequence, structure, and mechanical properties of spider silk proteins. Int. J.
Biol. Macromol. 24, 271–275 (1999).

75. Babb, P. L. et al. The nephila clavipes genome highlights the diversity of spider
silk genes and their complex expression. Nat. Genet. 49, 895–903 (2017).

76. Stancik, A. L. & Brauns, E. B. A simple asymmetric lineshape for fitting
infrared absorption spectra. Vib. Spectrosc. 47, 66–69 (2008).

77. Rabotyagova, O. S., Cebe, P. & Kaplan, D. L. Role of polyalanine domains in β-
sheet formation in spider silk block copolymers. Macromol. Biosci. 10, 49–59
(2010).

78. Metz, G., Wu, X. L. & Smith, S. O. Ramped-amplitude cross polarization in
magic-angle-spinning NMR. J. Magn. Reson. A 110, 219–227 (1994).

79. Fung, B. M., Khitrin, A. K. & Ermolaev, K. An improved broadband
decoupling sequence for liquid crystals and solids. J. Magn. Reson. 142,
97–101 (2000).

80. Morcombe, C. R. & Zilm, K. W. Chemical shift referencing in MAS solid state
NMR. J. Magn. Reson. 162, 479–486 (2003).

81. Schniepp, H.C. et al. Replication data for: protein secondary structure in
spider silk nanofibrils. Harvard Dataverse, V1, https://doi.org/10.7910/DVN/
GMEEYL (2022), UNF:6:oq2VF0/G996rGlbmn1GhUA== [fileUNF].

82. Ramachandran, G. N., Sasisekharan, V. & Ramakrishnan, C. Molecular
structure of polyglycine II. Biochim. Biophys. Acta BBA - Biophys. Photosynth.
112, 168–170 (1966).

83. Schaal, D. et al. Amino-terminal domain of latrodectus hesperus MaSp1 with
neutralized acidic cluster, https://doi.org/10.2210/pdb2n3e/pdb (2016).

Acknowledgements
H.C.S. acknowledges funding from the National Science Foundation (NSF) under Grant
Nos. DMR-1905902, DMR-1352542, and DMR-2105158. M.M.Q. acknowledges support
from NSF under Grant No. IIP-1827536. P.M., S.L.W., and M.M.Q. are grateful for
support from the Virginia Space Grant Consortium (VSGC) fellowship program.

Author contributions
Q.W. prepared all silk samples and carried out Raman experiments and pertinent data
analysis; P.M., S.L.W., R.L.W., and Z.X. carried out IR experiments and analyzed the
data; M.M.Q. supervised I.R. experiments and interpretation; A.G. and M.L.C. planned
and interpreted the MAS NMR experiments, with A.G. collecting the data; Q.W. and
H.C.S. wrote the manuscript and developed the overarching model and interpretation.

Competing interests
The authors declare no competing interests.

Additional information
Supplementary information The online version contains supplementary material
available at https://doi.org/10.1038/s41467-022-31883-3.

Correspondence and requests for materials should be addressed to Hannes C. Schniepp.

Peer review information Nature Communications thanks the anonymous reviewer(s) for
their contribution to the peer review of this work. Peer reviewer reports are available.

Reprints and permission information is available at http://www.nature.com/reprints

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,

adaptation, distribution and reproduction in any medium or format, as long as you give
appropriate credit to the original author(s) and the source, provide a link to the Creative
Commons license, and indicate if changes were made. The images or other third party
material in this article are included in the article’s Creative Commons license, unless
indicated otherwise in a credit line to the material. If material is not included in the
article’s Creative Commons license and your intended use is not permitted by statutory
regulation or exceeds the permitted use, you will need to obtain permission directly from
the copyright holder. To view a copy of this license, visit http://creativecommons.org/
licenses/by/4.0/.

© The Author(s) 2022

ARTICLE NATURE COMMUNICATIONS | https://doi.org/10.1038/s41467-022-31883-3

12 NATURE COMMUNICATIONS |         (2022) 13:4329 | https://doi.org/10.1038/s41467-022-31883-3 | www.nature.com/naturecommunications

https://doi.org/10.7910/DVN/GMEEYL
https://doi.org/10.7910/DVN/GMEEYL
https://doi.org/10.2210/pdb2n3e/pdb
https://doi.org/10.1038/s41467-022-31883-3
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
www.nature.com/naturecommunications

	Protein secondary structure in spider silk nanofibrils
	Results and discussion
	Methods
	Sample preparation
	Fourier-transform infrared (FTIR) spectroscopy
	Raman spectroscopy
	Amide band deconvolution
	NMR
	Collection of published model polypeptides spectra

	Reporting summary
	Data availability
	References
	References
	Acknowledgements
	Author contributions
	Competing interests
	Additional information




