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ABSTRACT

The cryo-electron microscope (cryo-EM) is increasingly pop-
ular these years. It helps to uncover the biological struc-
tures and functions of macromolecules. In this paper, we ad-
dress image denoising problem in cryo-EM. Denoising the
cryo-EM images can help to distinguish different molecular
conformations and improve three dimensional reconstruction
resolution. We introduce the use of data-driven tight frame
(DDTF) algorithm for cryo-EM image denoising. The DDTF
algorithm is closely related to the dictionary learning. The
advantage of DDTF algorithm is that it is computationally
efficient, and can well identify the texture and shape of im-
ages without using large data samples. Experimental results
on cryo-EM image denoising and conformational classifica-
tion demonstrate the power of DDTF algorithm for cryo-EM
image denoising and classification.

Index Terms— Cryo-EM images, image denoising, con-
formational classification, data-driven tight frame.

1. INTRODUCTION

The cryo-electron microscope (cryo-EM) has been estab-
lished as one of the fundamental techniques in structural bio-
logy. It can help to understand the macromolecules’ structure,
the arrangement of the atoms, and the biological mechanism
of proteins [1, [2]]. Unlike X-ray crystallography, cryo-EM
does not require crystallization. Crystallization may change
the conformation of the macromolecules, and many proteins
and viruses are resistant to it [3]. Cryo-EM is advantage-
ous over Nuclear Magnetic Resonance spectroscopy (NMR)
in solving macromolecules in native state. However, because
of the limitation of resolution, cryo-EM was not popular in
the past. Recent revolutionary advancement in detectors and
softwares have improved the resolution of cryo-EM to atomic
scale, and it is significantly popular these years [3]. The No-
bel Prize in Chemistry in 2017 was awarded for work that
developed cryo-EM.

The cryo-EM images are created by the electron micro-
scope that provides a top view of the molecules that are frozen
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in a thin layer of vitreous ice. The created image is called mi-
crograph [4]]. Image processing is crucial and it helps remove
bad image samples, and facilitates orientation estimation, 3D
inversion, 3D reconstruction and conformational classifica-
tion [3]].

The challenge of cryo-EM images processing is that the
images are highly influenced by noise [6}[7]. The point spread
function of the microscope also blurs the images. The noise
comes from various sources, and the type and level of noise in
the dataset are unknown. The noise will obscure the conform-
ational difference of molecules. It will also obscure projection
of the same molecular structure in different viewing direc-
tions. In this paper, we address the image denoising problem
in cryo-EM, and evaluate the effect of noise reduction in 2D
conformational classification.

A lot of methods have been proposed to remove noise
in cryo-EM images. Singer and his group have designed a
toolbox ASPIRE, and proposed Covariance Wiener Filtering
(CWF) [8]] for image denoising. CWF needs large samples
of data in order to estimate the covariance matrix correctly,
and have good denoising effect. They also proposed class av-
eraging method, such as vector diffusion map [9]] for image
denoising. These methods operate on Fourier domain. Other
than that, the non-local mean method [[10] has also been ap-
plied for cryo-EM image denoising.

In this paper, we propose to use the multi-image data-
driven tight frame (DDTF) [11} [12] for cryo-EM image de-
noising. The DDTF method is inspired by the wavelet tight
frame method [13] and the K-SVD method [14]. It uses
learned filters to form a tight frame. The Unitary Extension
Principle (UEP) condition [[15] can be used to construct tight
frames. However, it is not easy to satisfy the UEP condition.
The DDTF algorithm relaxes the UEP condition, and gener-
ate filters with orthogonality. In the image patch space, the
generated filters form an orthogonal dictionary. The K-SVD
method needs a highly redundant dictionary to obtain a sparse
code. The DDTF simplifies the process to obtain the filters
coefficients, and reduce the computational cost compared
with K-SVD. The use of data-driven tight frame can also
better represents images with rich textures compared with



standard wavelet methods and PDE based methods [[11]].

We further use the denoised images for conformational
classification. Experimental results show that DDTF outper-
form BM3D and KSVD in image denoising and classification.
It demonstrates the power of DDTF method for cryo-EM im-
age processing.

2. BACKGROUND

The problem of cryo-EM image formation model is: [[16]:
G(u) =C*Y (u) + Z(u) (1)

where Y be the clean ideal image, and Z be the additive noise.
Let C be the point spread function of the microscope. G is the
measure image in real space, and * is the convolution oper-
ator. The Fourier transform of the point spread function is the
Contrast Transfer Function (CTF). In order to obtain an image
close to the original image, the level of noise has to reduce,
and the point spread function effect needs to be estimated. In
this paper, we are focusing on reducing the noise level of the
cryo-EM images. When the point spread function is known,
the estimated image can be obtained by deconvolving the de-
noised images with the point spread function.

Singer and his group have developed Covariance Wiener
Filtering (CWF) for cryo-EM image denoising. The proced-
ure of this method is to first estimate the covariance matrix of
the clean images from the noisy images, and then apply the
traditional wiener filtering method, with the use of the estim-
ated covariance matrix, for denoising [8]. The drawback of
this method is that it needs a large number of images to ac-
curately estimate the covariance matrix. When the covariance
matrix is not accurately estimated, the performance of this
method is not good. In this paper, we are seeking to denoise
a single cryo-EM image well when the number of images is
limited.

In the image processing area, the Block-matching and 3D
filtering (BM3D) method [17] is considered as an effective
baseline. It groups similar and nonlocal image patches into
a 3D array and filters the 3D array. The image patches are
then put back to the original positions and reweighed to form
a denoised image. BM3D works particularly well for images
with self-similarities.

K-SVD [14] is a dictionary learning method. K-SVD
embeds the local overcompleted dictionary into a global
Bayesian estimator. For a given noisy image G, the formula
for K-SVD image denoising is to solve:
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where D is the dictionary, and « is the sparse code. The de-
noised image is given by Y = Dé. The algorithm introduces
the idea of updating image representation adaptively, and iter-
atively updates the sparse coding step and the dictionary up-

date step. Because the dictionary in K-SVD is unstructured,
the computational cost of this method is heavy.

3. MULTI-IMAGE DATA-DRIVEN TIGHT FRAME

The data-driven tight frame (DDTF) is proposed based

on the wavelet tight frame method and the K-SVD method.
Compared with the wavelet tight frame, as well as the ridge-
let, curvelet and shearlet tight frame methods, the data adpat-
ive tight frame method is effective to process natural images
that are rich with texture [11]].
DDTF process: Given an image G of size m x n, let W be
the analysis operator, its adjoint W7 is a synthesis operator
defined by filters {a;}7_1: W71 = [S4,,Says " »Sa, ], where
S, is a linear convolution operator: [11]]
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where v and a are in Iy space. S, is of size L x L, where
L = m x n. The column of W7 forms a tight frame, and

wWTw = 1. (3)

Iy, is an identity matrix of size L. A tight frame W7 can be
constructed by the minimization [11]:
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The filter coefficients {a;}]_, and the sparse frame coeffi-
cients a can be solved iteratively. Specifically, given initial

filter {az(-o)}le, atthe step k, k = 1,2,--- , M, we have,
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For eq. , the filter coefficients {a; 7_, are given, and « is
update. For eq. (6), the sparse frame coefficient « is given,
and {a;}I_, is update.

It can be proved that o* = T,,(WG) is a unique solu-
tion for eq. @), where T, is a hard thresholding operator. Let
A = [a1,a29, - ,4y], Where @ is a vectorized form of a 2D
filter a. The unique solution of eq. (6) can be obtained by
A* = %QPT. P and @ satisfies the singular value decom-
position of Ga, that is aG = PDQT. G = [g1, " ,gnls
where g; is the i-th vectorized image patches of G. and & is
the corresponding sparse frame coefficient matrix [[11]. We
can get the filter coefficients {ago)};l by A*. The denoised
image can be obtained by

G* =WH(T,(WQ)). (7



Connection with dictionary learning: This subsection
shows the DDTF in the image patch space is essentially
dictionary learning. Let k1 X ko as the image patch size. For
an image G, let X = [x1,X9, "+, Tmy] is the image patch
for G. z; is the j-th vectorized patch in G. Considering a
sparse approximation for the dataset X. the frame operator
W becomes an orthogonal dictionary. The computation of
the algorithm can be further accelerated. Since every signal
has both high frequency and low frequency components, rep-
resent the orthogonal dictionary as W = [A;, As], where A;
is a predefined low pass filter, and A, is the learned hight
pass filters. Eq. (3) and eq. (6) then becomes [12]]
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where @ = [aa,,@a,] denotes the codes associated with

Aj and As. The orthogonality constraint of W, according to
eq. (3), becomes

ATAy =1, AT Ay = 0. (10)

The procedure to update the Ay and « is similar to the
tight frame case. The denoise dimage patches can be also
obtained by the formula

X*=WT,(W'X), (11)

where W = [A1, A%] in this case. Re-synthesizing the image
patches, we can obtain the denoised image.

Multi-image denoising: For multi-image denoising, W
is learned from multiple images. Given N input images
{G;}, of size m x n, take k; x ks as the image patch size
as before, and concatenate the image patches together to form
the input:

X = [Xl’X%... 7XN] c Rklk’ngm”.

where X; = [2;1,%:2,"* , Timn] i the image patch for the
i-th image G;. Apply eq. (3) and eq. (6) to update and obtain
the sparse frame coefficient « and filter coefficients {a;}7_;.
Apply eq. to reduce the noise level of the image patches,
and re-synthesize to obtain the denosied images.

The advantage of using multiple images is that using mul-
tiple images can better capture the distribution of noise in-
formation and perform denoising. The position of the macro-
molecules is not always at the center of the cryo-EM images.
Constructing W from mutiple images can better eliminate the
background noise.

4. EXPERIMENTAL RESULTS

4.1. Datasets

We test the efficiency of the denoising algorithms on the
structurally heterogeneous synthetic dataset. The dataset is
generated based on five representative atomistic structures of
Thermus aquaticus RNA polymerase. It is obtained from the
snapshots of molecular dynamics simulations. The images
are generated by two dimensional projections of a three di-
mensional model of RNA polymerase. The size of the images
are 128 x 128.

We evaluate the effectiveness of the noise reduction al-
gorithms according to the Peak Signal to Noise Ratio (PSNR),
and conformational classification error rate. The point spread
function is set to be a Delta function in this case. Additive
Gaussian noise is added to the clean images. The clean im-
ages are obtained from the voxelization and 2D projection of
the atomic structure of the molecules. It is prepared by the
Xmipp package [18]]. The noisy datasets are prepared at dif-
ferent level of signal to noise ratio (SNR). The SNR is defined
by £z, where E, is the power of the signal, and ¢ is the vari-
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ance of the noise.

4.2. Denoised results

We first of all evaluate the CWF algorithm on the noisy
images when SNR is 0.1. The result is shown in Figure [T (c).
Compared with the results shown in [8], which uses 10,000
images to estimate the mean and covariance matrix for de-
noising, we use 2031 images for experiment given the lim-
itation of computational resource. According to the results,
CWEF fails to capture the shape and content of the polymerase,
and is not suitable for the conformational classification in this
case. It is possible that the estimated covariance matrix is
not accurately estimated and leads to not desirable denoising
result.

We evaluate DDTF, BM3D and K-SVD on the dataset.
The levels of SNR are 0.8, 0.4, 0.2, 0.1, 0.05 and 0.01. There
are 2031 images for each SNR level. The pixel value of each
image is in the range of 0 to 255. In the experiments, the
image patch size of DDTF, BM3D and K-SVD are 16. We
use 20 images to obtain the filter coefficients and sparse code
of the multi-image DDTF. The initial filters are generated by
a discrete cosine function. For K-SVD, we use random initial
dictionary for initialization.

Figure [1| shows the noise reduction effect of of each al-
gorithms when SNR is equal to 0.1. Table[I] shows the aver-
age PSNR. For an image x of size L x M, the PSNR of its
estimated image X is defined by

PSNR(x,x) = 10log;q

L]\/[ p (f((la]) 7X(iaj))2

~



(a) Clean image (b) Noisy image (c) CWF

(d) DDTF (e) BM3D (f) K-SVD
Fig. 1. Noise reduction of different algorithms when
SNR=0.1
Table 1. PSNR (dB)

SNR DDTF BM3D K-SVD

0.8  45.2005+1.51 40.5436+1.57 37.8226+0.72

0.4 42.4517+161 36.7738+1.50 35.6769+0.66

0.2 41.3008+1.66 33.6792+1.32 33.8494+0.60

0.1 38.9199+169 31.7994+1.07 32.4848+0.53

0.05 36.6697+1.46 31.1473+0.85 31.6649+0.52

0.01 33.2232+1.35 31.0944+0.77 31.0573+0.60

The PSNR measures the ratio of the maximum possible
power of a signal and the power of noise that affects the fidel-
ity of signal representation. It is generally used to show the
image reconstruction quality. According to the results shown
in Table [T, DDTF performs better than BM3D and K-SVD
in PSNR. From Figure [T} the multi-image DDTF better pre-
serves the shape, and has less artifacts compared with other
methods. Since the cryo-EM images have little self-similarity
pattern, the BM3D method, which uses nonlocal information
of the images for denoising, does not perform well.

4.3. Conformational classification results

After image denoising, we classify the “clamp-open”
structure and “’clamp-close” structure of the RNA polymerase
among the images. Classification helps us to solve the relat-
ive population distribution of stable conformations of macro-
molecules. The illustration of these two structures are shown
in Figure 2] The numbers of “clamp-open” structure and
“clamp-close” structure images are 420 and 429 respectively.

We compared the denoised image with DDTF, BM3D and
K-SVD methods, and noisy image without denoising as in-
puts for the conformational classification. We perform a brute

(a) Clamp-open conformation

(b) Clamp-close conformation

Fig. 2. llustration of conformations of RNA polymerase

force classification of images by pixel information. We se-
lect 31 template images from landmarks around the “North
Pole” of the sphere for each conformation. Because the mo-
lecules can be rotated at random angels, we rotate and reflect
the template images, and the Euclidean distance is calculated
between the tested images and the rotated and reflected tem-
plates. Classification is performed based on these distances.
When the distance of the noisy image is close to the “’clamp-
open” template, the image is classified as clamp-open” class.
Similarly, when the noisy image is close to “clamp-close”
template, the image is in the ”clamp-close” class.

Table 2. Classification Error Rate (%)
SNR DDTF BM3D K-SVD Noisy Image

0.8 0 0 0 0.59
0.4 0 0.35 0 22.85
0.2 0.35 0.12 0.58 48.00
0.1 0.47 10.95 14.72 50
0.05 2 36.04 44.76 50

The classification results are shown in Table 2] Accord-
ing to the results, we can see that DDTF performs better than
BM3D and K-SVD in classification error rate. The lower the
SNR, the better DDTF compared with BM3D and KSVD.
DDTF can well capture the shape and texture of images. It
helps to distinguish different molecules conformation.

5. CONCLUSION

In this paper, we applied DDTF method for cryo-EM im-
age denoising and conformational classification. The denois-
ing effect of data-driven tight frame is better than K-SVD and
BM3D. It also improves conformational classification accur-
acy over other algorithms. Our research demonstrates that
data-driven tight frame is an effective algorithm for cryo-EM
image processing.



(1]

(2]

(3]

(4]

(5]

(6]

(7]

(8]

(9]

(10]

(11]

[12]

[13]

6. REFERENCES

E. Nogales, “The development of cryo-EM into a main-
stream structural biology technique,” Nature methods,
vol. 13, no. 1, pp. 24, 2015.

Y. Cheng, N. Grigorieff, P. Penczek, and T. Walz,
“A primer to single-particle cryo-electron microscopy,’
Cell, vol. 161, no. 3, pp. 438-449, 2015.

Y. Cheng, “Single-particle cryo-EM at crystallographic
resolution,” Cell, vol. 161, no. 3, pp. 450-457, 2015.

L. Wang and F. Sigworth, “Cryo-EM and single
particles,” Physiology, vol. 21, no. 1, pp. 13-18, 2006.

T. Bhamre, Algorithms for Image Restoration and 3D
Reconstruction from Cryo-EM Images, Ph.D. thesis,
Princeton University, 2017.

V. Lucié, A. Rigort, and W. Baumeister, “Cryo-electron
tomography: The challenge of doing structural biology
in situ,” The Journal of Cell Biology, vol. 202, no. 3, pp.
407-419, 2013.

W. Kiihlbrandt, “Microscopy: Cryo-em enters a new
era,” eLife, vol. 3, pp. e03678, aug 2014.

T. Bhamre, T. Zhang, and A. Singer, “Denoising and co-
variance estimation of single particle cryo-EM images,”
Journal of structural biology, vol. 195, no. 1, pp. 72-81,
2016.

A. Singer and H. Wu, “Vector diffusion maps and the
connection laplacian,” Communications on pure and ap-
plied mathematics, vol. 65, no. 8, pp. 10671144, 2012.

J. Darbon, A. Cunha, T. Chan, S. Osher, and G. Jensen,
“Fast nonlocal filtering applied to electron cryomicro-
scopy,’ in 5th IEEE International Symposium on Bio-
medical Imaging (ISBI): From Nano to Macro, 2008.

J. Cai, H. Ji, Z. Shen, and G. Ye, “Data-driven tight
frame construction and image denoising,” Applied and
Computational Harmonic Analysis, vol. 37, no. 1, pp.
89-105, 2014.

C. Bao, J. Cai, and H. Ji, “Fast sparsity-based ortho-
gonal dictionary learning for image restoration,” in
Computer Vision (ICCV), 2013 IEEE International Con-
ference on. IEEE, 2013, pp. 3384-3391.

I. Daubechies, B. Han, A. Ron, and Z. Shen, “Framelets:
Mra-based constructions of wavelet frames,” Applied
and computational harmonic analysis, vol. 14, no. 1, pp.

1-46, 2003.

[14]

[15]

[16]

(17]

(18]

M. Elad and M. Aharon, “Image denoising via sparse
and redundant representations over learned dictionar-
ies,” IEEE Transactions on Image processing, vol. 15,
no. 12, pp. 3736-3745, 2006.

Z. Shen, “Wavelet frames and image restorations,” in
Proceedings of the International Congress of Mathem-
aticians 2010 (ICM 2010) (In 4 Volumes) Vol. I: Plenary
Lectures and Ceremonies Vols. II-1V: Invited Lectures.
World Scientific, 2010, pp. 2834-2863.

J. Frank, Three-dimensional electron microscopy of
macromolecular assemblies: visualization of biological
molecules in their native state, Oxford University Press,
2006.

K. Dabov, A. Foi, V. Katkovnik, and K. Egiazarian, “Im-
age denoising by sparse 3-D transform-domain collabor-

ative filtering,” IEEE Transactions on image processing,
vol. 16, no. 8, pp. 2080-2095, 2007.

R. Marabini, I. Masegosa, M. San Martin, S Marco,
J. Fernandez, L. De la Fraga, C. Vaquerizo, and
J. Carazo, “Xmipp: an image processing package for
electron microscopy,” Journal of structural biology, vol.
116, no. 1, pp. 237-240, 1996.



	1  Introduction
	2  Background
	3  Multi-image Data-driven tight frame
	4  Experimental Results
	4.1  Datasets
	4.2  Denoised results
	4.3  Conformational classification results

	5  Conclusion
	6  References

