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Abstract: Measurement of polymer characteristics by using the static laser light scattering experiment needs a precise 
determination of its refractive index increment, dn/dc. Through the dependence of Rayleigh scattering coefficient on the square 
value of the refractive index increment(dn/dc)2. The average molecular weight of the investigated polymer is determined using a 
home built of Mach-Zehender Interferometer(MZI) which has been constructed to measure the refractive index, n, of Chitosan at 
different concentration ranging from 0.002 to 0.008 gm/L. The measurements are carried out through the dependence of fringe 
numbers on the laser incidence angle of polymer’s solutions. The used laser beam is a He-Ne laser with 543 nm wavelength and 
2mw in power (from Meridith). The obtained value of dn/dc is 0.198011 L/gm .  A static laser light scattering(SLLS) experiment 
is constructed in our lab to measure the angular distribution of the scattered laser light intensity. From which the Rayleigh ratio 
Rθ, molecular weight MW, second virial coefficient A2 and the square radius of gyration <RG

2> are calculated through what is 
called as Zimm plot method .                                                                                            

Key words: Refractive index increment, Mach-Zehender interferometer, Static laser light scattering, Molecular weight, 
Second virial coefficient, and Radius of gyration.  

 
  
Introduction: 

          Chitosan is an important derivative of chitin, is the 
second most important natural polymer in the world 
after cellulose. The two polymers have unique chemical, 
physicochemical and biological properties. Chitin is 
produced in nature by a number of living organisms such 
as shrimps, crabs and lobster (the main commercial 
sources of chitin are crab and shrimp shells) and is also an 
ingredient of cell walls in fungi and yeast[1–3]. Chitin 
does not dissolve in water and common organic solvents 
but dissolves in specific solvents such as N,N-
dimethylacetamide, hexafluoroacetone or hexafluoro-2-
propanol. When the degree of deacetylation  reaches 

about 50% (depending on the origin of the polymer), 
chitin becomes soluble in aqueous acidic media and is 
then called chitosan. Chitosan is widely used in different 
applications as solutions, gels, or films and fibers. It has 
important applications in photography, cosmetics, 
ophthalmology, environmental and biomedical 
engineering, pharmaceutical industry, nanotechnology, 
agriculture and many others [4,5]. Due to this wide range 
of applications, it becomes important to characterize the 
physicochemical properties of chitosan. . Light scattering 
is a potential method for characterizing the structure of 
polymers and nanoparticles in solution[6].In this study, 
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we constructed a multi-angle static laser light scattering 
experiment based on Mach-Zehnder interferometer to 
determine the molecular weight and scattering 
parameters of chitosan    

When a polymer is dissolved in its solution it becomes a 
colloidal solution[7]. A colloidal solution, sometimes 
known as a colloidal suspension, is a solution in which a 
material is evenly suspended in a liquid. In other words, a 
colloid is a microscopically small substance that is equally 
dispersed throughout another material. When light path 
through the colloidal solution the molecules of the 
solution absorbs the incident light and vibrate with the 
same frequency of that light because of this vibration the 
molecules re-emits the light with the same frequency in all 
direction, this process is called light scattering[8]. There 
are two types of light scattering independing on the 
conditions of the solution. When the pressure of the 
solution is the atmospheric pressure and the temperature is 
low and constant, this is called static light scattering, if the 
pressure and temperature is high and is variable, this is 
called dynamic light scattering.  

Static laser light scattering is one of the important 
techniques and most accurate one to determine the 
molecular weight, mean radius of gyration and the second 
virial coefficient of the polymer solution[9]. Debye 
equation linked between the angular distribution of the 
intensity of scattered light and the molecular weight of the 
scattering medium. The angular distribution of the 
scattered light is the source of valuable information of 
physical properties and characteristics of scattering 
medium. 

Therefore, a great work have been done to develop the  
apparatus and photometers, by using the laser beam. The 
measurements of the scattered light have been more 
accurate because of the monochromatic and coherence of 
the beam. 

The angular distribution of scattered light intensities is 
handled by Debye equation  to determine the molecular 
weight and size information. light scattering have 
limitation range from 10 Da to 100000 KDa in the 
molecular weight and size from 10 nm to 1000 nm. In 
addition of  measuring how much the interaction is done 
(second virial coefficient)[10,11].  

Debye equation shows the important of measuring 
refractive index increment in the way of measuring 
scattering parameter. Therefore, we have construct a 
Mach-Zehender interferometer to take much better 
measurements of the refractive index at the same 
wavelength of the scattering beam.   

2. Theoretical 

Rayleigh scattering theory : 

2.1. For particles diameters less than λ/20: 
Debye equation linked between intensity of light 
scattering, refractive index increment, molecular weight, 
second virial coefficient and radius of gyration[9]. 

= + 2𝐴 𝐶 + 3𝐴 𝐶                                          (1) 

Where : 

               𝐾 = (1 + 𝑐𝑜𝑠 𝜃)                      (2)                                                  

               𝑅 =                                                       (3)  

𝑛  is refractive index of solvent; 

dn/dc is refractive index increment; 

 𝜆  is wave length of light in vacuum; 

 𝑁  is Avogadro’s number;    

 𝐶 is concentration; 

 𝐴  is second virial coefficient; 

 𝐴  is third virial coefficient; 

 𝑉 is scattering volume; 

 𝑟 is the distance from the scattering volume to observer; 

 and 𝐼  is the incident light intensity. 

By measuring scattering intensity at single angle 𝜃 for 
different concentrations and plot the results value of  
KC/R𝜃  as a function of 𝐶, one can measure the molecular 
weight according to to eq. (4). 

lim
→

( ) =                                                       (4) 

The second virial coefficient as the slope of the line KC/R𝜃  
vs 𝐶. 

2.2. for particles diameter larger than λ/20:  

The scattered light from particles have diameters larger 
than λ/20 reaches the observer with different phase and 
interfere, which results in a decrease in its intensity. 
Unlike for small particles, large particles the intensity of 
scattered light depends on the angle of the observation.    
The factor by which the scattering intensity  𝐼  is reduced 
by interference at an angle 𝜃 is called the scattering 
function 𝑃(𝜃), which combine the effect of chain size and 
conformation on the angular dependence of scattered light 
intensity[10,12]. While, the term  𝑃(𝜃) describes the 
angular variation of light scattering at a constant 
concentration but the form 𝑃 (𝜃) is dependent upon the 
size and the shape of the scattering particles (for small 
particles𝑃 (𝜃) = 1) . 

𝑃 (𝜃) = 1 + 𝑞  < 𝑅 >/3 +………….               (5)       

where 
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𝑞 = sin                                                             (6)     

Then  

𝑃 (𝜃) = 1 + < 𝑅 > sin                         (7) 

Where q is called scattering wave number; <RG> is the 
mean square radius of gyration. 

Then the equation that describes the light scattering from 
polymer solution is: 

= 1 + < 𝑅 > 𝑠𝑖𝑛 + 2𝐴 𝐶          (8) 

In terms of the characteristic dimension D of the scattering 
particle: 

1- For rods D2 = 12 <RG
2> 

2- For spheres D2 = 5 <RG
2> 

3- For flexible coil D2 = 6 <RG
2> 

Where D is the length of the rod, the radius of the sphere 
and the root mean square end-to-end distance of the 
coil[10,13].  

Polymer molecules are treated as a flexible coil, then  

= 1 + 𝐷 𝑠𝑖𝑛 + 2𝐴 𝐶              (9) 

This equation contains a linear dependence of the factor 
KC/R𝜃  on the concentration C (when 𝜃 is constant) and on  

𝒔𝒊𝒏𝟐 𝜽

𝟐
 (when C is constant). 

3. Experimental  

3.1. Sample Preparation 

Two grams of chitosan is dissolved in 100mL of 1.0% 
acitic acid, this stock is used to prepare the investigated 
concentrations (0.002, 0.004, 0.006, 0.008 gm/L). 

Chitosan is from Across Co., the acetic acid is from Tedia 
Co. and the deionized water is from Fisher Co.  

The samples were filtered by the usual conventional 
cellulose acetate membrane filters with 0.45 µm pore size 
in order to remove dust and multichain aggregation. 

3.2. Determination of refractive index increment 

Measurements of refractive index of chitosan dissolved in 
acetic acid as a function of concentration from 0.002 to 
0.008 gm/L by using MZI shown in Fig(1) 

The refractive index can be measured accurately by using 
Snell’s law of refraction[14,15]: 

𝑛 =
( )( )

( )
                                  (10) 

Where t is the thickness of the sample, 𝜑 is the angle of 
the incident laser beam, n is the refractive index of the 
sample, N is the number of fringes corresponding to 

angle 𝜑 and λ is laser wavelength. 

 Fig(1). The optical structure of mach-zehender 
interferometer. 

The polymer solution is contained in a quarts rectangular 
cell with 10 mm width the cell is fixed on a rotating table 
of a spectrometer which enable us to change the angle 
accurately up to 1 second of arc. The empty cell is first 
used to measure the number of fringes N1 at used angels 
then we fill the cell with the solution then determine the 
number of fringes N2 at the same angels then we calculate 
N = N2-N1 which is the number of fringes from solution 
only. 

Equation (10) is made suitable for graphical 
representation[16]: 

     =
( )

+                                         (11) 

We can calculate refractive index n by plot a relation 

between  and  , the slope is equal to 
( )

. (the 

value of n from the slope is more accurate than the value 
from the intercept). 

The concentration dependence was obtained by 
performing the increments on the different polymer 
concentrations. The refractive index increment dn/dc of 
polymer is determined and also the value of Δn/c against c 

is plotted to determine the value of lim
→

(
∆

∆
). 

Fig(2) shows the determination of refractive index from 

the relation between 1 𝑠𝑖𝑛   and 1/N for c = 

0.002gm/mL. 

The value of refractive index is calculated for nine 
different concentrations of chitosan as shown in Fig(3). 

The relation between Δn and c is shown in Fig(4). 

The value of dn/dc is calculated as lim
→

∆

∆
 as shown in 

Fig(5). 
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Fig(2). The relation between 1 𝑠𝑖𝑛   and 1/N for a 

chitosan c=0.002gm/ml. 

 

Fig(3). Relation between the refractive index n and 
concentration c for chitosan. 

 

Fig(4). Plot of Δn versus c .  

 

Fig(5). Relation between Δn/c versus c. 

3.3. Measurements of scattering parameters 

Measurements were performed at room temperature (21o) 
using an experiment shown in Fig 6, the sample is 
contained in a rectangular cell fixed on a spectrometer and 
a photomultiplier tube is fixed on the arm of the 
spectrometer which is able to rotate around the cell to 
measure the intensity of scattered light at different angels. 
The measurements was calibrated at angle 900 using 
toluene[17]. 

 

 

Fig(6). 

3.4. Methods of calculation 

In order to determine the molecular weight according to 
Eq. (8), one has to carry out angular distribution light-
scattering measurements at different concentrations from 
40o  to 140o for chitosan dissolved in acetic acid. The 
results obtained are plotted graphically  as  𝐾𝐶 𝑅⁄  vs  c 

and  𝐾𝐶 𝑅⁄  vs 𝑠𝑖𝑛  . 

In both cases 𝐾𝐶 𝑅⁄  vs c at constant 𝜃 and 𝐾𝐶 𝑅⁄ . vs 

𝑠𝑖𝑛  at constant c, the measurements yield a series of 

straight lines which can be extrapolated to the ordinate and 
therefore permit determination of 𝐾𝐶 𝑅⁄  at c    0, and at 𝜃    
0. Therefore in Eq. (8), in one case the term 2A2 c =0, and 

in the other case the term < 𝑅 > 𝑠𝑖𝑛  =0.  

One obtains at c     0: 

= 1 + < 𝑅 > 𝑠𝑖𝑛                    (12) 

For  𝑠𝑖𝑛         0:  

= + 2𝐴 𝐶                                                        (13) 

If we plot the extrapolation values for (lim
→

𝐾𝐶
𝑅 ) at 𝜃1, 

𝜃2, 𝜃3, 𝜃4, 𝜃5 and 𝜃6 vs the 𝑠𝑖𝑛  values corresponding 

to those 𝜃 values we obtain a line according 

to Eq. (12). In a similar manner, we can obtain by 
extrapolation the 𝐾𝐶 𝑅⁄  values for the concentration c1, 

c2, c3 and c4 for 𝑠𝑖𝑛  . If these extrapolation values are 
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plotted as a function of concentration c, in a similar 
manner, we obtain the straight line corresponding to Eq. 
(13). Both straight lines yield 1/Mw as the intercept at the 
ordinate [12,18]. From the slope of the straight line at c=0 
we can obtain the value 

1

𝑀

16𝜋

3𝜆
< 𝑅 > 𝑠𝑖𝑛

𝜃

2
 

and from this we calculate the < 𝑅 > (the radius of 
gyration). The tangent of the slope of the 𝐾𝐶 𝑅⁄ , vs c, 

line 𝑠𝑖𝑛  is equal to 2A2 (A2, the second virial 

coefficient). 

3.5. Zimm plot construction 

By using this method of plotting (introduced by Zimm) 
we can obtain from light scattering measurements at 
different angles 𝜃 and different concentration c, in 
addition to molecular weight, the radius of gyration  
and the second virial coefficient A2. 

In general, the extrapolation according to the above is 
not carried out separately, but in general in a single 

diagram by plotting 𝐾𝐶 𝑅⁄ , vs 𝑠𝑖𝑛  +kC choosing 

the value of k, which will make the concentration term 

comparable with 𝑠𝑖𝑛 . It is better to extrapolate the 

lines of constant angle to zero concentration before 
extrapolating lines of constant concentration to zero 
angle because of the uncertainty of the lower angles. 
This produces a grid-line graph, the two limiting lines 
of which 𝐾𝐶 𝑅⁄  c        0 and 𝐾𝐶 𝑅⁄ 𝜃         0 on the 

extrapolation should meet at the same intercept and this 
a criterion for the validity of Eq. (8). 

This value of 𝐾𝐶 𝑅⁄ c           0,𝜃           0 is equal to the weight 

average molecular weight. 

 The measured values of the scattered laser light 
intensities I/Io are plotted as a function of 
different scattering angles 𝜃, to show the angular 
distribution, is shown in Fig. 7. 

 The values for 𝐾𝐶 𝑅⁄  at constant observation 
angles 𝜃1=40o, 𝜃2=50o, 𝜃3=60o, 𝜃4=70o, 𝜃5=80o 
and 𝜃6=90o were plotted as a function of the 
concentration, corresponding to those 𝜃 values 
lines as shown in Fig. 8. were obtained. 

 In a similar manner, the values of the 𝐾𝐶 𝑅⁄  at 
constant concentrations c1=0.002, c2=0.004, 
c3=0.006 and c4=0.008 g/ml, can be plotted as a 

function of 𝑠𝑖𝑛  as shown in Fig. 9. 

 If these extrapolation values are plotted as a 

function of concentration, c, vs the 𝑠𝑖𝑛  (at c 

= 0) values corresponding to those 𝜃 values one 

obtains a straight line according to Eq. (12) as 
shown in Fig. 10. 

 In a similar manner, 𝐾𝐶 𝑅⁄  values (at 𝑠𝑖𝑛  

=0) can be obtained by extrapolation of the 
𝐾𝐶 𝑅⁄  values vs the concentration, as shown in 
Fig. 11. 

 From Figs. 10 and 11 the straight lines 
corresponding to Eqs. (12) and (13) were 
obtained . Both straight lines yield 1/Mw as the 
intercept on the ordinate. From the line at c = 0 
we can obtain from the slope of the straight line 
the value of < 𝑅 >(mean radius of gyration). 
The tangent of the slope of the 𝐾𝐶 𝑅⁄ , vs c, line 

(𝑠𝑖𝑛  =0) is equal to 2A2. 

 To construct a Zimm plot using four different 
concentrations, and six scattering angles, there 
are 24 data points, and the zero concentration line 
would consist of six points and the zero scattering 
angle line would consist of four points. Fig. 12 
shows a Zimm plot for the chitosan solved in 
acetic acid, all results are tabulated in table 1.      
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fig(7). The angular distribution of scattered light intensity 
for chitosan. 
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Fig(8). Kc/R𝜃 for different angels vs concentration. 
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Fig(9). Kc/R𝜃 for different concentrations versus 
sin2(𝜃/2). 

sin2

0.0 0.1 0.2 0.3 0.4 0.5 0.6

K
c/

R


0.0

2.0e-6

4.0e-6

6.0e-6

8.0e-6

1.0e-5

1.2e-5

1.4e-5

c=0

(m
o
le

/g
m

)

 

Fig(10). Kc/R𝜃 versus sin2(𝜃/2) at c=0. 
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Fig(11). Kc/R𝜃 versus concentration at sin2(𝜃/2)=0. 
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Fig(12). The zimm plot for chitosan. 

 

4. Conclusion: 
1- We have constructed an experiment for 

measuring the angular distribution of light 
scattered intensity at scattering angels from (40o 

to 140o). 
2- The angular distribution of scattered intensities of 

chitosan is dissolved in acetic acid at four 
different concentrations. By using this data in a 
Zimm plot we calculated the molecular weight of 
chitosan at acetic acid, which is in a good 
agreement with the values found in the 
specification sheet. Also important information is 
calculated using the same Zimm plot is the 
second virial coefficient A2 for acetic acid and the 
radius of gyration of chitosan.  

5. References:  

[1] Kumirska J, Czerwicka M, Kaczyński Z, 
Bychowska A, Brzozowski K, Thöming J and 
Stepnowski P 2010 Application of spectroscopic 
methods for structural analysis of chitin and 
chitosan Mar. Drugs 8 1567–636 

[2] Rinaudo M 2006 Chitin and chitosan: Properties 
and applications Prog. Polym. Sci. 31 603–32 

[3] Ravi Kumar M N V 2000 A review of chitin and 
chitosan applications React. Funct. Polym. 46 1–
27 

[4] Illum L 1998 Chitosan and its use as a 
pharmaceutical excipient Parmaceutical Res. 15 
1326–1321 

[5] Custódio C A, Cerqueira M T, Marques A P, Reis 
R L and Mano J F 2015 Cell selective chitosan 
microparticles as injectable cell carriers for tissue 
regeneration Biomaterials 43 23–31 

λ = 543 nm,   

T = 21oc 

Measured 
value 

Reference value  

dn/dc 0.1980 0.162 – 0.252   [19] 

Mw 626233.302 
(gm/mole) 

600000 – 800000 (gm/mole) 

(specification sheet) 

A2 8.6649*10-5 
(mol ml g-2) 

4.5 – 11.6   (mol ml g-2 ) [19] 

RG 34.746   



7Ahmed Riyad Ghazy                                                                                                                                                                                      

 

Delta J. Sci. 2011; Vol. 35: (1-5)                                                                                                                                                                              

  

[6] Schärtl W 2007 Light Scattering from Polymer 
Solutions and Nanoparticle Dispersions (Springer-
Verlag Berlin Heidelberg) 

[7] Stepto R F T 2009 Dispersity in polymer science 
(IUPAC Recommendations 2009) Pure Appl. 
Chem. 81 351–3 

[8] Siddiq M, Li B and Wu C 1997 Laser light 
scattering of the molecular weight distribution of 
unfractionated phenolphthalein poly(aryl ether 
sulfone) J. Polym. Sci. Part B Polym. Phys. 35 85–
90  

[9] Debye P 1944 Light Scattering in Solutions J. 
Appl. Phys. 15 338 

[10] Ghazy R, El-Baradie B, El-Shaer a. and El-
Mekawey F 1999 Static laser light scattering 
(SLLS) investigations of the scattering parameters 
of a synthetic polymer Opt. Laser Technol. 31 
447–53 

[11] Hashim H, El-Mekawey F, El-Kashef H and 
Ghazy R 2014 Determination of scattering 
parameters of polyvinyl alcohol by static laser 
scattering Beni-Suef Univ. J. Basic Appl. Sci. 3 
203–8 

[12] Bender T M, Lewis R J and Pecora R 1986 
Absolute Rayleigh ratios of four solvents at 488 
nm Macromolecules 19 244–5 

[13] MB H 1972 Light scattering from polymer 
solutions Acad. Press Inc Ltd 

 [14] Avadhanulu N S B L M N 2004 A Text Book of 
Optics (m.e.) (S. Chand, 2004) 

[15] Ghazy R, El-Baradie B, El-Shaer a. and El-
Mekawey F 1999 Measurements of the refractive 
indices and refractive index increment of a 
synthetic PMMA solutions at 488 nm Opt. Laser 
Technol. 31 335–40 

[16] M. El-Khashan A N 1989 J. Mod. Opt. 36 

[17] Wu H 2010 Correlations between the Rayleigh 
ratio and the wavelength for toluene and benzene 
Chem. Phys. 367 44–7 

[18] Corrotto J, Ortega F, Vazquez M F J 1996 
Macromolecules 29:5948 

[19] Pa J and Yu T L 2001 Light Scattering Study of 
Chitosan in Acetic Acid Aqueous Solutions 985–
91  

متعدده الزوايا  الساكنه تعيين معامالت االستطاره للكيتوزان باستخدام اتطاره ضوء الليزر  

   احمد رياض غازي  

اطنط جامعة - العلومكلية  - فيزياءالقسم   

وليمرات         م الب ن اه وزان م وليمر الكيت ر ب افس يعتب ض الخن ا وبع ري و الكبوري ور الجمب ي قش ثال ف رة متم ة بكث ي الطبيع وده ف ك لوج وذل
اس م ا بقي ة قمن ذه االهمي ة له ه. ونتيج ه و الطبي ات العلمي ن التطبيق د م امالت االستطاره الساكنه باستخدام وباالضافة الي استخداماته في العدي ع

دوران باالضافه  ي و نصف قطر ال وزن الجزيئ يس ال ا تق وليمر حيث انه به للب شعاع ليزر. وتعتبر معامالت االستطاره من اهم الخواص بالنس
ع ترك د ارب ك عن وزان , وذل ي الكيت ي عل تطاره رايل ه اس ا بدراس د قمن تخدم. لق ذيب المس ي الم ذوبان ف ه ال ي درج ه ال زات مختلف ي

ين  0.002,0.004,0.006,0.008 راوح ب ا تت د زواي ف , وعن يتيك المخف ض االس ذيب حم ي م ي  40ف ه  140ال ات درج ذه القياس ث ان ه . حي
اخ اس م زات باستخدام مقي ذه التركي ه معامل االنكسار له ا بقياس داخل تسندر - تحتاج الي تعيين تغير معامل االنكسار بالنسبه للتركيز ,فقد قمن للت

      يدوي الصنع. وعند مقارنه النتائج المقاسه بالنتائج العالميه وجدنا ان هذه القياسات علي درجه عاليه جدا من الدقه.
 


