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Abstract: Two coherent waves carrying orthogonal polarizations do not interfere when they
superpose, but an interference pattern is generated when the two waves share a common
polarization. This well-known principle of coherence and polarization is exploited for the
experimental demonstration of a novel method for performing circular dichroism measurements
whereby the visibility of the interference fringes is proportional to the circular dichroism of
the sample. Our proof-of-concept experiment is based upon an analog of Young’s double-slit
experiment that continuously modulates the polarization of the probing beam in space, unlike
the time modulation used in common circular dichroism measurement techniques. The method
demonstrates an accurate and sensitive circular dichroism measurement from a single camera
snapshot, making it compatible with real-time spectroscopy.

© 2019 Optical Society of America under the terms of the OSA Open Access Publishing Agreement

1. Introduction

Circular dichroism (CD) is the differential absorption of circularly polarized light. Despite this
differential absorption being typically very small in optically active enantiomers (10−5–10−4),
CD spectroscopy has become a well-established technique, especially as a method for identifying
structural motifs in chiral proteins [1]. Due to its intrinsic weakness, the detection of CD requires
relatively complex and expensive instruments that often need to integrate the low signal over
significant measurement time.
Modern approaches to CD measurement are based on a polarization-modulation scheme in

which linearly polarized probing light passes through a quartz crystal that has been subjected to
periodic time-varying mechanical stress inducing birefringence due to the photoelastic effect. The
modulation device, commonly called photoelastic modulator, produces circular polarizations with
alternating handedness in time [2]. In the early realizations of spectroscopic CD measurements
from 1960’s [3], the polarization modulation was also accomplished with electrically driven
Pockels cells, but nowadays virtually all commercial CD instruments use photoelastic modulators.
Regardless whether Pockels cells or photolastic modulators are used as polarization-modulation
elements, the measurement approach based on the analysis of the temporal variation of the
polarization of the modulated probing light is the same.
In this work we present a novel method for spectroscopic CD characterization that is based

on spatial rather than on temporal polarization modulation. The application of multi-domain
spatial, spectral, angular, etc modulation approaches has been previously explored by Tyo and
coworkers in the more general context of polarimetry [4, 5]. In our method, different points of
the sample are illuminated with different, well-controlled states of polarization with alternating
handedness. The presence of CD in the sample results in the formation of a periodic interference
pattern at the detector. As chiroptical data are obtained from the analysis of a single snapshot
of the interference pattern, the novel approach is not subject to measurement time constraints
typical of the temporal modulation approaches. Therefore, it can be expected to be suitable, for
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example, for the study of ultrafast conformational changes in biomolecules. Indeed, the major
measurement-time-limiting component in conventional CD spectrometers is the photoelastic
modulator which usually runs at 50 kHz. Since the acquisition of several modulation periods of
the signal is necessary, the measurement time of these instruments is typically larger than about 1
ms.
The use of spatial modulation in a polarized light beam has been previously considered in

Stokes polarimetry using polarization gratings [6], Savart plates [7,8] and wedge prisms [9]. Also
in the context of Stokes polarimetry, methods have been developed to encode both polarization
and wavelength information in the spatial dimension [10–12]. To our knowledge only polarization
gratings have been previously considered for CD detection, as these optical components produce
positive and negative diffraction orders of opposite handedness [13–15] and even a complete
Mueller matrix polarimeter has been theoretically proposed with them [16]. The method we
propose is not based on diffraction orders but rather on the coherent superposition of two
beams with orthogonal polarizations, that results in an spin-dependent redistribution of light
intensity in the transverse plane. It uses a thin doubly refracting crystal slab as a key optical
element creating an analog of Young’s double-slit experiment [17] according to the well known
interference-polarization laws of Fresnel and Arago [18–20]. In what follows we describe the
principle of operation of the novel technique, as well as its proof-of-concept spectroscopic
implementation in the form of a simple, low-cost setup capable of measuring CD and we compare
it with conventional instruments using the time-modulation approach.

2. Principle of operation

In our proposed experiment a partially coherent light beam is sent through a thin slab of crystal
calcite. The optic axis of the uniaxial crystal makes an angle of 45◦ with the facets of the slab and
separates the photons by their polarization due to the well-known double refraction phenomenon;
see Fig. 1. Consider an incident beam polarized at 45◦ with respect to the yz plane of the
laboratory reference frame shown in Fig. 1. Double refraction in the crystal splits the beam into
two rays, called ordinary and extraordinary, that follow slightly different paths. Due to the initial
45◦ linear polarization of the incident beam, the ordinary and extraordinary emerging beams
have the same intensity; their polarizations are, respectively, horizontal (along the x axis) and
vertical (along the y axis). The two beams, spatially separated by the small distance d upon
exiting the crystal, can be partially recombined if made slightly divergent (for example, by using
a lens that focuses the incident beam on the entrance facet of the crystal).
The spatial modulation of the polarization state of the coherently recombined beam arises

because the slightly divergent ordinary and extraordinary beams forming the latter have generally
traveled different pathlengths before reaching a point on the y axis. The pathlength difference
results in a phase difference –or retardation– between the horizontal and vertical polarizations
of the ordinary and extraordinary beam components, thus giving rise to a generally elliptical
polarization state for the recombined emerging beam. The spatial polarization pattern varies
periodically between left- and right-handed circular polarizations while passing through 45◦ and
-45◦ linear polarization states and, most generally, through orthogonal elliptical states; see Fig. 2.
The two pathlengths being the same along the x axis, there is no polarization modulation along
it. Therefore, the doubly refracting crystal acts as a spatially varying retarder. This effect has
been recently studied experimentally in [17]. The calculation reported in the appendix section
shows that the doubly refracting crystal is described by the Mueller matrix of a horizontal linear
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Fig. 1. Double refraction in calcite. The incident beam, linearly polarized at 45◦, is split
into ordinary (O) and extraordinary (E) beams. The grayed area indicates the yz plane of
the laboratory reference frame containing the two beams and the optic axis of calcite. The
polarization of the ordinary beam, orthogonal to this plane, is horizontal (H), i.e. is directed
along the x axis. The polarization of the extraordinary beam, contained in the plane in
question, is vertical (V), i.e. is directed along the y axis.

retarder,

MR =

©«

1 0 0 0

0 1 0 0

0 0 cos φ(y) − sin φ(y)

0 0 sin φ(y) cos φ(y)

ª®®®®®®®¬
, (1)

The retardation φ(y) varies along the vertical (y) axis since it directly depends on the phase
difference arising from the difference in optical paths of the ordinary and extraordinary beams
upon traveling from the crystal to the measurement point, as explained above. Note that when
φ is zero or a multiple of 2π the Mueller matrix equals the identity while, for other values, it
continuously evolves between that of a horizontal quarter-wave plate (φ = −π/2), a vertical
quarter-wave plate (φ = π/2), and a half-wave plate (φ = π). Therefore, in our method, the spatial
separation of the ordinary and extraordinary beams due to the double refraction phenomenon
leads, after coherent superposition of the beams, to a spin (circular polarization) modulation
along the y axis as shown in Fig. 2.
The doubly refracting crystal configuration is, in fact, analogous to the classic Young’s

double-slit experiment in which orthogonal polarizers have been placed after the slits [20].
Indeed, the two emerging ordinary and extraordinary beams, spatially separated upon exiting the
crystal slab, act as two coherent light sources exactly as the two orthogonally polarized slits in
Young’s double-slit experiment. No interference fringes are seen on the detection screen because
beams with orthogonal polarizations do not interfere. However, if, for example, a 45◦ linear
polarizer is placed between the crystal slab and the detector, horizontal periodic interference
fringes will appear. This can be easily understood by observing the polarization modulation
pattern of Fig. 2: dark horizontal fringes arise whenever the transmission axis of the polarizer is
orthogonal to the azimuth of the linear polarizations shown in the pattern. Similarly, a fringe
pattern will appear for the preferential absorption of one handedness of the circular polarization.
Therefore, a sample exhibiting CD will also entail the formation of a horizontal fringe pattern.
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Fig. 2. Spatially modulated polarization pattern across the emerging beam area. Red
and blue colors denote opposite handedness. The polarization modulation is periodic along
the vertical (y) axis; there is no modulation along the horizontal (x) axis.

The best fringe contrast (the highest visibility) is obtained by the insertion of a 45◦ or -45◦
linear polarizer, because it will block completely the linear polarization states normal to its
transmission axis (creating dark fringes) and will transmit those parallel to the latter (generating
white fringes). The situation will be exactly the same with a left or right circular polarizer:
it will completely block the polarizations of opposite handedness and will let pass the ones
having the same handedness, thus ensuring best possible fringe contrast. A sample exhibiting
CD behaves like a very weak partial (left or right) circular polarizer: the fringe contrast will
be significantly lower, in most occasions detectable only after Fourier analysis of the acquired
images, as discussed in the next section.
The distance between two successive fringes (the period of the fringe pattern) is given by

∆x = Dλ/d, (2)

where λ is the wavelength, d is the separation between the ordinary and extraordinary beams
at the exit facet of the crystal (see Fig. 1) and D the distance from the crystal to the detection
screen. The period of the fringes, ∆x, changes with the wavelength not only because it directly
depends on λ but also because the separation of the beams d depends on the dispersive nature of
the crystal birefringence. As d increases with the birefringence in the UV range typically, this
results in higher spatial frequency - or shorter period - of the fringes in this spectral region.

3. Proof-of-concept experiment

Our proposed experiment requires probing light with a certain degree of coherence. Certainly,
laser light sources are suitable for its implementation and, as the technique itself poses no
limitations on the detection time, it is fully compatible with ultrashort pulses. For example,
owing to the availability of femtosecond laser sources, several femtosecond time-resolved
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Fig. 3. Schematics of the experimental system. A, light source; B, monochromator; C,
pinhole; D, lenses; E, 45◦ polarizer; F, doubly refracting crystal; G, sample; H, camera.

chiroptical experiments have been recently proposed [21–24], albeit at the sacrifice of the
polarization modulation that our method preserves. However, in most research and industry
laboratories circular dichroism is essentially considered as a spectroscopic technique because
single wavelength measurements are usually not sufficiently informative. Consequently, in our
initial demonstration of the technique we decided to keep the light source most commonly used
for CD spectroscopy namely, a broadband 75W Xe arc lamp with rather limited coherence.
The schematics of proof-of-concept experimental setup is given in Fig. 3. The basic optical

layout (disregarding lenses) is identical to that of conventional CD spectrometers, the only
difference being the doubly refracting crystal slab replacing the photoelastic modulator. The
broadband light of the Xe lamp is monochromatized with a monochromator (Horiba iHR 320)
and passes trough a pinhole of 300 nm of diameter. The monochromator and the pinhole serve,
respectively, to increase the temporal and the spatial coherence of the beam. Because of the
moderate coherence length of the Xe lamp, widening the monochromator slits or removing the
pinhole strongly decrease the visibility of the fringes.

The degree of coherence of the probing light can be experimentally evaluated from the visibility
of the fringes as we shall see in the next section. In general, the latter is strongly affected by
the thickness of the doubly refracting crystal slab and further depends on the wavelength of
light. Thick crystals result in large d values which, in turn, give rise to significant optical path
differences over which coherence needs to be preserved in order for the fringes to be visible. To
avoid such situations, we use a relatively thin calcite crystal (thickness of 1.2 mm) creating a
beam separation d ' 0.13 mm at the wavelength of 550 nm.
We use a low-cost conventional camera (Flir-Point Grey GS3-U3-32S4M-C) as imaging

detector. It senses light in the wavelength range 350 − 900 nm; its best quantum efficiency lies
within the 450 − 650 nm interval. This camera, while quite suitable for visible CD spectroscopy,
does not allow for UV measurements. The UV region is a very important spectral range in CD
spectroscopy because many electronic CD bands of organic compounds appear at wavelengths
below 300 nm. However, as there are image sensors with good UV performance on the market, it
should not be a problem to extend our method to that range. The camera acquires full frame
2048×1535 pixel images and these are Fourier-analyzed columnwise (i.e. along the y direction
in Fig. 2). According to the calculation given in the appendix, the detected intensity at each pixel
of any of the 1535 column arrays is given by

I(y) = (m00 + m02 cos φ(y) + m03 sin φ(y))I0, (3)

where mi j are elements of the Mueller matrix of the sample, I0 is the probing light intensity and

φ(y) =
2πd
λD

y. (4)

By applying Fourier analysis the intensity signal can be separated into its DC and AC components,
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Fig. 4. Calibration results. a, horizontal fringe pattern obtained with the calibration 45◦
polarizer. b, spectral dependence of the ratio IAC/IDC . c, spatial frequency (in cycles/mm)
of the fringe pattern.

IDC = I0m00, (5a)

IAC = I0

√
m2

02 + m2
03. (5b)

In an isotropic sample m02 = 0 and the ratio IAC/IDC will then measure the CD of the sample,
since m03/m00 ' CD, as it will be discussed later. Note that the ratio in question is not affected
by possible intensity fluctuations of the light source (I0). Note also that to obtain a measurement
of IAC/IDC a single column of pixels is sufficient, in principle. The use of the whole sensor area
permits efficient signal averaging that greatly improves the signal-to-noise ratio. The sign of CD
can be obtained from the phase term of the Fourier analysis, taking as a phase reference a sample
with known signs of m02 and m03 Mueller matrix elements, for example, a linear polarizer at 45◦
(m02 = 1 and m03 = 0).

In photoelastic-modulator-based CD instruments the ratio IAC/IDC is obtained after determin-
ing the AC component of the signal by using synchronous detection (based on a lock-in amplifier)
with a reference frequency from the photoelastic modulator. In our interferometry-based technique
the role of reference frequency is played by the spatial frequency given by the factor standing in
front of y in Eq. (4). The value of the spatial frequency depends on the optical configuration of
the experimental setup – through the two parameters d and D; see Eq. (4) – as well as on the
wavelength λ of the probing light. It can be determined spectroscopically through calibration.

4. Calibration and evaluation of coherence

The degree of coherence of the light superposition process that generates the spatial modulation
pattern in Fig. 2 can be evaluated by using a polarizer as calibration sample. When the polarizer
transmission axis is oriented at 45◦ or -45◦, a clear interference pattern is detected by the camera
(see an experimental example of such pattern in Fig. 4(a)). In an ideal situation with fully
coherent illumination the polarizer would exhibit a ratio of |IAC/IDC | = 1. This ratio describes
the contrast between the bright and dark interference regions and therefore, accounts for the
visibility of the fringes. The visibility value would fall to zero when the pathlength difference
between the ordinary and extraordinary rays exceeds the coherence length of the probing light.
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The spectral dependence of the visibility for our experimental setup is shown in Fig.4(b).
The measured ratio strongly depends on experimental conditions such as the slit width of the
monochromator, the pinhole diameter and the thickness of the doubly refracting crystal. The drop
at shorter wavelengths (below 500 nm) is mostly due to the increased birefringence of calcite
leading to a larger separation (d) of the emerging beams and thus, requiring higher coherence
to maintain the same visibility. The measured visibility peaks at around 0.82 which, although
sufficiently high, is still somewhat below the theoretical maximum (the unit). This value is
indicating the attainable coherence limit of our setup since reducing the pinhole diameter or
decreasing the monochromator slit width does not increase it any further. Probably, we cannot
reach a value closer to the theoretical maximum because of the limited performance of the camera
in detecting black and bright levels.
The calibration is also used to determine the reference spatial frequency of the experiment

(Fig. 4(c)). This frequency corresponds to the number of cycles (fringes) per unit length across
the vertical (y) axis of the camera sensor. The value of the spatial frequency depends on the
thickness of the doubly refracting crystal, the wavelength of the probing light and the optical
layout of the setup, but once these parameters are fixed it is a constant, characteristic parameter
of the instrument. Figure 4(c) shows the strong spectral dependence of the spatial frequency.
Here the the 1/λ response is dominant, in full agreement with Eq. (4), because in this spectral
range the chromatic variation of calcite’s birefringence – and therefore, of the beam separation d
– is not significant [25].

To properly measure weak CD signals it is necessary to do a baseline correction using a
background spectrum obtained without sample. In our method, baseline offsets are mostly
affected by the alignment of the double refracting crystal and the homogeneity of the illumination
across the camera sensor. Baseline corrections are also routinely made in PEM-based CD
instruments as, for example, one of the factors that can cause a baseline drift is the temperature
sensitivity of the PEM.

5. CD measurement

For an isotropic sample exhibiting CD the ratio IAC/IDC can be written as

IAC
IDC

=
m03
m00
= tanh CD, (6)

according to the parameterization of a Mueller matrix corresponding to a homogeneous chiral
medium [26,27]. Recall that CD is defined phenomenologically as

CD = 2π(k− − k+)l/λ, (7)

where k− and k+ are, respectively, the extinction coefficients for left- and right circular polarization
and l is the pathlength of light in the medium. As CD is typically very small, tanh CD ' CD.
Commercial instruments do no measure circular dichroism according to the expression in (7),
but rather in terms of ellipticity (θ) which is related to CD through θ = CD/2, θ being usually
expressed in millidegrees (mdeg).

To illustrate our method we measured a nickel tartrate solution that features CD bands within
the spectral range of our experimental setup. It was prepared by mixing 0.24 M nickel sulfate
solution and 0.36 M sodium potassium tartrate solution with a 1:1 volume ratio. Figure 5
shows the results of the CD measurements (in units of ellipticity) of the nickel tartrate solution
in a 10-mm pathlength cuvette after baseline correction. For comparison, we performed the
measurements with two calcite crystal slabs having different thicknesses. For a probing light with
given spatial and temporal coherency, thinner slabs allow measurements at shorter wavelengths
since they feature a smaller separation between the ordinary and the extraordinary beams.
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Fig. 5. CD spectrum of nickel tartrate solution. The graph compares three different
measurements. The 4PEMmeasurement (solid line) was made with the instrument described
in [28], while the scattered points correspond to the snapshot method. The UV-visible-
range measurement was made using a crystal with a thickness of ∼ 1.2 mm, while the
near-IR-extended one was obtained with a ∼ 2.0-mm-thick crystal.

However, they may become unsuitable at longer wavelengths if the spatial frequency is so low
that not enough periods of fringes are collected. Figure 5 also presents, for comparison, the
temporal-modulation-based CD measurement on the same sample obtained with a home-made
four-photoelastic-modulator (4-PEM) instrument described in detail in [28].

The spatial modulation method requires the CD properties of the medium to be homogeneous
across the illuminated area of the sample. In practice, this condition ismet for all CDmeasurements
performed on solutions.

Our proof-of-concept experiment demonstrates that the novel method for CD measurements is
viable and of easy use, even for spectroscopic measurements. We anticipate that more advanced
experimental implementations of this method will largely surpass the capabilities shown by our
first experiment and will extend the spectral range to the UV, which typically is the spectral region
of interest for biological samples. In future implementations, we suggest using a monochromatic
or broadband light source with superior coherence properties (e.g., a laser, a laser-driven light
source, or a supercontinuum laser). By using a pulsed-light source one could also increase the
time resolution well beyond the exposure time of the detector. Other experimental improvements
that can be anticipated involve modifying the optical layout by using mirrors instead of lenses to
maximize the light throughput, as well as employing a high-end low-noise camera.

6. Conclusion

We have presented a novel snapshot method for the measurement of CD. The technique is based
on the spatial polarization modulation of the probing light achieved with a doubly refracting
crystal implemented in an optical configuration that is an analog of the classic Young’s double-slit
interference experiment. A single snapshot of the formed interference pattern allows for the
determination of the CD of the sample, the visibility of the fringes being proportional to it.
We have described a practical implementation of the novel technique in a simple, low cost

spectroscopic setup capable of detecting CD with remarkable sensitivity in the visible range and
we have compared the result with that of polarimeter instrument based on temporal polarization
modulation. We believe that more refined implementations of the method described may
potentially surpass the sensitivity of conventional CD spectrometers and may hugely improve
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their temporal resolution. The novel snapshot CD technique, not subjected to the constraints
of temporal polarization modulation, opens the way to measuring conformational changes of
biomolecules in real time.

A. Appendix: Calculation of the detected intensity

The intensity at every pixel of the detector, I(x, y), where x and y respectively refer to the
horizontal and vertical pixels in the laboratory reference frame (see Fig. 1) is found from the
coherent superposition of the ordinary and extraordinary beams, produced by the birefringent
crystal, that interact with the sample before reaching the detector.

The Stokes-Mueller formalism is typically used to evaluate the evolution of the light intensity
in polarimetric setups. However, this formalism cannot directly deal with coherent superposition
processes such as the one taking place in our method. To handle such processes, one must start
with the coherent Jones formalism and then switch to the Mueller one. The formalism based on
4×4 Z states that we developed recently [29,30] is particularly suitable for this kind of evaluation
since it allows for a direct calculation. If we consider the system setup of Fig. 3 the superposition
Z state reaching the detector is given by

Z(x, y) =
1
√

2
ZSZHZ45 +

1
√

2
eiφ(x,y)ZSZVZ45 (8)

where φ(x, y) is the phase difference at the detection plane (physically arising from the different
optical paths of the ordinary and extraordinary beams) and Z45,ZH,ZV are, respectively, the
Z matrices of a polarizer with its transmission axis at 45◦, a horizontal polarizer and a vertical
polarizer [29]. ZS represents the Z matrix of the sample.
When the birefringent crystal is oriented in such a way as the plane defined by the ordinary

and extraordinary beams contains the horizontal or the vertical axis of the laboratory reference
frame, the intensity pattern at the camera will exhibit vertical or horizontal fringes respectively
(provided a dichroic sample is inserted into the recombined beam). In our experiment the crystal
is oriented such that the plane defined by the two emerging beams contains the y axis, so that we
detect horizontal fringes; the intensity varies along the y axis only. Equation (8) can be rewritten
as:

Z(y) = ZS

[
ZH
√

2
+

eφ(y)
√

2
ZV

]
Z45 = ZSZR(y)Z45 (9)

where

ZR =
1
√

2

©«

1 + eiφ 1 − eiφ 0 0

1 − eiφ 1 + eiφ 0 0

0 0 1 + eiφ −i(1 − eiφ)

0 0 i(1 − eiφ) 1 + eiφ

ª®®®®®®®¬
. (10)

The Mueller matrix associated to this Z matrix is

MR(y) = ZR(y)Z∗R(y) =

©«

1 0 0 0

0 1 0 0

0 0 cos φ(y) − sin φ(y)

0 0 sin φ(y) cos φ(y)

ª®®®®®®®¬
, (11)

which is the Mueller matrix of a horizontal linear retarder with retardation φ(y). Then the Mueller
matrix of the entire system can be simply written as

M(y) = Z(y)Z∗(y) =MSMR(y)M45, (12)
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where MS is the Mueller matrix of the sample and M45 is the Mueller matrix of the polarizer
oriented at 45◦.

By using the Jones formalism it is likewise straightforward to verify that our double refracting
crystal acts as a horizontal linear retarder. Indeed, it can be written as the coherent addition of a
horizontal linear polarizer and a vertical linear polarizer with a phase difference:

JR(y) =
©«

1 0

0 0
ª®¬ + eiφ(y) ©«

0 0

0 1
ª®¬ = ©«

1 0

0 eiφ(y)
ª®¬ . (13)

Finally, transforming the Jones matrix from Eq. (13) to a Mueller matrix again results in Eq.
(11).

The light intensity at the detector is proportional to the first element of the Mueller matrix
given by Eq. (12),

I(y) = (m00 + m02 cos φ(y) + m03 sin φ(y))I0, (14)

where m00, m02 and m03 are the elements of the Mueller matrix of the sample, MS , and I0 is the
intensity of the probing beam. This expression shows that a sample with non-vanishing m02 or
m03 elements will produce spatial variation of the detected intensity. Note that the Stokes-Mueller
analysis of commercial CD instruments is based on this same equation but with a temporal
variation of the intensity instead of a spatial one.
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