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In this research we compared the optical properties of liquid-crystalline DNA dispersion particles formed 
as a result of the phase exclusion of double-stranded (ds) DNA molecules from aqueous-salt of poly(ethylene 
glycol) solutions and the phases obtained from these dispersions. It is shown that the liquid-crystalline 
dispersions with cholesteric packing of double-stranded DNA molecules are characterized by an intense 
(abnormal) negative band in the circular dichroism (CD) spectrum. The phases obtained from these dispersions 
possess «fingerprint» texture at both room and elevated temperatures. The CD spectra without abnormal band 
are found for double-stranded DNA dispersions with an initial hexagonal packing of molecules, which are formed 
at room temperatures. However, the temperature increase results in the appearance of an abnormal band in the 
CD spectrum of the hexagonal double-stranded DNA dispersion particles. The observed optical effect 
corresponds to a new “hexagonal → re-entrant cholesteric” phase transition in the case of the particles formed 
by both the semi-rigid and flexible ds DNA molecules. Unlike the dispersion particles, the textures of phases 
obtained from these particles do not demonstrate any attributes typical of conventional cholesteriсs. These 
textures present anisotropic domains with beautiful colors at room and elevated temperatures. In the agreement 
with the measured magnitude of the abnormal CD band, the colors can reveal a very small helical pitch well 
below the values known for classical cholesterics.  
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Проведено сравнительное изучение оптических свойств частиц ЖК-дисперсий и ЖК-фаз ДНК. 

Частицы ЖК-дисперсий с холестерическим способом упаковки молекул ДНК обладают аномальной 
отрицательной полосой в спектре кругового дихроизма (КД), а фазы ДНК, полученные на основе этих 
частиц – текстурой «отпечатков пальцев» в широком интервале температур (от 22 до 80 оС). В 
спектрах КД частиц ЖК дисперсий с гексагональной упаковкой молекул ДНК аномальная полоса 
отсутствует. Однако повышение температуры сопровождается появлением в их КД спектрах 
аномальной полосы. Наблюдаемый оптический эффект соответствует фазовому переходу 
«гексагональная → возвратная холестерическая фаза» в случае частиц, образованных как из жестких, 
так и из гибких двухцепочечных молекул ДНК. Однако текстуры фаз, сформированные на основе этих 
частиц, не содержат признаки, характерные для холестериков. Текстуры этих фаз при разных 
температурах представляют собой многоцветные анизотропные домены. Не исключено, что в 
соответствии с данными спектроскопии кругового дихроизма наличие таких текстур показывает, что 
шаг пространственной спиральной закрутки образуемых в этих условиях холестериков значительно 
меньше шага, характерного для классических холестериков двухцепочечных молекул ДНК. 

Ключевые слова: частицы жидкокристаллических дисперсий двухцепочечной ДНК, круговой 
дихроизм, аномальная оптическая активность, текстуры, гексагональная упаковка двухцепочечных 
молекул ДНК в частицах дисперсий, холестерическая упаковка двухцепочечных молекул ДНК в частицах 
дисперсий, фазовый переход гексагональная  → холестерическая фаза. 
 
 

1. Introduction 
 

The packing of double-stranded (ds) DNA 
molecules in liquid-crystalline (LC) phases is still in a 
focus of many experimental and theoretical works 
(see, e.g. [1–6]). The X-ray diffraction parameters, the 
thin layer textures and electron microscopy 
photographs of the phases made it possible to establish 
the details of the ds DNA packing in the formed LC 
phases. The cascade of phases established in these 
works looks as follows: isotropic phase → (blue 
phase?) → cholesteric phase → columnar phase → 
crystalline phase [7-12]. 

As a rule, ds DNA LC phases were obtained by 
dissolution of lyophilized ds DNA samples (of high 
and low molecular mass) in  a very small amount of 

buffer (with an adjustment  the concentration with the 
added a buffer solution). 

It is known as well that, at room temperature, 
along with the LC phases, the ds DNA liquid-
crystalline dispersion (LCD) particles can be formed 
[13, 14]. The dispersions can be obtained by the phase 
exclusion (condensation) of linear ds DNA molecules 
from aqueous-salt-poly(ethyleneglycol) (PEG) 
solutions [15, 16] or mixtures of PEG with a mineral 
oil [17]. This process, depending on the molecular 
mass of ds DNA molecules, is realized as the 
intramolecular or the intermolecular assembling of 
molecules [6–18]  into the dispersion particles, driven 
by packing constrains and enforced by the van der 
Waals, hydrophobic and electrostatic interactions. 
Note that the particles of the low molecular mass ds
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DNA dispersions are “microscopic droplets of 
concentrated DNA solution”. The LCD particles in 
their “liquid-like” state exist only above some 
“critical” osmotic pressure of the solution [6]. A 
“liquid-like” packing ds DNA molecules in the 
dispersion particles prevents their immobilization on 
the surface of membrane filters. 

Theoretical estimations of the ds DNA LCD 
particle size, based on the data obtained by different 
methods (low-speed centrifugation, UV-light scatte-
ring, dynamic light scattering, etc.), show, that for the 
DNA with molecular mass about (0.6–0.8)106 Da the 
mean particle diameter is close to 500 nm, and one 
particle contains about 104 DNA molecules [19]. 
These results were confirmed by the direct atomic 
force microscopy data on the specially prepared 
“rigid” (gel-like) ds DNA dispersion particles, 
immobilized on the surface of nuclear membrane 
filters [20]. 

According to the estimates, the mean size of 
dispersion particle depends on: (i) the ds DNA 
concentration, and (ii) the PEG concentration (i.e., 
osmotic pressure) needed for the phase exclusion 
[6, 16, 21]. 

There is limited number of simple methods 
which enable identify basic structural and physical 
properties of LC phases and LCDs. For instance, the 
polarizing microscope allows to observe the specific 
optical pattern (texture) of a thin layer of LC phase. 
The texture is determined by macroscopic orientation 
of molecules (or molecular layers) in the sample; it 
helps to determine the molecular structure of LC 
phase. In the case of a cholesteric liquid crystals, the 
quasinematic layers formed by molecules are regularly 
twisted in space, giving rise to a helical structure in 
which the molecules are all perpendicular to the 
helicoidal axis. Between crossed polars the cholesteric 
phase usually shows periodic alterations of light and 
dark lines (it is a well-known “fingerprint texture”). 
Hence, polarizing microscope can be used to identify 
structural features of LC phase. 

A very useful and robust global information 
about the mode of ds DNA molecules packing within 
spatially distributed, independent, small size 
dispersion particles can be obtained by application of 
circular dichroism (CD) method [22, 23]. The 
“molecular circular dichroism” (expressed as ∆ε 
value,  ~ 2.5 M–1 cm–1), i.e. the physical constant is 
usually used for description of the peculiarities of 
isolated nitrogen bases or individual DNA molecules.  

The value of  can be calculated theoretically 
[24]. On the other hand, in the case of DNA LC phase 
with the cholesteric packing of molecules, the 
theoretical studies [25–28] predict an appearance of an 
intense band in the CD spectrum located in the region 
of absorption of the chromophores  introduced in this 
phase. After B. Norden paper [29] this band is 
expressed as ∆A (in optical units) and reflects a so-
called “structural circular dichroism”. Its value is 
related mainly to the spatial parameters of LCD 
particles (their diameter (D) and the magnitude of the 
cholesteric pitch (P)). Hence, proof of the specific 
mode of ds DNA molecule packing in dispersion 
particles can be based on an analysis of their CD 
spectra peculiarities [6, 23]. In order to stress the 
difference between the “molecular circular dichroism” 
and the “structural circular dichroism” we utilized the 
term “abnormal band” for an intense band in the CD 
spectrum [30]. 

The study of the ds DNA LCD particles has 
proven the existence (at room temperatures) of the 
following sequence of phase transitions: isotropic→ 
cholesteric → hexagonal state driven by an increase of 
the PEG concentration in a solution [6]. 

In the recent publications of our group [31–33] 
we found that the ds DNA hexagonal phase, being 
optically inactive, is transformed upon heating to a 
new optically active phase, which was termed “re-
entrant cholesteric phase”. After the time of writing 
the papers [32, 33] it seems fair to state that things 
have turned out to be considerably more complicated 
(and more interesting) than expected. 

In what follows in this paper, we compared the 
structural circular dichroism (CD) spectra of the LCD 
particles formed by ds DNA molecules and thin layer 
textures of phases obtained from these particles, 
aiming to answer two questions. 

1. Whether linear ds DNA's, which differ by 
molecular mass, form the dispersion particles capable 
of the “re-entrant cholesteric phase” transition? 

2. Whether the “re-entrant cholesteric phase” 
can be identified by thin-layer textures? 

The answer to these questions is important, 
because the physicochemical properties of the 
dispersion particles may be significantly different. 

In addition, the properties of the ds DNA 
dispersion particles are interesting in own turn because 
these particles allow one to get insight on the 
characteristic features of the DNA packing in viruses or 
chromosomes  of  Protozoa, which  are in  fact  dispersed 
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microsystems with somehow ordered but mobile DNA 
molecules packing [2, 34]. 
 

2. Experimental 
2.1. Preparation of ds DNA liquid-crystalline 

dispersions 
 
We have used several ds DNA preparations 

(calf thymus (“Sigma”, USA); erythrocytes chicken 
blood (“Reanal”, Hungary); salmon sperm (Russia) 
after additional purification and ultrasonic 
depolymerization. The mean molecular mass of the 
obtained ds DNA samples was determined by 
electrophoresis in a 1 % agarose gel. The samples 
were divided into three groups: a) with a molecular 
mass of ~ 13106 Da (M1); b) with the molecular mass 
of ~ (0.5–0.8)×106 Da (M2); c) with the molecular 
mass of ~ (0.2–0.3)×106 Da (M3). 

The concentration of DNA in the aqueous salt 
solutions was determined using the known value of the 
molar extinction coefficient (6,600 M–1 cm–1). 

Poly(ethylene glycol) (“Serva”, Germany) 
sample with a molecular mass of 4,000 Da was used 
without additional purification. 

Initial aqueous salt solution of PEG (0.3 M 
NaCl, CPEG = 600 mg ml–1) was prepared by dissolving 
the weighed portions of NaCl and PEG in 0.002 M 
Na+-phosphate buffer (pH ~ 7.0). 

Double-stranded DNA dispersions in aqueous-
salt solutions with different PEG concentrations     
(120 mg ml–1 ≤ CPEG ≤ 300 mg ml–1) were prepared 
according to the phase exclusion (condensation) 
technology described previously [15]. According to 
this method, equal volumes of aqueous salt solutions, 
one of which contained DNA, and the other – PEG 
(concentration of DNA and PEG solution were twice 
higher than the desired final value) were mixed, and 
intensively stirred during 1 min. The resulting mixture 
was allowed to leave at room temperature for 24 h to 
complete the formation of the DNA dispersion and 
then used in the work. 

The DNA concentration in the studied PEG-
containing solutions was 10–30 g ml–1. 

 

2.2. Optical measurements 

 
The ultraviolet absorption and circular 

dichroism (CD) spectra were recorded with Cary 100 
Scan  spectrophotometer   (“Varian”,  USA)  and  with  

SCD-2 portable dichrometer (produced by Institute of 
Spectroscopy of the Russian Academy of Sciences, 
Troizk, Moscow), respectively. The CD results are 
reported as ΔA = AL – AR, ΔA being the difference in 
absorption between left and right polarized light at 
wavelength λ [22]. 

In all cases the rectangular quartz cells 
(“Hellma” 100 QS, Germany) with a pathlength of      
1 cm were used. 

The temperature in the temperature-controlled 
compartment of dichrometer in the range of 20 °C to 
80 °C was set by the program “Temperature control”, 
which is part of the software of the device. After 
setting the required temperature, a cell containing 2 ml 
of DNA dispersion was heated for 10 min in a 
temperature controlled compartment, and the 
registration of the CD spectrum in the wavelength 
range of 250–350 nm was processed. 

 
2.3. Polarizing microscopy of ds DNA LC phases 

 
For polarizing microscopy the pellets (~ 2–       

5 mg) of the ds DNA phases obtained by low-speed 
sedimentation (5,000 rev. min–1, 40 min, 4 oC; 
centrifuge K-23, Germany) of solutions containing ds 
DNA dispersion particles were used. These particles 
were formed as a result of DNA molecules phase 
exclusion (CDNA = 30 g ml–1) in PEG-containing 
solutions (PEG concentrations is within 
170 mg ml–1 ≤ CPEG ≤ 300 mg ml–1). 

To investigate the textures of ds DNA phases 
the special cell with stationary value of a sample 
thickness was used. To obtain this cell, on the surface 
(A) a quartz cylinder (diameter is 28 mm, height is     
4 mm), a round layer by the depth 20 µm (diameter is 
20 mm) was engraved and the flat surface B was 
formed. Around surface B a circular canal (depth is    
2 mm) capable (if necessary!) to take an excess of 
solution was created. 

A very small piece of pellet, which represents a 
condensed ds DNA phase with a minor volume of 
PEG-containing supernatant, was deposited onto 
central part of surface B. Then the surface A was 
covered by quartz coverslip C (diameter 28 mm, 
height 0.1 mm), and it invoked the “compressing” of 
LC phase. As a result, ds DNA phase was spread on 
surface B and an excess of solution was accepted by 
circular canal. Hence, between surface C and surface 
B was formed the optical cell with constant sample 
thickness (20 µm).  This cell  contained  the  sample of  
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ds DNA phase. Additional teflon rings below quartz 
cylinder and on the surface C protect the ds DNA 
phase from evaporation. All construction was seated in 
thermostated holder with adjustable temperature. 

The ds DNA phases were observed between 
crossed polars (40) in a CX40P polarizing 
microscope (“Sunny Instruments”, China). 
 

3.  Results 
3.1. The CD spectra of ds DNA dispersions under 

various conditions 
 

A CD spectrum typical of classical linear ds 
DNA B-form (isotropic state of DNA, domain I) is 
well-known [24] and we do not plot this spectrum in 
Fig. 1, A. 

The phase exclusion of ds DNA molecules with 
the “standard” molecular mass from aqueous-salt-PEG 
solutions  (CPEG from 120 mg ml–1  to  220 mg ml–1  or  

PEG osmotic pressure from 2.062 to 9.001 atm, 
domain II in Fig. 1, B) [32] is accompanied usually by 
formation of dispersions which possess an abnormal 
(very intense) band in the CD spectrum located in the 
absorption range of DNA chromophores (Fig. 1, A, 
curves 1–4). This abnormal band reflects the mode of 
ds DNA molecule packing in individual dispersion 
particles (a so-called “structural circular dichroism”) 
[22, 30]. The appearance of this band in the CD 
spectrum in the absorption region of DNA 
chromophores (nitrogen bases) is (according to the 
theory [23]) the direct evidence of the formation of the 
helically twisted spatial (cholesteric) structure of ds 
DNA dispersion particles [26, 35].  

The CD spectra without any abnormal band are 
typical of dispersions which are obtained at ds DNA 
phase exclusion under osmotic pressure of PEG 
greater than 9 atm (PEG concentrations is greater than 
220 mg ml–1, domain III, Fig. 1, B) [32].  

 

 
 

Рис. 1. A – The CD spectra of the DNA LCDs formed in aqueous salt solutions with different PEG concentration. 
1 – CPEG = 120 mg ml–1 (π = 2.062 atm), 2 – CPEG = 150 mg ml–1 (π = 3.422 atm), 3 – CPEG = 170 mg ml–1 (π = 4.616 atm),     
4 – CPEG = 200 mg ml–1 (π = 6.987 atm), 5 – CPEG = 210 mg ml–1 (π = 7.839 atm). СDNA = 10 g ml–1; 0.3 М NaCl + 0.002 M 
Na+-phosphate buffer. A = (AL – AR)10–6 optical units; L = 1 cm; T = 22 oC. 

B – The generalized dependence of the amplitude of the band in the CD spectra of DNA LCDs ( = 270 nm)  
upon PEG concentration. 

СDNA = 10 g ml–1;   0.3 М NaCl + 0.002 M Na+-phosphate buffer.    A27010–6 optical units;   L = 1 cm; Т = 22 оС. 
CPEG

critical – “critical” concentration of PEG at which the formation of DNA LCDs begins. π – osmotic pressure of PEG 
solution.  Domain  I – isotropic  ds DNA solution;  domain  II  and  domain III –  the existence  of  the  ds  DNA LCDs  with 
                                    cholesteric and hexagonal packing of  molecules in particles, respectively 
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It is worth to remind that the small-angle X-ray 

scattering data of the phases that were formed as a 
result of the low-speed sedimentation of the ds DNA 
dispersion particles under different PEG 
concentrations demonstrate the close dense packing of 
the ds DNA molecules in dispersion formed in the 
domains II and III [32]. 

In the domain II (120 mg ml−1 ≤ CPEG ≤          
220 mg ml−1) the mean distance (d) between ds DNA 
molecules changes from 3.8 nm to 2.8 nm; whereas in 
the domain III (220 mg ml−1 ≤ CPEG ≤ 320 mg ml−1), 
the d value only slightly decreases (from 2.8 to        
2.4 nm) [32]. 

Therefore, in the domain II, the LCD particles 
formed by ds DNA molecules at room temperature 
possess a structure not only with the dense packing of 
the linear neighboring ds DNA molecules but also 
with the spatially twisted packing of these molecules. 
The ds DNA molecules spatial ordering in the LCD 
particles in the domain III is significantly different 
from that of in the domain II, and can be described as 
the hexagonal packing with the parallel (nematic like) 
alignment of the orientationally ordered ds DNA 
quasinematic layers [32]. 

Hence, the absence of an intense band in the CD 
spectra of dispersions formed in domain III points to 
the hexagonal packing of the ds DNA molecules. 

Thus, the phase exclusion of the ds DNA  mole- 

cules at room temperature leads to the formation of 
two main types of the dispersion particles depending 
on the osmotic pressure of PEG solution, i.e. 
cholesteric LC particles and hexagonal particles. 

Fig. 1, B clearly shows that that at room 
temperature there is the following sequence of ds 
DNA phase transitions: isotropic (I)→ cholesteric (II) 
→ hexagonal state (III) governed by an increase of the 
PEG concentration in a solution (PEG osmotic 
pressure). 

We have tested the peculiarities of the CD 
spectra (at various temperatures) of ds DNA 
dispersions of different origin under PEG 
concentrations marked by red points in Fig. 1, B. 

 
3.2. Dispersion particles obtained from high 

molecular mass ds DNA molecules 
 
In Fig. 2 the CD spectra of dispersions obtained 

from ds DNA with molecular mass M1 in the aqueous-
salt solutions under conditions, which correspond to 
domain II (CPEG = 170 mg ml–1, Fig. 1, B) and domain 
III (CPEG = 240 mg ml–1, Fig. 1, B) at room and 
elevated temperatures, are compared. Long ds DNA 
molecules can be easily excluded from aqueous salt 
PEG-containing solutions because their length exceeds 
by far the DNA persistence length and they can 
therefore fold back on itself.  

 

 
 

Fig. 2. The CD spectra of the LCDs obtained from high molecular mass ds DNA molecules in PEG-containing aqueous-salt 
solutions (А – CPEG = 170 mg ml–1; B – CPEG = 240 mg ml–1) at different temperatures. 

1 – 22 оС, 2 – 80 оС, 3 – 80 → 22 оС; СDNA = 15 μg ml–1;  0.3 М NaCl + 0.002 M Na+-phosphate buffer: 
A = (AL – AR)×10–6 optical units; L = 1 cm 
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One can see that at room temperature the 

dispersions obtained in domain II, where the 
cholesteric ordering of ds DNA molecules is possible, 
do not demonstrate an abnormal band in the CD 
spectrum (Fig. 2, A, curve 1). In addition, the 
dispersions obtained in domain III, where the 
hexagonal packing of ds DNA molecules can exist 
(Fig. 2, B) do not reveal an abnormal band in the CD 
spectra. 

Fig. 2 clearly shows that the formation of 
dispersions from high molecular mass ds DNA, by 
itself, is not a sufficient condition for an appearance of 
abnormal band in the CD spectrum. Indeed, many 
aggregated forms of DNA molecules (for instance, the 
aggregates formed by single-stranded DNA 
molecules) fail to show the intense band in the CD 
spectra. Any random packing of nucleic acids is 
unaccompanied by any change in the amplitude of the 
CD band except that produced by changes in 
secondary structure [17, 24]. 

The heating of both types of dispersions (Fig. 2) 
does not result in significant optical effect and the 

small amplitudes of the bands in the CD spectra do not 
practically change at temperature rise. 

Hence, we can assert that the used technology 
of the phase exclusion (condensation of DNA; see 
Experimental) in case of high molecular mass ds DNA 
results only in formation of random aggregates from 
these molecules. 

 
3.3. Dispersion particles obtained from linear, rigid 

and flexible ds DNA molecules in domain II 
 

Fig. 3, A shows, as an example, the dependence 
of the abnormal band amplitude in the CD spectrum of 
the dispersion formed by linear, rigid ds DNA 
molecules (M3, molecular mass is about ~ 0.3106 Da 
(~ 500 base pairs), CPEG = 170 mg ml–1; domain II) 
upon temperature. 

The high value of initial negative abnormal 
band amplitude (∆A270) at room temperature reflects 
the long-range spatial twisting (the cholesteric 
ordering) of ds DNA molecules in the dispersion 
particles obtained from these molecules.  

 

 
 
Fig. 3. The dependence of the abnormal band amplitude in the CD spectrum ( = 270 nm) of the the cholesteric LCDs formed 

by linear, rigid (A) and flexible (B) ds DNA molecules upon temperature. 
X and Y mean the averaged values of the abnormal band amplitudes for a few LCDs after their thermal training. 

CDNA = 30 g ml–1, 0.3 M NaCl + 0.002 M Na+-phosphate buffer. A27010–6 optical units, L = 1 cm 
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Despite the increase in temperature ds DNA 

molecules cannot “leave” the limited physical volume 
of dispersion particles, and separation of ds DNA 
chains in these particles is impossible by steric 
constrains [36]. (Note that the “melting temperature” 
(Tm) of ds DNA secondary structure (i.e., temperature 
at which the chains separation of linear ds DNA 
molecules takes place) in the solutions used in our 
experiments (0.3 M NaCl + 0.002 M Na+-phosphate 
buffer (pH ~ 7.0) + PEG), is close to 95 °C [6]. The 
peculiarities of this process have been carefully 
investigated in a whole series of papers [36–38]). 

The thermal decrease of the abnormal band 
amplitude in the CD spectrum of ds DNA cholesteric 
liquid-crystalline dispersion (CLCD) particles 
corresponds to the unwinding of the helical spatial 
structure of particles formed by DNA molecules, 
which is known as the “CD melting” [37]. This 
process depends on the PEG concentration [4] and 
occurs at a temperature below Tm. 

The cooling of the dispersions formed by rigid 
ds DNA molecules (molecular mass about 0.3106 Da) 
in domain II to room temperature is accompanied 
usually by the recover of the of abnormal band in the 
CD spectrum (point X, Fig. 3, A) typical of initial ds 
DNA CLCD. This optical effect testifies that in 
dispersion particles formed at phase exclusion of rigid 
DNA, the high extent of ordering (the “perfect” 
ordering) of adjacent molecules is reached even at 
room temperature. 

Fig. 3, B demonstrates the dependence of the 
abnormal band amplitude in the CD spectrum of the 
CLCD obtained from flexible ds DNA molecules (M2, 
molecular mass is about is about 1.0106 Da; CPEG = 
170 mg ml–1; domain II) upon temperature. 

Comparison of Fig. 3, A to Fig. 3, B makes 
possible a few remarks. 

i) The initial value of the abnormal band 
amplitude (A270) in the CD spectrum of dispersion 
formed by flexible ds DNA molecules is smaller   
(Fig. 3, B) than that of in the the CD spectrum of 
dispersion of rigid ds DNA molecules (Fig. 3, A). It 
allows one to suppose that at room temperature these 
is an “imperfect” long-range ordering of the flexible 
ds DNA molecules in the CLCD particles. 

ii) The prominent growth of the initial abnormal 
band amplitude in the CD spectrum precedes the CD 
melting (Fig. 3, B). This optical effect was shown at 
the first time in paper [37]. It confirms mutual 
alignment (adjustment) of positions of the neighboring 

flexible ds DNA molecules inside the dispersion 
particles induced by temperature rise. 

iii) The CD melting takes place at the 
temperature below Tm. 

iv) The cooling of the dispersion particles 
formed by flexible ds DNA molecules to room 
temperature, which is accompanied by better ordering 
of these molecules, results in significant amplification 
of the abnormal band amplitude in the CD spectrum 
(point Y, in Fig. 3, B). 

It may be useful to keep in mind also that the 
abnormal band (∆A) in the CD spectrum depends 
upon the spatial parameters of CLCD particles, i.e., 
their diameter (D) and the cholesteric pitch (P) (see 
Addendum, Figs. A-1 and A-2). At fixed concentration, 
the number of dispersion particles in the case of 
flexible DNA molecules is less that in the case of rigid 
DNA molecules. However, the higher ∆A value (after 
thermal training) in the case of CLCD particles 
obtained from flexible ds DNA molecules (Fig. 3, B) 
is connected, more probably (highly likely), with the 
bigger size of these particles after ordering of flexible 
molecules in comparison to the CLCD particles 
obtained from rigid ds DNA molecules (Fig. 3, A). 

Despite the marked differences, the 
aforementioned alterations in the CD spectra upon 
heating and cooling are typical of the ds DNA LCD 
with cholesteric-like ordering of molecules (the 
domain II of PEG osmotic pressure [6]). 

 
3.4. Dispersion particles obtained from linear, rigid 

and flexible ds DNA molecules in domain III 
 
The alignment of the ds DNA molecules in the 

particles formed in domain III (Fig. 1, B; CPEG from 
220 to 300 mg ml–1) was investigated. We assume that 
the maximal density of ds DNA molecules in the LCD 
particles can be achieved at their hexagonal packing. 
In this case we admit the existence of orientationally 
ordered molecular layers (quasinematic layers) 
according to the three main directions of the 
hexagonal structure [32].  

The ds DNA molecules are oriented in a plane 
of these layers with a thickness of the order of the 
intermolecular spacing. 

In Fig. 4 the CD spectra of ds DNA LCD 
obtained from rigid and flexible ds DNA molecules 
(CPEG = 260 mg ml–1 ; domain III) at their heating and 
cooling are shown, as an example. This Figure shows 
that  the  heating   of  ds  DNA   dispersions   with  the  
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Fig. 4. The CD spectra of the LCDs formed by rigid (A) and flexible (B) ds DNA molecules in PEG-containing  

aqueous-salt solution (CPEG = 260 mg ml–1) at different temperatures. 
1 – 22 oC,  2 – 80 oC,  3 – 80 oC → 22 oC.  СDNA = 30 μg ml–1; 0.3 М NaCl + 0.002 M Na+-phosphate buffer. 

A = (AL – AR)×10–6 optical units; L = 1 cm 
 

 
hexagonal packing of molecules formed in domain III 
(these particles do not possess an abnormal optical 
activity at room temperature (curve 1 in Figs. 4, A and 
4, B) is accompanied by the appearance of a “new 
abnormal” band in the CD spectra of dispersion 
particles, i.e., an amplification of band take place. 

The extent of amplification of the initial band in 
the CD spectrum depends on the molecular mass of ds 
DNA samples. The abnormal band is not typical of 
hexagonal, but of cholesteric packing of ds DNA 
molecules (Fig. 1 and Fig. 3); hence, this band reflects 
the hexagonal → cholesteric transition, which is 
realized inside individual dispersion particles. 

The heating of the ds DNA dispersion formed at 
CPEG = 300 mg ml–1 is accompanied again by an 
appearance of an abnormal band in the CD spectrum 
(data not shown). 

Evidently the packing of the DNA molecules in 
the dispersion particles depends not only on the 
energetic but also on the kinetic factors, which is why, 
e.g., after the “hexagonal → cholesteric phase 
transition”, a drop in the temperature of the solution to 
room temperature will not result in the immediate 
restoration of the initial hexagonal packing. Such 
behavior seems to be quite natural for the first-order 

phase transitions, where metastable structures (and 
hysteresis phenomena) are possible. 

Thus, the heating of the independent LCD 
particles with the initial cholesteric packing of the ds 
DNA molecules results in the unwinding of their 
spatial helical structure. This process is accompanied 
by the decrease in the optical activity. A drop in the 
temperature of the solution to room temperature is 
accompanied by the restoration of the initial 
cholesteric structure. On the contrary, the heating and 
cooling of the independent LCD particles with the 
hexagonal ordering of the neighboring ds DNA 
molecules results in the appearance of new cholesteric 
re-entrant phase. 

The averaged change of the abnormal optical 
activity for LCDs obtained from a few samples of 
rigid and flexible ds DNA molecules at their heating 
and cooling to room temperature are compared in   
Fig. 5 (curve 1 and curve 2, respectively). Comparison 
of the curves obtained for various ds DNA samples 
indicates that the tendency of ds DNA molecules to 
form “a new optically active state” upon the 
temperature rise depends definitely on the molecular 
mass of the ds DNA molecules. 
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Fig. 5. Dependence of the amplitude of the abnormal band  
(λ = 270 nm) in the CD spectra of various DNA LCDs 
formed at room temperature, heated to 80 oC and cooled to 
room temperature on PEG concentration. 
Curve 1 – for ds DNA samples with molecular masses M3. 
Curve 2 – for ds DNA samples with molecular masses M2. 
Different symbols correspond to various ds DNA samples. 
CDNA= 30 μg ml−1; 0.3 M NaCl + 0.002 M Na+-phosphate 

buffer,  ΔA270×10−6 optical units; L = 1 cm 
 
 
One can note that the results of the theoretical 

calculations show that the increase in the amplitude of 
an abnormal negative band in the CD spectrum (∆A270; 
Fig. 5, curve 2) of the ds DNA LCDs is related to a 
decrease in P value below 2,500 nm (Addendum,     
Fig. A-2). It corresponds to the increase in the twist 
angle between the quasinematic layers existing in the 
particles of these LCDs. The high values of the 
amplitude of an abnormal negative band in the CD 
spectra are existing even for the ds DNA cholesterics 
with the pitch below 500 nm. But, the measurement of 
the last value needs the application of special methods. 

 
3.5. The optical thin layer textures of ds DNA  

LC phases 
 
The LC phases (pellets) were obtained as a 

result of the low-speed sedimentation of the ds DNA 
dispersion particles formed in PEG-containing 
solutions. 

The ds DNA LC phases have been 
“compressed” between quartz glasses of thermostated 
cell and the thin layer optical textures of these phases 
at various PEG concentrations and temperatures have 
been compared. 

We presented here a number of optical textures 
we observed in thin layers of the ds DNA LC phases. 
Taking into account the “compressing” technology of 
preparation of thin layers of ds DNA phase, the 
thermal training (i.e. an increase of their temperature 
to 40–60 oC) was used [39–40]. 

Fig. 6 compares the optical texture of two 
samples of phases obtained by sedimentation of 
dispersion particles of ds DNA with high molecular 
mass (M1; CPEG = 170 mg ml–1 (domain II, Fig. 6, A) 
and CPEG = 240 mg ml–1 (domain III, Fig. 6, B) at 
various temperatures. These textures, despite different 
concentrations of PEG used for formation of these 
phases, contain at room temperature, only the 
attributes of nonspecific, anisotropic fragments. The 
increase in temperature to 60 oC does not accompanied 
by an essential visual change in shown patterns. 

Hence, the textures of the phases obtained from 
high molecular mass DNA dispersion particles do not 
allow to determine the presence of specific spatial 
packing of ds DNA molecules. This result coincides 
with results, which follow from Fig. 2, about absence 
of spatial alignment of neighboring high molecular 
mass ds DNA molecules in aggregates obtained by the 
used technology of phase exclusion. 

Fig. 7, A shows the texture typical of phase 
obtained at sedimentation of dispersion particles of ds 
DNA with molecular mass M3 (CPEG = 170 mg ml–1, 
domain II). The well-known fingerprint texture can be 
observed both with parallel and crossed polars. This 
texture is typical of twisted structure (cholesteric) of 
liquid crystal formed by ds DNA molecules. The 
cooling of the DNA LC phase from 60 oC to room 
temperature does not result in the disappearance of the 
fingerprint texture. 

Several conclusions follow from Fig. 7, A. First, 
one can see that size of cholesteric domains is much 
larger in comparison to that of ds DNA dispersion 
particles (~ 500 nm). Secondly, the size of these objects 
indicates that ds DNA dispersion particles are capable of 
merging and forming extended cholesteric LC phase. 
The periodic alteration of light and dark lines in this 
pattern allows us to estimate the value of the pitch (P) of 
cholesteric  structure  formed by  the ds DNA  molecules.  
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Fig. 6. А – Thin layer optical texture of the ds DNA phase formed as a result of the low-speed sedimentation of the ds DNA 
particles formed in PEG-containing solution (CPEG = 170 mg ml–1). Molecular mass of DNA – M1.  Bar 50 m 

B – Thin layer optical texture of the ds DNA phase formed as a result of the low-speed sedimentation of the ds DNA  
particles formed in PEG-containing solution (CPEG = 240 mg ml–1). Molecular mass of DNA – M1. Bar 50 m 
 
 

 
 

Fig. 7. А – Thin layer fingerprint texture of the bulk LC phase formed as a result of the low-speed sedimentation of the 
independent ds DNA LCD particles formed in PEG-containing solution (CPEG = 170 mg ml–1). 

Molecular mass of DNA – M3. Bar 10 m 
B – Thin layer optical texture of the ds DNA LC phase formed as a result of the low-speed sedimentation of the independent 

ds DNA LCD particles formed in PEG-containing solution (CPEG = 200 mg ml–1). 
Molecular mass of DNA – M3. Bar 10 m 

One can see small site with fingerprint texture in the right corner of Fig. 7, B. 
 
 

We find that the pitch is on the order 3,000 nm (within 
temperature range from 25 oC to 60 oC). Because of 
inhomogeneous orientation of neighboring cholesteric 
domains in LC phase it is difficult to measure more 
accurately the temperature dependence of the pitch 
value. (According to experimental results [16] the 
cholesteric pitch value seems to be independent on ds 
DNA concentration, and its value is not changing with 
molecular mass of ds DNA molecules. Note that 

theoretical consideration relates the cholesteric pitch 
with the length of DNA fragments [41]). 

Taking into account that the distance (d) 
between ds DNA molecules under experimental 
conditions is close to 3.4 nm, the twist angle (φ) 
between ds DNA molecules in the cholesteric structure 
corresponds to about 0.4o. 

Hence, the thin layer optical textures of the cho-
lesteric LC phase obtained by low speed sedimentation of ds 
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DNA dispersion particles in PEG-containing solution 
demonstrate that the packing of the ds DNA molecules 
in LC phase does not differ from that of in dispersion 
particles. The results obtained for cholesteric LC phase 
and for the ds DNA dispersion particles (Fig. 7, A and 
Fig. 1) are inherently correlated. It means that both 
approaches, i.e. the CD spectroscopy and the analysis 
of textures, permit to detect the cholesteric mode of ds 
DNA molecules packing. 

Thus, under 170 mg ml–1 of PEG in solution 
there is no difference in the mode of the ds DNA 
molecules packing in the independent dispersion 
particles and in the bulk LC phase. 

We have investigated also the thin layer optical 
textures of LC phases obtained from the ds DNA 
dispersion particles with hexagonal packing of these 
molecules (PEG concentration is 200–300 mg ml–1). 
(It was shown above (Fig. 5) that these ds DNA 
dispersion particles form the “re-entrant cholesteric 
phase” at temperature rise). 

The thin layer optical texture of LC phase 
formed at PEG concentration 200 mg ml-1 (conditions, 
which correspond the intermediate concentration of 

PEG, Fig. 1), is dramatically different from the 
previous case (Fig. 7, A). Fig. 7, B shows the optical 
texture taken with crossed polars. In contrast to the 
previous case, this pattern contains only minor 
fragments with fingerprint texture. Main part of this 
texture has the attributes of anisotropic object, where 
deep red and blue colors are present. 

Similar development of colors takes place in the 
case of LC phase formed at PEG concentration 
240 mg ml–1, i.e., under conditions, which correspond 
to the hexagonal packing of ds DNA molecules 
(molecular mass M3, Fig. 8, A). At room temperature 
pattern contain only nonspecific anisotropic domains. 
The increase in temperature of the thin layer is 
accompanied by development of colored sites. 

We observe analogous pattern for case of LC 
phase formed at PEG concentration 260 mg ml–1, i.e., 
under conditions, which correspond again to the 
hexagonal packing of ds DNA molecules. At room 
temperature pattern contain only nonspecific 
anisotropic domains. The increase in temperature of 
the thin layer is accompanied by development of 
colored sites.  

 

 
 

Fig. 8. А – Thin layer optical texture of the bulk LC phase formed as a result of the low-speed sedimentation of the ds DNA 
LCD particles formed in PEG-containing solution (CPEG = 240 mg ml–1). Molecular mass of DNA – M3. Bar 20 m 

B – Thin layer optical texture of the bulk LC phase formed as a result of the low-speed sedimentation of the ds DNA LCD 
particles formed in PEG-containing solution (CPEG = 300 mg ml–1). Molecular mass of DNA – M3. Bar 20 m 

 
 
At the further increase of PEG concentration to 

300 mg ml–1 (molecular mass M3; Fig. 8, B) the 
alterations in the thin layer texture of ds DNA phase 
are continued. Again, at room temperature the optical 
texture typical of any known LC system is absent. The 
texture taken with crossed polars demonstrates the 

presence only a small amount of anisotropic sites. The 
increase of temperature results in an increase of the 
number of these anisotropic sites. At high temperature 
the sites with blue or deep red color are appeared. In 
this case the color tends to return back to that of initial 
thin layer texture. 
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Hence, the textures of phases formed from 

independent dispersion particles with the hexagonal 
packing of ds DNA molecules (domain III) do not 
demonstrate even at increase of temperature the 
attributes of the re-entrant cholesteric phase. 
 

4.  Discussion 
4.1. The CD spectra of ds DNA LCD particles 

 
First of all, we remind the properties of ds DNA 

dispersions formed in PEG-containing solutions as a 
result of phase exclusion of DNA molecules. It is 
necessary specially to mark that in this case the ds 
DNA dispersion particles exist as independent objects. 
For these objects are important the following 
peculiarities. 

1. Above some “critical” osmotic pressure of 
the solution, that is necessary for ds DNA 
condensation, the condensing agent (PEG) is 
completely excluded from the DNA-rich phase, i.e. 
from ds DNA LCD particles [42–47]. 

2. The size (diameter) of the ds DNA LCD 
particle is determined by a fine balance between the 
free energy of these particles and their surface free 
energy [16, 21, 46–48]. The bulk free energy of an 
LCD particle tends to increase the particle size. The 
surface free energy (which depends on the surface 
tension of the condensed phase) tends to decrease the 
interface separating the DNA-rich phase and the 
isotropic solution. This competition suggests the 
existence of a certain critical size of the LCD particles 
below which they are unstable or do not form at all. 
The average distance between the ds DNA molecules 
is determined by a balance between repulsive 
intermolecular forces and the compressing osmotic 
pressure of the PEG solution. 

The size of dispersion particles depends on osmotic 
pressure of PEG, i.e., the higher osmotic pressure, the 
smaller the size of dispersion particles [6, 16]. 

Hence, the size of ds DNA dispersion particles 
formed in domain III is smaller than that of in domain II. 

3. The ordering of ds DNA molecules in 
dispersion particles depends, in turn, on molecular 
mass of ds DNA, which determines the flexibility of 
molecules [49–52]. 

4. The minimization of the excluded volume of 
the neighboring linear, rigid (and event flexible) ds 
DNA molecules is realized for the parallel (nematic-
like) alignment of ds DNA molecules (or their 
segments) forming the quasinematic layers. The chiral 
and anisotropic properties of ds DNA molecules favor 
the helical twist of these molecules and, therefore, the 

quasinematic layers. Hence, unidirectional alignment 
of the ds DNA molecules competes with their 
tendency to twist (to form twisted (cholesteric-like) 
structure of the LCD particles). 

For the rigid ds DNA molecules containing 
chromophores (nitrogen bases), one can expect the 
appearance of an abnormal band in the CD spectrum 
(Fig. 1). Comparison of our experimental measu-
rements and results of calculations univocally testifies 
to the macroscopic (cholesteric) twist of neighboring 
nitrogen bases in the content of the LCD particles. In 
the case of the ds DNA B-form, nitrogen bases are 
rigidly fixed at 90° with respect to the long axis of the 
ds DNA molecule. Hence, the twisted structure of 
DNA nitrogen bases leads to the twisted location of 
neighboring, linear, rigid ds DNA molecules. 
Measuring of the CD spectra allows one to determine 
different structural state of ds DNA molecules. 

In the case of the ds DNA LCD particles (at 
room temperature) the following phase transitions: 
“isotropic (I) → cholesteric (II) → hexagonal state 
(III)” is easy realized; it is governed by an increase of 
the PEG concentration in a solution [6]. These 
structural states differ by the shape of CD spectra.   
Fig. 1 shows that in domain II the cholesteric 
structures (with abnormal band in the CD spectra) are 
characteristic of the ds DNA LCD particles. The ds 
DNA dispersions particles formed in the domain III 
(CPEG from 220 to 300 mg ml–1, Fig. 1) are the 
hexagonal structures of ds DNA LCD particles, which 
do not possess abnormal bands in the CD spectra. The 
local structure in this case consists of straight ds DNA 
chains with parallel nematic alignment minimizing the 
bending energy [53]. 

5. Due to the osmotic pressure (determined by 
PEG concentration), the spatial structure of the DNA 
LCD particles in a PEG-containing solution is 
sterically confined (“frozen”). Nevertheless, the DNA 
molecules retain some diffusion degrees of freedom, 
which lead to their “liquid-like” packing in the 
dispersions. 

6. The increase in the temperature is 
accompanied by a decrease of the PEG-containing 
solution viscosity and as a result it reduces the 
effective osmotic pressure [54, 55]. Under these 
conditions, the thermal motions of the neighboring ds 
DNA molecules in LCD particles increase. As a result, 
depending on density of ds molecules packing 
different thermal transitions can take place, like the 
melting of spatial structure of dispersion particles or 
formation of a new spatial structure of dispersion 
particles.  
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Bearing said above in mind, let discuss result 
the peculiarities of the CD spectra of dispersion 
particles obtained by the technology described in 
Experimental. 

Fig. 2 shows that the phase exclusion 
(condensation) of a very high molecular mass ds DNA 
molecules (molecular mass  10106 Da) at conditions of 
domain II (Fig. 2, A) and domain III (Fig. 2, B), does not 
accompanied an appearance an abnormal band in the CD 
spectra. The shapes of the CD spectra are typical of 
random aggregates. It is not excluded that in these 
aggregates ds DNA molecules or their segments can 
rotate independently around their long axes and their 
chiral interactions can be averaged out. An absence of 
“rotational correlations” between molecules means 
absence of chiral interactions [56, 57]. This, in turn, 
yields to the absence of abnormal optical activity for 
such ds DNA aggregates [35, 58]. 

Hence, the specific spatial alignment of very 
flexible ds DNA molecules is absent in the dispersion 
particles of a very high molecular mass ds DNA 
molecules at room (and higher) temperatures. 

Fig. 3, A reveals that the “short”, rigid, ds DNA 
molecules (molecular mass (0.2–0.3)×106 Da) form at 
phase exclusion in domain II at room temperature the 
dispersion particles with almost “perfect” cholesteric 
packing of ds DNA molecules. Comparing Fig. 3 to 
Fig. 2 demonstrates that the cholesteric packing of ds 
DNA molecules, in contract to disordered or random 
aggregation of ds DNA molecules, is accompanied by 
an appearance of the abnormal band in the CD 
spectrum. Hence, in the case of rigid ds DNA 
molecules the cholesteric mode of packing is easily 
realized,  because  in  such a  case  there  are almost no  
any physical restrictions even at room temperatures. 
The thermal training of dispersion particles obtained 
from rigid ds DNA molecules almost does not affect 
their initial ordering. 

Upon decreasing the ds DNA molecular mass, 
for instance, from 10106 Da to 1106 Da, the 
molecular flexibility is also decreased. The flexible ds 
DNA molecules (molecular mass (M2) is equal to 
(0.5–1.0)106 Da) are spontaneously assembled during 
phase exclusion (in domain II) at room temperature. 
However, Fig. 3, B shows that due to virtue of kinetic 
and steric restrictions, flexible molecules can not be 
packed “ideally” in the cholesteric dispersion particles 
(sliding or rolling of neighboring DNA segments can 
induce their irregular ordering). The theoretical 
calculations  presented  in  Fig. A-3 (Addendum), show  

that appearance of a finite angle between linear 
neighboring ds DNA segments (which was used as an 
indication of higher flexibility of DNA molecules) is 
indeed accompanied by the decrease in abnormal band 
amplitude the CD spectrum of dispersion particles. 
Embodying “ideal” cholesteric packing of flexible ds 
DNA molecules needs in this case the additional 
energy to change their spatial locations to that 
corresponding to their spatial twist. Some sort of 
annealing process is necessary for creation of the 
“ideal” packing of the flexible ds DNA molecules. 
Comparison of Fig. 3, B to Fig. A-1 (Addendum) 
definitely shows that the thermal training of dispersion 
particles obtained from flexible ds DNA molecules 
results in their “linearization” in quasinematic layers 
and the increase of the size of such particles with 
subsequent increase in abnormal band amplitude the 
CD spectrum.  

Hence, the flexibility of independent ds DNA 
molecule plays a significant role in their LC assembly, 
which takes place in domain II and accompanied by 
formation of dispersion particles with cholesteric 
packing of molecules. It is an important factor, which 
can be used to fine tune the parameters of the 
cholesteric structure of ds DNA dispersion particles 
and their abnormal band in the CD spectrum. 

Fig. 4, A and Fig. 4, B show as , an example, the 
results of the thermal training of the independent 
particles with the hexagonal ds DNA molecules 
packing in domain III (molecular masses M2 and M3). 
The heating of independent ds DNA dispersions with 
the hexagonal packing of DNA molecules, is 
accompanied by an unusual optical effect: at 
temperature increase an intense band arises in the CD 
spectrum of the ds DNA dispersions that do not 
exhibit an abnormal band at room temperature. The 
sharp increase in the optical activity of the ds DNA 
dispersion particles looks like a phase transition and 
represents by itself univocal evidence of a change in 
the spatial orientation of the ds DNA quasinematic 
layers in the structure of the hexagonal dispersion 
particles. It suggests that the cholesteric-like packing 
reappears upon the heating of dispersions with 
hexagonal ordering of the ds DNA molecules (hence, 
term “cholesteric re-entrant”). This new, negative 
abnormal band (usually) does not recover its initial 
value upon the cooling the dispersion from 80 oC to 
the room temperature.  

The control experiments by the “external 
chromophores” method [19, 32] (compounds 
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intercalating only between nitrogen base pairs of       
B-form of ds DNA molecules) have shown that the 
processing dispersions obtained in domain III after the 
temperature increase (with abnormal band in the CD 
spectra) by these compounds results in the appearance 
of an additional abnormal band in the CD spectrum in 
the visible region. This effect confirms that the 
parameters of the DNA secondary structure do not 
change at temperature increase [32]. 

Fig. 5 summarizes the results obtained for a few 
ds DNA samples. Indeed, at certain temperature the 
hexagonal packing (domain III) of the ds DNA 
quasinematic layers in independent dispersion 
particles becomes labile and in the absence of other 
external influences, we can expect that instead of the 
“melting” of the hexagonal structure, the stable (or 
metastable) spatial, helically twisted (a new 
cholesteric re-entrant) structure (with the abnormal 
band in the CD spectrum) can be formed even at a 
relatively high PEG osmotic pressure. Spatial twist of 
the rigid ds DNA molecules is easily realized, because 
of the absence of kinetic restrictions. Formation of a 
new cholesteric re-entrant state depends upon PEG 
concentration (the higher PEG, the higher temperature 
of re-entrant state appearance). 

Fig. 5 shows as well that the sharp increase in 
the optical activity of the ds DNA dispersion particles 
depends on molecular masses of the DNA samples. 

Taking into account results obtained for ds 
DNA with very high molecular mass (Fig. 2), the 
difference between curves 1 and 2 in Fig. 5 clearly 
shows that for formation of  cholesteric re-entrant state 
the”optimal” molecular mass (Mopt.) of ds DNA 
molecules can be fixed within range 0.3106 Da < 
Mopt. < 1.0106 Da. 

It is not excluded that in our experimental 
conditions (PEG molecular mass, ionic content, etc.) 
this optimal molecular mass is related to the formation 
of the independent LC particles with the relatively 
narrow size distribution [20]. 

These conditions in combination with the room 
temperature or additional thermal training of rigid of 
flexible DNA molecules provide the packing of DNA 
molecules into the particles of such size, which 
responsible for their abnormal optical activity. Indeed, 
the results of the theoretical calculations presented in 
Addendum support our suggestion. They show 
(Addendum, Fig. A-1) that the bigger is the size of 
dispersion particles, the higher is the abnormal band 
amplitude  in  the  CD  spectrum (ΔA value).  If neigh- 

boring flexible ds DNA molecules can be ordered (as a 
result of the thermal training) into dispersion particles 
of bigger size, then they have got a higher abnormal 
band in the CD spectra. It means that the flexibility of 
the independent ds DNA molecules play a significant 
role in their LC assembly. Indeed, the results of 
theoretical calculations (see Addendum, Fig. A-3) 
show that abnormal band amplitude in the CD 
spectrum depends on flexibility of DNA molecules 
(expressed, for simplicity, as an inclination angle 
between two neighboring DNA segments. An angle 
equals to 180o means that the structure of ds DNA 
molecule is rigid, because an angle between two 
neighboring segments is absent). 

Therefore, the physicochemical parameters of 
independent ds DNA molecules, in particular, their 
molecular mass and flexibility, can influence the 
ability of these molecules to form the LC particles in 
domain II and in domain III. These parameters can be 
used to adjust an abnormal optical activity of the 
independent ds DNA particles, which are formed in 
aqueous-salt-PEG containing solutions. It worth to 
noting that the CD spectra of ds DNA dispersion 
particles allow one to discriminate the DNA molecules 
according to their molecular masses. The thermal 
training of these dispersion particles can improve the 
“quality” of their packing in dispersion particles or even 
an appearance of the cholesteric re-entrant packing 
(stable or metastable) in a certain temperature range. 

 
4.2. The thin-layer textures of ds DNA LC phases 

 
The situation is strongly changed in the case of 

bulk LC phases, obtained from ds DNA dispersion 
particles. 

i). The formation of ds DNA LC phase (pellet) 
includes the sedimentation of ds DNA dispersion 
particles, the concentrating of dispersion particles and 
the merging both the particles and the ds DNA 
molecules. Hence, local concentration of ds DNA 
molecules in LC phase may be higher in comparison 
to the concentration of independent particles, which 
have been existed in solution. 

(It is not excluded, that the morphology of ds 
DNA LC phase can vary depending on the method of 
their preparation [59] as well as on the dynamics of 
the particles coalescence [60]). 

ii). The density of neighboring ds DNA 
molecules packing in dispersion particles, they 
diffusion mobility and their diffusion  mobility (so-to- 
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spear “thermal fluidity”) can lead to possibility of 
spatial coalescence of neighboring particles and 
formation of bulk LC phase. Own (inherent) 
anisotropic properties of ds DNA molecules determine 
the optical properties of bulk LC phase and even 
disordered (random packed) aggregates of DNA 
molecules. 

iii). The interaction between neighboring ds 
DNA dispersion particles (molecules) can trigger 
formation of extended LC phase, whereas the 
anisotropic properties typical of individual ds DNA 
particles will result in formation of anisotropic 
domains of different size in LC phase, their spatial 
position and packing defects within LC phase. 

Besides, there are additional interactions 
between neighboring ds DNA molecules in the bulk 
LCD phase and cover slip. 

iv). In bulk LC phase with hexagonal packing of 
molecules, thermal rotation of ds DNA molecules 
around their long axis is suppressed and therefore the 
strength of chiral interaction between nearest 
neighbors is diminished [41]. A loss of “biaxial 
correlations” between ds DNA molecules at the high 
ds DNA concentration in the LC phase will 
accompanied by the increase of the probability of 
cholesteric unwinding at the cholesteric to hexagonal 
transitions [21–61]. 

Hence, in contrast to independent ds DNA 
dispersion particles, which properties are easily 
adjusted by many factors, the properties of bulk LC 
phase depends mainly on the mode of interaction  
between neighboring ds DNA molecules inside 
dispersion particles and between densely packed ds 
DNA dispersion particles. 

The set of thin layer textures presented in      
Fig. 7, A, Fig. 8, A and Fig. 8, B needs several 
comments. 

First of all, the fingerprint textures of the bulk 
LC phase obtained by low speed sedimentation of 
independent dispersion particles of ds DNA 
molecules, which possess abnormal bands in the CD 
spectra (domain II), univocally confirm the cholesteric 
mode of packing of these molecules at room and 
elevated temperature in PEG-containing solutions. 

To explain the obtained results it is necessary to 
keep in mind that ds DNA dispersion particles in 
domain II have dimension about 500 nm. At the 
distance between the ds DNA molecules about 3.5 nm 
the molecules in the dispersion particles can move 
with a relatively high mobility. We suppose that under 
these conditions the anisotropy of the neighboring 

DNA molecules and their interactions determine their 
tendency to twist (i.e., cholesteric twist is 
predetermined). However, the “liquid-like” behavior 
of neighboring ds DNA molecules allows the adjacent 
DNA particles to stick together (to “coalescence”) at 
concentration increase. According to obtained results, 
the low-speed sedimentation of dispersion particles 
with initial cholesteric packing of ds DNA molecules 
does not influence this mode of molecules packing. It 
results only in formation of local cholesteric domains 
and in formation of the extended cholesteric LC phase 
and the cholesteric packing of the ds DNA molecules 
in LC phase is proven by the fingerprint textures. 

Secondly, at room temperature the optical 
textures of the bulk LC phases presented in Figs. 8, A 
and 8, B do not correspond to the textures of any 
known ds DNA LC systems [8, 39]. In contrast to the 
texture shown in Fig. 7, A these textures do not 
contain any attributes of the cholesteric structure (in 
particular, we do not see the fingerprint texture typical 
of cholesterics). 

The textures (Fig. 7, B, Figs. 8, A and 8, B) 
demonstrate the presence of relatively extended 
anisotropic areas visible at crossed polars (but invisible 
without them). At room temperature a number of such 
spots is small enough, but the increase in temperature 
leads to the growth of size of anisotropic areas, and we 
observed the appearance of the many areas with 
different colors. 

Hence, the textures of phases formed from 
independent dispersion particles with the hexagonal 
packing of ds DNA molecules (domain III) do not 
demonstrate even upon heating and thermal training 
the attributes of the re-entrant cholesteric phase. 

We see plausible effects leading to such behavior. 
1. The presence and development of 

anisotropic areas in the textures of these LC phases 
(Figs. 8, A and 8, B) in the combination with the 
absence of the fingerprint texture suggests that the 
helical pitch of the re-entrant cholesteric phases 
typical of ds DNA dispersions at high PEG 
concentrations is much smaller than that of classical 
cholesterics. 

Our theoretical calculations support this 
suggestion (Addendum, Fig. A-2). They show that for 
achievement of high value of amplitude of an 
abnormal band in the CD spectrum (Fig. 5), the pitch 
“re-entrant cholesteric phase” formed by ds DNA 
molecules should be lower than 500 nm. However, 
such pitch can not be measured by means of the 
polarization microscope.  
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2. There is also another reason for observation 

of specific textures of bulk LC phases obtained from 
the particles of domain III. 

The matter is that initial ds DNA dispersion 
particles formed in domain III have hexagonal 
packing at room temperature. Dense packing of ds 
DNA molecules in these particles influence mutual 
diffusion of neighboring DNA molecules on the one 
hand; on the other hand, high concentration of these 
particles in LC pellet (phase), limits ordered 
coalescence of neighboring particles. This means that 
initial hexagonal packing is conserved in the formed 
bulk LC phase. Investigation of the texture of such 
phase yet is not described and is not explored. 

Hence, we conclude that the mode of ordering 
of ds DNA molecules within the bulk LC phase can 
differ from that of in independent particles. 

Our observations presented above suggest the 
reason for the absence in LC phases the packing 
modes characteristic of dispersions particles. In these 
phases spatial orientation of neighboring dispersion ds 
DNA particles can be more or less random. Therefore, 
the direct correlation between the optical texture of 
bulk LC phase of ds DNA molecules and concrete 
mode of molecules packing in independent dispersion 
particles not always exists. 

It is worth to noting also the following 
biological aspect of our results. It is well-known that 
for realization of the biological activity of primitive 
biological organisms, their ds DNA molecules must 
possess the structure similar to that of the cholesteric 
structure [5, 8, 62–65]. 

Our results demonstrate that there is the 
“hexagonal→ re-entrant cholesteric” phase transition 
which is realized at elevated temperatures depending 
on the peculiarities of ds DNA molecules (their 
molecular mass, etc). We can speculate that this 
transition is necessary in the case for thermotropic 
organisms to realize their biological activity at 
elevated temperatures [66]. 

 
5.  Conclusion 

 
It is shown that the thermotropic “hexagonal → 

re-entrant cholesteric” phase transition is typical of the 
hexagonal particles formed by the rigid and flexible ds 
DNA molecules in water-salt solutions with high PEG 
concentrations. This transition is accompanied by the 
appearance of the abnormal band in the CD spectra of 
the dispersion particles. The system cooperativity at 
this transition depends on molecular mass of the DNA 

molecules (provided all other experimental conditions 
and external parameters are the same). The amplitude 
of an abnormal band in CD spectrum of re-entrant 
cholesteric phase can differ from that of “classical” ds 
DNA cholesterics. Based on our findings we do 
believe that the existence of re-entrant cholesteric 
phase with the maximal abnormal band in the CD 
spectrum is defined by the combination of the optimal 
conditions (molecular mass of DNA, osmotic pressure 
and temperature of solution). Our results clearly 
manifest deceptively simple (but often overlooked) 
observation that there are multiple local minima 
(metastable states) for a cholesteric-like structure 
under competing actions of thermal fluctuation 
(temperature), osmotic pressure and boundary 
conditions (anchoring). 

The optical textures of the LC phases obtained 
from dispersion with hexagonal packing of the ds 
DNA molecules do not correspond to the textures of 
any known ds DNA LC systems. At temperature 
increase these textures do not show any specific 
attributes of the cholesteric structure. This fact might 
at first sight seem surprising. It manifests that upon 
sedimentation of the high osmotic pressure dispersion 
particles (presumably with the hexagonal initial 
packing of the ds-DNA molecules) produces some 
irreversible modification of the formed macroscopic 
phase (texture). At high enough resolution we see also 
that these textures contain extended anisotropic 
domains of different size, which are demonstrated by 
the “play of colors” detectable by the polarization 
microscope. However we do not see a fingerprint 
cholesteric texture, because the pitch calculated from 
the measured value of the abnormal CD is smaller than 
optical resolution. At high enough resolution we see 
also that these textures contain extended anisotropic 
domains of different size, which are demonstrated by 
the “play of colors” detectable by the polarization 
microscope. 

There is significant difference between the 
thermal behavior of the independent microscopic size 
ds DNA dispersions and the macroscopic size LC 
phases formed from these dispersions at high PEG 
concentration, though both objects have initially the 
hexagonal mode of ds DNA molecules packing. The 
abundance of the observed textures is one more 
illustration that the cholesterics display a high number 
of metastable configurations in confined geometry, 
due the interplay between chirality, elasticity, and 
surface interactions. The results and observations of 
our work can  be used as a reference  for future theore- 
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tical, numeric, and experimental studies of ds-DNA 
dispersion particles and phases. It is worth to noting 
also a possibility to design new ds DNA LC materials 
with unusual optical properties. 
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6. Addendum 

 
To calculate the CD spectra of the ds DNA 

dispersions, a phenomenological model based on the 
theory of optical properties of nonperfect absorbing 
cholesteric liquid crystals [67–68] was employed 
previously [30]. 

Recently this approach was exploited to further 
develop a theoretical examination of the abnormal 
optical properties of ds DNA LCD dispersion particles 
in various conditions. 

Double-stranded DNA dispersions were 
considered as multicrystalline entities with an arbitrary 
spatial orientation of independent (individual) 
particles. It was assumed that single dispersion 
particles have a LC order with a certain pitch of the 
helical spatial structure. The ds DNA cholesteric LCD 
dispersion particle is considered  as an ensemble of 
quasinematic layers containing absorbing dipoles. The 
distance between neighboring effective layers is d and 

the rotation angle between neighboring layers is Δϕ. 
Our approach is based directly on solving 

Maxwell’s equations; it does not impose principal 
limitations on the size of dispersion particles, and does 
not require perfect cholesteric packing in dispersion 
particles. Owing to these features, the approach can be 
used to address a broad range of problems in studying 
the optical activities of ds DNA dispersion particles. 

The used model makes it possible to study the effects 
of various factors on the CD spectra of ds DNA LCDs 
and estimate the dependences of amplitude of 
abnormal band in the CD spectra (∆A) upon the 
physical parameters of dispersion particles, and their 
concentration. 

In Addendum we presented several results of the 
advanced theoretical calculations, which are 
interesting in the framework of current paper, i.e., the 
theoretical dependence of the amplitude of the 
abnormal band in the CD spectra (∆A) upon the size 
of the particles of the ds DNA cholesteric LCDs     
(Fig. A-1); the theoretical dependence of ∆A value 
upon cholesteric pitch (Fig. A-2); and the theoretical 
dependence of ∆A value upon the inclination angle 
between neighboring segments of ds DNA molecules 
ordered in quasinematic layers (Fig. A-3). 

The theoretical background of our approach is 
described in [23]. 

 
 

 
 

Fig. A-1. Theoretically calculated dependence of the 
abnormal negative band amplitude (ΔA270) in the CD 
spectra of the cholesteric ds DNA LCDs upon the size 
(diameter) of dispersion particles. 

1 – CDNA = 10 μg ml–1, 2 – CDNA = 30 μg ml–1. 
P = 2,500 nm; ΔA27010-6 optical units; L = 1 cm  
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Fig. A-2. Theoretically calculated dependence of the 
abnormal negative band amplitude (ΔA270) in the CD 
spectra of ds DNA LCDs upon the cholesteric pitch. 
1 – CDNA = 10 μg ml–1, 2 – CDNA = 30 μg ml–1. D = 500 nm; 

ΔA27010–6 optical units; L = 1 cm 
 
 

 
 
Fig. A-3. Theoretically calculated dependence of the 
abnormal negative band amplitude (ΔA270) in the CD 
spectra of the cholesteric ds DNA LCDs upon the 
inclination angle between two neighboring segments in the 
content of ds DNA molecules, forming quasinematic layer. 
1 – CDNA = 10 μg ml–1, 2 – CDNA = 30 μg ml–1. D = 500 nm; 

P = 2,500 nm; ΔA27010–6 optical units; L = 1 cm 
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