Department of Biotechnology and Chemical Technology




Aalto University publication series
DOCTORAL DISSERTATIONS 58/2014

Functionalization of dextran, xylan and
nanofibrillated cellulose using click-
chemistry in aqueous media

Nikolaos Pahimanolis

Doctoral dissertation for the degree of Doctor of Science in
Technology to be presented with due permission of the School of
Chemical Technology for public examination and debate in
Auditorium KE2 (Komppa Auditorium) at the Aalto University School
of Chemical Technology (Espoo, Finland) on the 3rd of June, 2014,
at 12 noon.

Aalto University

School of Chemical Technology

Department of Biotechnology and Chemical Technology
Polymer Technology



Supervising professor
Jukka Seppala

Thesis advisor
Jukka Seppala

Preliminary examiners
Professor Etienne Fleury, Université de Lyon, France
Professor Pedro Fardim, Abo Akademi, Finland

Opponent
Professor Thomas Heinze, Friedrich Schiller University of Jena,
Germany

Aalto University publication series
DOCTORAL DISSERTATIONS 58/2014

© Nikolaos Pahimanolis

ISBN 978-952-60-5662-3

ISBN 978-952-60-5663-0 (pdf)

ISSN-L 1799-4934

ISSN 1799-4934 (printed)

ISSN 1799-4942 (pdf)
http://urn.fi/URN:ISBN:978-952-60-5663-0

. . %O\CEEO%
Unigrafia Oy 7 %
Helsinki 2014 /////

N4

i 441
Finland Printed matter

697



A' Aalto University Abstract

] Aalto University, P.O. Box 11000, FI-00076 Aalto www.aalto.fi

Author
Nikolaos Pahimanolis

Name of the doctoral dissertation

Functionalization of dextran, xylan and nanofibrillated cellulose using click-chemistry in
aqueous media

Publisher School of Chemical Technology

Unit Department of Biotechnology and Chemical Technology

Series Aalto University publication series DOCTORAL DISSERTATIONS 58/2014
Field of research Polymer Technology

Manuscript submitted 30 January 2014 Date of the defence 3 June 2014
Permission to publish granted (date) 8 April 2014 Language English
[ Monograph DX Article dissertation (summary + original articles)
Abstract

Functionalization of dextran, xylan and nanofibrillated cellulose was performed by first
introducing hydroxypropyl azide groups by etherification using glycidyl azide in alkaline
aqueous media. The reaction efficiency and degree of functionalization was found to depend
on the amounts of reactants, reaction temperature and concentration of the polysaccharide.

In the second step, the azide groups were used in copper-catalyzed azide-alkyne cycloaddition
reactions for further derivatization. Dextran was grafted with polyethylene glycol and
temperature-responsive xylan-based hydrogels were developed by crosslinking reactions using
thermoresponsive poly(ethylene glycol)-b-poly(propylene glycol)-b-poly(ethylene glycol) block
copolymers. In addition, the reaction was applied on surface functionalization of NFC,
providing fluorescent 5-(dimethylamino)-N-(2-propyl)-1-naphthalenesulfonamide or pH
responsive amine functionalized NFC.

Experiments of utilizing the developed amine functionalized NFC in graphene composites
were conducted. The composites were found to exhibit good electrical and mechanical
properties. In addition, all-cellulose NFC composites were developed. The modification of
nanofibrillated cellulose was done by both physical and chemical means, using carboxymethyl
cellulose and solid state epoxy chemistry. These composites were produced by tape-casting
from aqueous NFC suspensions containing carboxymethyl cellulose. CMC was shown to alter
the rheological properties of the suspensions by physical interactions, which allowed the
production of anisotropic composites by shear-induced partial orientation of fibrils during tape
casting. The CMC also provided carboxyl groups to the composite, which could be used to
improve the wet strength of the material though ionic crosslinking using glycidyl
trimethylammonium chloride.

Keywords chemical modification, polysaccharides, functionalization, nanocomposite

ISBN (printed) 978-952-60-5662-3 ISBN (pdf) 978-952-60-5663-0

ISSN-L 1799-4934 ISSN (printed) 1799-4934 ISSN (pdf) 1799-4942
Location of publisher Helsinki Location of printing Helsinki Year 2014

Pages 122 urn http://urn.fi/ URN:ISBN:978-952-60-5663-0







A’, Aalto-yliopisto Tiivistelma

Aalto-yliopisto, PL 11000, 00076 Aalto www.aalto.fi

Tekija

Nikolaos Pahimanolis

Vaitoskirjan nimi

Dextraanin, xylaanin ja selluloosan nanokuitujen funktionalisointi click-kemialla vedessa

Julkaisija Kemian tekniikan korkeakoulu

Yksikk6 Biotekniikan ja kemian tekniikan laitos
Sarja Aalto University publication series DOCTORAL DISSERTATIONS 58/2014
Tutkimusala Polymeeriteknologia

Kasikirjoituksen pvm 30.01.2014 Vaitospaiva 03.06.2014
Julkaisuluvan myontamispaiva 08.04.2014 Kieli Englanti
[ Monografia X Yhdistelmaviitdskirja (yhteenveto-osa + erillisartikkelit)
Tiivistelma

Dekstraaniin, ksylaaniin ja selluloosan nanokuituihin (NFC) liitettiin hydroksipropyyliatsidi-
ryhmia kdyttamalla reagenssina glysidyyliazidia alkalisessa vesiympéaristossia. Reaktion
tehokkuus ja funktionalisointiaste riippui reagenssien suhteista, reaktiolampotilasta seka
polysakkaridien konsentraatiosta.

Valmistettuja atsidifunktionaalisia polysakkarideja kaytettiin oksastus ja silloitusreaktioihin
kuparikatalysoidulla atsidi-alkyyni sykloadditioreaktiolla (CuAAc). Télld menetelmalld
dekstraaniin oksastettiin polyetyleeniglykolia ja ksylaanipohjaista lamp66n reagoivaa
hydrogeelia valmistettiin ristisilloittamalla polyetyleeniglykoli-polypropyleeniglykoli-
polyetyleeniglykoli-lohkopolymeerilla. Lisdksi CuAAc reaktiolla muokattiin selluloosan
nanokuitujen pintaa amiiniryhmilla seki fluoresoivalla 5-(dimetyyliamino)-N-(2-propyyli)-1-
naftaleenisulfonamidilla.

Syntetisoituja amiinifunktionaalisia selluloosan nanokuituja kiytettiin grafeenikomposiittien
valmistuksessa. Komposiitit olivat sdhkoa johtavia ja niilld oli hyvat mekaaniset ominaisuudet.
Liséksi tutkittiin kokonaan selluloosasta valmistettuja NFC/karboksimetyyliselluloosa (CMC)
komposiittien valmistusta, joissa hyodynnettiin seké fysikaalista ettd kiintedn tilan kemiallista
muokkausta. NFC/CMC komposiitit valmistettiin tape-casting menetelmallé, jolla tapahtui
kuitujen orientoitumista leikkausvoimien ja CMC vaikutuksesta. Komposiittien méarkalujuutta
kasvatettiin hyodyntdmélla CMC:n karboksyyliryhmié seka glysidyyli trimetyyliammonium-
ryhmien reaktiolla ja ionisella ristisilloituksella.

Avainsanat kemiallinen muokkaus, polysakkaridit, funktionalisointi, nanokomposiitit

ISBN (painettu) 978-952-60-5662-3 ISBN (pdf) 978-952-60-5663-0
ISSN-L 1799-4934 ISSN (painettu) 1799-4934 ISSN (pdf) 1799-4942
Julkaisupaikka Helsinki Painopaikka Helsinki Vuosi 2014

Sivuméaara 122 urn http://urn.fi/URN:ISBN:978-952-60-5663-0







Preface

This work was carried out in the Polymer Technology Research Group at
Aalto University School of Chemical Technology between 2009 and 2013
(Helsinki University of Technology until January 2010). The Graduate
School for Biomass Refining (BIOREGS), TEKES (the Finnish Funding
Agency for Technology and Innovation) project “Naseva”, the Academy of
Finland and TES (Foundation for the promotion of technological advances)
are gratefully acknowledged for financial support.

I would like to thank Prof. Jukka Seppild, for the opportunity to work in
his group and for his guidance during my studies and research around this

interesting topic.

I wish to thank Dr. Jaana Rich, Dr. Ulla Hippi and Dr. Arja-Helena
Vesterinen for all their help and guidance they have given me through the
beginning of my research. I also wish to express my gratitude for the whole
laboratory group for the good working atmosphere and all the help and

invaluable discussions.

I am deeply grateful to all my co-authors for the fruitful collaboration.

This research would not have been possible without their contribution.

Finally, I would like to thank my wife Paula, my parents, grandparents
and parents-in-law, my sister and brothers and all my friends for their
support and for giving me new perspectives on both science and life.

Espoo, April gth, 2014
Nikolaos Pahimanolis



Contents

PREFACE

CONTENTS

LIST OF PUBLICATIONS
ABBREVIATIONS AND SYMBOLS
1 INTRODUCTION

1.1 A general background of polysaccharides

1.2 Modification by Click chemistry

1.2.1
1.2.2

Modification of polysaccharides using CuAAc

Utilization of epoxides in functionalization

1.3 Scope of the thesis

2 EXPERIMENTAL

2.1 Materials and methods

2.1.1
2.1.2
2.1.3
2.14
2.15

naphthalenesulfonamide using CuAAc

2.1.6
2.1.7
2.1.8

Azide functionalization of dextran, xylan and nanofibrillated cellulose LI,

Preparation of alkyne-end functionalized PEG and PEG-PPG-PEG copolymers b
Grafting of dextran with poly(ethylene glycol) using CuAAc :
Xylan hydrogel preparation using CuAAc !

Labeling of azide functionalized NFC with 5-(dimethylamino)-N-(2-propyl)-1-

Introducing primary amino groups to NFC using CuAAc ™"

Preparation of reduced graphene oxide/amino-NFC composites v

Preparation and functionalization of NFC/CMC composite films v

2.2 Characterization

3  RESULTS AND DISCUSSION

3.1 Modification of dextran '

311
3.1.2

Azide functionalization of dextran in aqueous media

Grafting of dextran using CuAAc

3.2 Modification of xylan "

321
3.2.2

3.3 Modification of nanofibrillated cellulose

8

Introduction of azide functionalities to the backbone of xylan

Thermoresponsive xylan hydrogels by CuAAc crosslinking

n, v, v

10
12
13

13
15
17
17

19

20

22
23
23
23

24

27

27
27
29

31
31
33

37



331
332
333
334

Azide functionalization of nanofibrillated cellulose NFC ™"

Modification of NFC using CuAAc "
Application of amine modified NFC in graphene / NFC composites W

Preparation and modification of NFC/CMC composites v

4 CONCLUSIONS
5 REFERENCES

37
38
41
43

48
49



List of publications

This thesis consists of an overview and of the following publications,

which are referred to in the text by their Roman numerals.

II

III

v

10

Pahimanolis N., Vesterinen A-H., Rich J., Seppild, J., Modification
of dextran using click-chemistry approach in aqueous media,
Carbohydrate Polymers, 82 (2010) 78-82.

Pahimanolis N., Sorvari A., Luong N.D., Seppila J.,,
Thermoresponsive xylan hydrogels via copper-catalyzed azide-
alkyne cycloaddition, Carbohydrate Polymers, 102 (2014) 637-644.

Pahimanolis N., Hippi U., Johansson L-S., Saarinen T., Houbenov
N., Ruokolainen J., Seppild, J., Surface functionalization of
nanofibrillated cellulose using click-chemistry approach in aqueous
media, Cellulose, 18 (2011) 1201-1212.

Luong N.D., Pahimanolis N., Hippi U., Korhonen J.T., Ruokolainen
J., Johansson L-S., Nam J-D., Seppild J., Graphene/cellulose
nanocomposite paper with high electrical and mechanical
performances, Journal of Materials Chemistry, 21 (2011) 13991-

13998.

Pahimanolis N., Salminen A., Penttild P.A., Korhonen J.T.,
Johansson L-S., Ruokolainen J., Serimaa R., Seppdla J.,
Nanofibrillated cellulose/carboxymethyl cellulose composite with
improved wet strength, Cellulose, 20 (2013) 1459-1468.



The author’s contribution to the appended publications

II

11T

Nikolaos Pahimanolis planned and carried out the experiments and
wrote the manuscript with the assistance of the co-authors.

Nikolaos Pahimanolis planned and carried out the experiments,
excluding compressive tests and SEM experiments, and wrote the

manuscript with the assistance of the co-authors.

Nikolaos Pahimanolis planned and carried out the experiments,
excluding rheological studies, XPS and AFM measurements and

wrote the manuscript with the assistance of the co-authors.

Nikolaos Pahimanolis planned and carried out the etherification and
cycloaddition reactions, including synthesis of the required reagents,

and wrote the corresponding part of the manuscript.
Nikolaos Pahimanolis planned and carried out the experiments,

excluding XPS, XRD and SEM measurements, and wrote the
manuscript with the assistance of the co-authors.

11



Abbreviations and symbols

AAc ascorbic acid

AEP 1-azido-2,3-epoxypropane
AFM atomic force microscopy
AGU anhydroglucose unit

A-NFC amino-nanofibrillated cellulose
ATR attenuated total reflectance
13C-CP/MAS NMR carbon-13 cross-polarization/magic angle spinning

nuclear magnetic resonance

AXU anhydroxylose unit

CMC carboxymethyl cellulose

CuAAc copper-catalyzed azide-alkyne cycloaddition
EDTA ethylenediaminetetraacetic acid tetrasodium salt
FT-IR Fourier transform infrared spectroscopy

GTMA glycidyltrimethylammonium chloride

DEPT distortionless enhancement by polarization transfer
DP degree of polymerization

NFC nanofibrillated cellulose

NMR nuclear magnetic resonance spectroscopy

PEG poly(ethylene glycol)

PEG2k poly(ethylene glycol) 2000 g/mol

PEG-MME poly(ethylene glycol) monomethyl ether

PEO-PPO-PEO Poly(ethylene oxide)-b-poly(propylene oxide)-b-
poly(ethylene oxide)

PE6100 PEO-PPO-PEO triblock copolymers (BASF trade name
Pluronic© PE6100), PPO block of 1750 g/mol and 10 % of PEO

PE6400 PEO-PPO-PEO triblock copolymers (BASF trade name
Pluronic© PE6400), PPO block of 1750 g/mol and 40 % of PEO

SEM scanning electron microscopy
THF tetrahydrofuran

XPS X-ray photoelectron spectroscopy
XRD X-ray diffraction

12



1 Introduction

1.1 A general background of polysaccharides

Increasing environmental concern and the need for decreasing the
dependence on fossil based raw materials have fueled research towards the
possibilities of making use of renewable sources. Polysaccharides can be
found in vast amounts in nature, cellulose being the most common organic
polymer. High levels of sophistication have been formed during the
evolution of biological systems, for instance, wood consists of cellulosic
nanostructures having high strength *. 2. These biocompatible and
biodegradable structural materials have drawn increasing attention in
various research fields ranging from materials science to medical

applications 3-4.

Cellulose consists of beta-D-glucopyranose units linked together by acetal
functions at C4 and C1 positions (Figure 1). The degree of polymerization
(DP) varies according to the source and the pretreatment of the biopolymer,
wood pulp having a typical DP of 300-1700 5. The cellulose molecules are
assembled to elementary fibrils and fibrillar bundles called microfibrils,
which are located in the plant cell wall constituting the framework of the
cell along with other wall polymers such as hemicelluloses and pectins 2.

This nanostructure, often termed nanofibrillated cellulose 6, can be
extracted by mechanical disintegration of pulp fibers 7-*© and is usually
obtained as a water suspension with a solid content below 2 weight-%. The
fibrils have an entangled network structure '-3. Characteristics of the
obtained fibrils are a small diameter and high aspect ratio and because of
its high strength 1, it is an interesting material as a reinforcing element in

polymer composites for various applications.

Hemicellulose is the most abundant polysaccharide family next to
cellulose, present as a component in most plant cell walls. In hardwood
species, the main hemicellulose type is xylan, which predominantly consists
of D-xylopyranoside units (Figure 1) connected by B-(1—4)-linkages along
with acetyl-, glucuronic acid and species dependent side groups 4. Among
other methods, xylan can be conveniently extracted from biomass by alkali
extraction 516, where the acetyl groups are also hydrolyzed rendering the

backbone hydroxyl groups available for derivatization reactions. Xylans and
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xylan derivatives have found applications in the paper and food industry as

well as pharmaceutical applications 6.17,

Dextran is a water soluble microbial polysaccharide predominantly
consisting of linear alpha-1,6-linked glucopyranose units (Figure 1), and a
small amount of branching at 1->2, 1->3 or 1->4 depending on the source *8.
Dextran is biodegradable and resists protein adsorption as well as cell
adhesion, making it suitable for biomedical applications, such as plasma
volume expansion and artificial tears 8.1,

IR I e U
=T R~

Cellulose Dextran

RO O

n

Xylan

Figure 1. Structural units of cellulose, dextran and xylan. Typical xylan substituents are O-
acetyl-, methylglucuronic acid and arabinose-residues.

Chemical derivatives of polysaccharides have a long history; cellulose
nitrate, sulfate, acetate and carboxymethyl cellulose being the oldest
cellulose derivatives having industrial significance. The reactions used for
derivatization involve the numerous hydroxyl groups on the polysaccharide
macromolecule, the hydroxyl group acting as a nucleophile towards an

electron deficient carbon, forming the covalent bond 5 2°.

For example, modifications targeting the hydroxyl groups of xylan include

etherification using epoxides 2:-27 and alkyl halides 28-32in alkaline media

14



and esterification reactions typically employing anhydrides 33-37 or activated
carboxylic acids 38 39 and sulfating agents 34 4° have been used.

The tendency of polysaccharides to absorb water can become a problem
when these natural polymers have to be chemically tailored, since water
restricts the chemical reactions available for these modifications. Drying of
the polysaccharides or using problematic solvents to do the chemical
alteration is neither economical nor environmentally benign 2 .4'. For
example, the use of NFC for making polymer composites usually requires
removing the water though solvent-exchange procedures and by chemical
modification of the surface of NFC fibrils to obtain better compatibility with
polymers 3 and this may lead to destruction of the original nanostructure of
the fibris 42.

1.2 Modification by Click chemistry

Copper catalyzed azide-alkyne cycloaddition (CuAAc) 4344 has gained
much attention in chemical synthesis, popularized by click-chemistry
concepts 45. The concept was inspired by the way molecular diversity, such
as proteins, is constructed in biological systems using rather simple
building blocks. According to the click-concepts, the connection of building
blocks have to happen via reactions that are selective, stereospecific, wide

in scope and give high yields 45.

The by-products of these reactions should be non-toxic and easily
removed from the reaction mixture by simple methods, for example by
evaporation or filtration. The reaction should also preferably use non-toxic
solvents such as water or, if possible, without a solvent. A good click
reaction also should work in ambient temperatures and use readily

available reactants 45.

These click-type reactions are irreversible and exothermic, typically
including cycloadditions, nucleophilic additions to unsaturated carbon-
carbon bonds and reactions of strained three membered ring systems, such
as epoxides and aziridines. These reactions have gained increasing
attention in synthesis of complex polymer architectures, such as block- and
graft copolymers, branched, star-shaped and comb shaped polymers, to

name a few 46,47,
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The use of these click reactions allows the usage of separately synthesized
smaller molecules or polymers to be connected together in a convergent
way. However, the functional groups necessary for the subsequent click
reaction also need to be introduced to the molecules in a simple and
efficient way, without tedious purification steps, otherwise the benefits of

the click reaction may be lost 45-49.

Similarly to the thermal Huisgen 1,3-dipolar cycloaddition reaction, the
CuAAc reaction involves an alkyl azide and a terminal alkyne, which are
fused to a triazole ring (Figure 2) 43 4450, The copper (I) catalyst is
commonly produced in situ by adding a reducing agent, such as ascorbic
acid into a solution of copper (II) sulfate. This catalyst system works well in
aqueous reaction media and has been shown to produce less side-reactions
43.45.51 such as alkyne-alkyne couplings 5253,

The popularity of the CuAAc reaction stems from its high conversion,
selectivity and because water can be used as a reaction media 43. The azide
and alkyne groups necessary for the reaction usually tolerate other
functional groups, don't interfere with other reactions and can be
introduced rather easily on the target molecules 5456, although that is not
always the case 57-58,

N
Cu (1) NZ OS—R'

sz RZ

Figure 2. The copper-catalyzed azide-alkyne cycloaddition.

Since its discovery, the CuAAc has been applied in polymer synthesis
widely 59-¢8 and has been demonstrated to work also on solid surfaces and
particles 44-69-73 further widening the scope of synthesis. An excess of either
the azide or alkyne component is usually employed in order to drive the
reaction to completion®2. However, steric factors may slow down the
reaction rate and reaction efficiency with increasing molecular weight,

which may limit the applicability in some polymer syntheses 7476,
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1.2.1 Modification of polysaccharides using CuAAc

One of the first polysaccharides to be modified with CuAAc was cellulose,
using heterogenous aqueous media for fluorescent labelling 7°. The reaction
has also been applied to surface grafting of cellulose fibers 7% 73 and to
cellulose nanocrystals 7277 but also to homogeneous derivatization reactions
76,78-82 A wide range of other polysaccharides have been modified with the
CuAAc approach, such as, starch 8384, dextran 85-88, curdlan 89, xylan 9%,
chitosan 9t and hyaluronan 92.

A major drawback of the CuAAc procedure comes from the copper catalyst,
which being a toxic heavy metal, may limit the applicability of synthesized
materials and is also showed to participate in degradation of
polysaccharides 93-96. In addition, copper has been found to complexate with

the hydroxyl groups of saccharide units, slowing down the reaction rate 97.

One major challenge of applying the CuAAc reaction to the modification
of polysaccharides has been the difficulty of introducing the alkyne or azide
group necessary for the subsequent click reaction, as it usually requires dry
reaction conditions and protecting groups. One strategy has been to convert
the hydroxyl group to a tosyl or a halide group and perform a nucleophilic
substitution reaction with alkali metal azide 498100, The halide group can
also be introduced regiospecifically using triphenylphosphine and

carbontetrahalides, leading to regioselective azide derivatization 4t 99: 101,

Alkyne groups can also be selected as the polysaccharide functionality
instead of azide. This route typically involves esterification polysaccharide
in organic solvents 7° or etherification in aqueous alkaline media 7383, The
alkyne group can be attached selectively to the reducing end of the
polysaccharide 88 97 or to the polysaccharide backbone through carboxyl
groups 7> 92, A drawback of alkyne functionalization can rise from a high
proximity of alkyne groups in the polymer that induce formation of side

reactions and slow reaction rates 46102,

1.2.2 Utilization of epoxides in functionalization

Epoxides have a long history in polymer synthesis and modification of
polysaccharides 4t 3. For example, hydroxypropyl- and hydroxyethyl

17



cellulose obtained from the reaction of propylene oxide and ethylene oxide,
are used as thickeners, emulsifiers, lubricants, barrier film and coatings.

The etherification reactions involve the hydroxyl groups on the
polysaccharide macromolecule, acting as a nucleophile, which attacks an
electron deficient carbon of the epoxide ring, forming the C-O-C ether
linkage. Hydroxyl groups are weak nucleophiles and require activation for
this reaction. Strong bases, such as alkali metal hydroxides are typically

employed to catalyze the etherification reaction 2°.

As noted previously, epoxide reactions can be seen as belonging to the
family of click reactions. Due to their strained three-membered ring
structure, epoxides react through S,2 reaction with many nucleophiles,
such as azide ions, rather easily at room temperature and aqueous media
across a wide pH range '°4, and thus have been used to obtain alkyl azides,
creating the reactive species necessary for the subsequent CuAAc reaction 74.
Reactions involving hydroxyl groups usually require alkaline conditions in
order to enhance the nucleophilicity, but the ring opening reaction can be

facilitated by protic or Lewis-acid activation of the epoxide 05 106,
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1.3 Scope of the thesis

This thesis summarizes the results reported in five publications (I-V),
supported with some unpublished data. The targets of this work were to
develop aqueous phase modification of polysaccharides and to introduce

novel functionality to these materials.

The methods included the covalent attachment of functional azide groups
on to dextran (Publication I) and xylan backbone (Publication II) in
homogeneous conditions and surface functionalization nanofibrillated
cellulose (Publication III, IV) heterogeneously, utilizing epoxy chemistry in

alkaline media.

The azide groups were used in copper-catalyzed azide-alkyne
cycloaddition reactions for further functionalization. Dextran was grafted
with polyethylene glycol (Publication I) and temperature-responsive xylan-
based hydrogels were developed by crosslinking reactions using
thermoresponsive  poly(ethylene  glycol)-b-poly(propylene  glycol)-b-
poly(ethylene glycol) block copolymers (Publication II). In addition, new
functionalities were introduced on the surface of NFC by CuAAc, using

propargyl amine and a fluorescent compound (Publication III).

In publication IV, research was conducted for utilizing the developed
amine functionalized NFC (from III) in graphene composites for improved
compatibility and mechanical and electrical properties.

In publication V, all-cellulose NFC composites were developed. The
modification of nanofibrillated cellulose was done by both physical and
chemical means, using carboxymethyl cellulose and solid state epoxy
chemistry. These composites were produced by tape-casting from aqueous
NFC suspensions containing carboxymethyl cellulose. CMC was shown to
alter the rheological properties of the suspensions by physical interactions,
which allowed the production of anisotropic composites by shear-induced
partial orientation of fibrils during tape casting. The CMC also provided
carboxyl groups to the composite, which could be used to improve the wet
strength of the material though ionic crosslinking using glycidyl

trimethylammonium chloride.
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2 Experimental

2.1 Materials and methods

Nanofibrillated cellulose was obtained from The Finnish Centre for
Nanocellulosic Technologies as a dilute hydrogel (xylan content 25 %). The
sample was prepared by mechanical disintegration of bleached birch pulp
by ten passes through a M7115 Fluidizer (Microfluidics Corp. Newton, MA,
USA).

Dextran (average molecular weight 60000 g/mol) was obtained from

Fluka Chemicals and used as received.

Poly(ethylene glycol) monomethyl ether (molecular weight 500 g/mol)
was from Fluka Chemicals and it was dried under vacuum prior to use.

Sodium carboxymethyl cellulose (CMC, Sigma-aldrich, Mw = 250 kg/mol
with degree of substitution 0.75 determined by titration) was dried in

vacuum before use.

Birch wood xylan (xylose content >90%, degree of acetylation less than
4 %, Mn=11700 g/mol, PDI=2.02) was obtained from Sisco Research
Laboratories Pvt. Ltd. and used as received.

Poly(ethylene oxide)/poly(propylene oxide)/poly(ethylene oxide) (PEO—
PPO-PEO) triblock copolymers were from BASF (trade name Pluronic®
PE6100 (cloud point 23 °C) and PE 6400 (cloud point 60 °C) both having a
central PPO block of 1750 g/mol and 10 % or 40 % of PEO ). Poly(ethylene
glycol) 2000 g/mol was from Fluka. The polymers were vacuum-dried at
40 °C for 48 h before use.

20



211 Azide functionalization of dextran, xylan and nanofibrillated

cellulose """V

The synthesis of 1-azido-2,3-epoxypropane was performed starting with
epichlorohydrin. The ring-opening reaction of the epoxide with azide-ion
was done as follows: Isopropanol and acetic acid were mixed with a solution
of NaNj in water. Epichlorohydrin was then added under stirring and the
reaction was continued at 30 °C for 21 h, until ‘*H- and 3C-NMR analysis
showed complete consumption of the epoxide. The excess azides were
removed by adding a water solution of NaNO, and HNO;. The obtained
solution of 1-azido-3-chloropropanol was stored in dark at room

temperature and used without further purification.

For the modification of xylan (Publication II) a concentrated solution was
prepared by phase separation and evaporation. The conversion of 1-azido-
3-chloropropanol to 1-azido-2,3-epoxypropane was done just prior to use,
by adding NaOH solution and stirring the mixture for 5 minutes. The
obtained epoxide-solution was immediately used for the azidation of the
polysaccharides.

The introduction of azide groups onto the backbone of dextran, NFC or
xylan was done as follows: The freshly prepared solution of 1-azido-2,3-
epoxypropane was combined with the polysaccharide and NaOH in water.
The obtained reaction mixture was stirred until ‘H-NMR analysis showed
complete consumption of the epoxide.

The solution was then neutralized with acetic acid and the polysaccharide
was purified twice by precipitation in ethanol ! or acetone and ethanol . In
the case of nanofibrillated cellulose, the suspension was purified with
deionized water by several centrifugation (20 000 gravities for 20 minutes)

and redispersion steps until the pH of the suspension became neutral 1V,

2.1.2 Preparation of alkyne-end functionalized PEG and PEG-PPG-

PEG copolymers ""

The dried poly(ethylene glycol) monomethyl ether (PEG-MME), PEG2k,
PE6400 or PE6100 were dissolved in dry THF. NaH was added to the
solution and the mixture was stirred until the formation of hydrogen gas

ceased. Propargyl bromide was then added dropwise and the reaction was
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continued for 2 h, after which the reaction mixture was centrifuged to
remove any formed salts and the polymers were purified by precipitation to

cold hexane and dried in vacuum. LI

2.1.3 Grafting of dextran with poly(ethylene glycol) using CuAAc '

The azidated dextran and an excess amount of the alkyne-end
functionalized PEG were dissolved in water and the freshly prepared
solution of CuSO, and ascorbic acid (AAc) was added and the reaction was
carried out for 1 h at 30 °CL

2.1.4 Xylan hydrogel preparation using CuAAc "

The hydrogels were prepared by dissolving the azide functionalized xylan
and the alkyne functionalized polymer in water in an ice-bath under stirring
overnight at 7 °C. The stirring was continued in an ice bath for another 5
hours. To initiate the crosslinking, copper sulfate/ascorbic acid solution
was added and the curing was allowed to take place in cylindrical silicone
molds. The copper ions were afterwards removed by EDTA complexation

and washings.

2.1.5 Labeling of azide functionalized NFC with 5-(dimethylamino)-N-

(2-propyl)-1-naphthalenesulfonamide using CuAAc

5-(dimethylamino)-N-(2-propyl)-1-naphthalenesulfonamide was
prepared following a reported procedure ©7 by reacting propargyl amine
with dansyl chloride in dichloromethane. The fluorescence labeling of
azido-NFC was done as follows: To an acetone solution of 5-
(dimethylamino)-N-(2-propyl)-1-naphthalenesulfonamide, solution of
CuSO, and ascorbic acid in water was added. A sample of a dried azido-NFC
sheet was then immersed in the reaction mixture for 5 minutes, after which
the sample was removed, rinsed with acetone and water, and dried at room

temperature.
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m, v

2.1.6 Introducing primary amino groups to NFC using CuAAc

The introduction of 1,2,3-triazole-4-methanamine groups was done as
follows: Propargyl amine was added to the suspension of azido NFC and a
freshly prepared water solution of CuSO, and ascorbic acid (AAc) was
added. The reaction was carried out for 15 minutes at 30 °C, after which
diethylenetriamine was added to the reaction mixture in order to
complexate the copper ions. The suspension was then purified with
deionized water by several centrifugation (20 000 gravities for 20 minutes)
and redispersion steps, until the supernatant became neutral and no

amines were detected with the ninhydrin test.

2.1.7 Preparation of reduced graphene oxide/amino-NFC
composites "V

Graphite oxide was prepared by a modified Hummers method 8. The
graphene oxide/NFC composites were prepared using a variety of graphene
oxide dispersions, which were added to the suspension of amine modified
NFC to have mixtures with content of graphene from 0.1 -10 wt-% under
stirring. The graphene oxide was reduced with hydrazine/amine at 95 °C.
The composite films were prepared by filtration of the obtained suspension
through a mixed cellulose ester membrane and washing with distilled water.
The papers were finally peeled off from the filter paper and dried for 48h.
NFC and A-NFC papers were also prepared by the filtration.

2.1.8 Preparation and functionalization of NFC/CMC composite

films v

All nanofibrillated cellulose water dispersions were prepared as 25 g
batches. Carboxymethyl cellulose solution (2 wt-%) was added to NFC
suspensions to obtain desired CMC content and distilled water was added
to adjust the NFC to 1.0 wt-%. The suspensions were mixed for 24 h with a
magnetic stirrer at 1200 rpm and ultrasonicated at 20 kHz with a power of
20 W with 0.5 second active/passive pulses for 10 minutes under agitation
at 1200 rpm. The mixing was continued for an additional hour and the
suspensions were immediately tape-cast on polyimide supports. The films
were dried at 22 °C and 40-60 % relative humidity and subsequently in
oven at 75 °C for 24 h.
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The GTMA treatment of films were done for dried films by immersing
them into GTMA solution in ethanol/water mixture and washed and dried
at 22 °C and 40-60 % relative humidity overnight and subsequently in oven
at 75 °C for 24 h.

2.2 Characterization

'H-, 3C-NMR and DEPT-135 spectra were recorded on a Varian Gemini
2000 300 MHz ! or a Bruker Avance III 400 MHz 1. IIL IV. V spectrometer.
For quantitative 3C-NMR, the decoupler was gated on only during

acquisition, in order to suppress the nuclear Overhauser effect.

Carbon-13 cross-polarization/magic angle spinning nuclear magnetic
resonance (3C-CP/MAS NMR) spectra were recorded with a double
resonance 4 mm probe. Samples were spun in zirconia rotors using a

spinning rate of 10 kHz. I

Dynamic light scattering measurements were done using Zetasizer Nano
ZS (Malvern Instruments). The samples were prepared to concentrations of

1 mg/ml and filtered through 0.45 pm filter. !

Elemental analysises was performed using a Perkin Elmer 2400 Series II
CHNS ILIV.V or a Perkin Elmer 2400 CHN ! equipment.

The infrared-spectra were recorded with a Nicolet Magna IR750 LILIV or a
Unicam Mattson 3000 ™V FTIR spectrometer from KBr pellets (for azide
containing samples) or using a diamond ATR accessory.

X-ray photoelectron spectroscopy (XPS) analysis was performed using a
Kratos AXIS 165 electron spectrometer with monochromatic Al Ka
radiation at 100 W. Elemental compositions were determined from low
resolution survey scans combined with extended regional scans on trace
elements (N, Na, and Cl). O 1s and C 1s regions were recorded in high
resolution mode for a more detailed analysis of surface chemical

compositions. LIV, V
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Acid-base titrations were done using a Philips PWg420 pH-meter
equipped with a Hamilton electrochemical sensor (P/N 238000 Hamilton
Bonaduz AG, Switzerland). 1LV

Atom force microscopy (AFM) images were scanned in tapping mode
using a Veeco Dimension 5000 scanning probe microscope with NanoScope
V controller and silicon cantilevers. The samples were prepared by placing a
drop of dilute NFC suspension (0.005 wt-%) on a silica wafer and dried at
room temperature overnight. !

Scanning electron microscopy (SEM) images were obtained using a JEOL
JSM-7500FA V or a Zeiss Sigma VP instrument . For studying the
morphology of NFC films, the sample was made conductive by Au/Pt
sputtering V. The xylan hydrogel samples were prepared by preconditioning
a sample (approximately 0.1 g) in water at the desired temperature, then
frozen in liquid nitrogen and freeze-dried. The dried samples were cut with
a sharp knife to expose fresh surface and made conductive by Au/Pt
sputtering .

The tensile tests were performed using an Instron 4204 universal testing
machine with a crosshead speed of 2 mm/min. At least 6 composite
samples (approximately 15 x 0.010 x 5.6 mm3) were tested for each
composite and the samples were conditioned at 23 °C and 50 % relative
humidity for at least 24 h before testing. The wet strength measurements
were done for samples immersed in distilled water for 24 h and the

dimensions were measured from dry samples V.

Two dimensional x-ray diffraction patterns were measured in
perpendicular transmission geometry from 6 film pieces stacked on top of
each other with uniform casting direction (p=0°). The x-ray setup consisted
of a Seifert ID 3003 x-ray generator (voltage 36 KV, current 25 mA)
equipped with a Cu tube (wavelength 1.542 A), a Montel multilayer
monochromator and a MAR345 (Marresearch) image plate detector V.

Rheological measurements were performed using a TA Instruments AR-
G2 rheometer equipped with a vane-cup geometry operating at 25 °C (vane
diameter 28 mm, vane length 42 mm, cup diameter 30 mm, gap 1 mm). The
dynamic viscoelastic measurements were performed at the linear
viscoelastic region. This was determined by strain sweep from 0.02 to
10000 % at 1 Hz, and a strain amplitude of 0.5 % was chosen. In order to
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introduce equal shear history, a peak hold step at shear rate of 500 1/s for
30 minutes was done followed by a time sweep with 1 Hz with 0.5 % strain
for 2 hours in order to recover the structure. The frequency sweeps were
performed at 0.02-100 rad/s. Shear rates of 0.01 to 1000 1/s were used for
shear viscosity studies. The samples were allowed to rest for 10 minutes

between measurements .V,

The swelling behavior of hydrogels was studied by weighting
approximately 100 mg of gel preconditioned in water at 7 °C. The samples
were then placed in capped vials of water and heated to the desired
temperature (7-70 °C). The samples were then weighted after careful
removal of excess water. The gel weight was divided with the initial weight

to obtain the relative swelling ratio .

The compressive stress-strain measurements of hydrogels were
performed using a TA Instruments AR-G2 rheometer equipped with a
plate-plate geometry (diameter 20 mm). The hydrogel samples were
conditioned in a water bath at 7 or 70 °C for 2 h and then placed on the
lower plate and compressed by the upper plate at a speed of 10 um/s. The
diameters of the samples were between 20.73 and 12.75 mm and the heights
were between 5.09 and 7.40 mm. Compressive modulus was calculated for
each sample from the slope of the stress-strain curve in the beginning of the

linear region. For each material, two parallel samples were measured ™.
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3 Results and discussion

3.1 Modification of dextran '

3.1.1 Azide functionalization of dextran in aqueous media

Dextran was used to study the etherification with glycidyl azide due to its
relatively simple structure and good water solubility. The introduction of
azide groups to the polysaccharide backbone was successfully done by
combining traditional epoxide chemistry commonly wused for
hydroxyalkylation of polysaccharides, such as starch 4 103, The use of
glycidyl azide in the etherification reaction has recently also been reported

for cellulose 109,

The epoxide used in this study was 1-azido-2,3-epoxypropane, which
could be obtained from a two-step reaction of NaN3 and epichlorohydrin in
the presence of acetic acid '°4 (Figure 3). Due to the low molecular weight of
the synthesized azide, no concentration was attempted.

1) 1.5 eq. NaN;
1.5 eq. AcOH

2) 0.5 eq. NaNO, OH

o} 1 eq. HNO;3 NaOH 0
l>\/CI —_— Ng ———» D\/NB
i-PrOH/H,0

Figure 3. Synthesis of 1-azido-2,3-epoxypropane. I

The etherification of dextran was done by varying the amount of NaOH,
the epoxide, the concentration of polysaccharide and the temperature
(Figure 4, Table 1). The obtained azide functionalization of dextran was
calculated using 3C-NMR.

The etherification did not occur when low NaOH amounts were used, as
there was insufficient amount of reactive alkoxides formed on the backbone
of the polysaccharide that could participate in the ring-opening of the
epoxide. However, adding more NaOH increased the functionalization to

0.17, until a decline in the value was observed with further NaOH increase.
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There was an increasing proportion of hydrolysis of the epoxide with
increasing amount of NaOH, which was seen as a drop in reaction efficiency,
ranging from only 9-13 %. Using higher concentrations of dextran improved
reaction efficiencies up to 30 %, as more dextran hydroxyl groups became
available for the etherification.

0,18 -
0,16 -
0,14 -
0,12
0,1 -
0,08 -
0,06 -
0,04 -
0,02 -
0 : - . : ,

0 0,5 1 1,5 2 2,5

NaOH/AGU

DS

Figure 4. Effect of NaOH addition on the obtained degree of substitution on dextran.
Reaction time 21h, 3.2 mmol of epoxide and 2.39 mmol of sugar units. !

Table 1. Effect of reaction conditions on azide functionalization of dextran. !

Sugar- Reaction

Temp. AEP units DS DS efficiency’
Entryd (°O) (mmol) (mmol) theoretical observede (%)
C 308 3.2 2.4 1.34 0.17 14
G 308 6.4 2.4 2.67 0.16 6
H 308 6.4 6.4 1.00 0.20 20
1 55h 3.2 2.4 1.34 0.10 8
J 70h 3.2 2.4 1.34 0.12 9
K 70h 3.2 6.4 0.50 0.07 14
L 55h 6.4 6.4 1.00 0.17 17
M 70h 6.4 6.4 1.00 0.16 16
N 55h 3.2 6.4 0.50 0.07 14
(6] 550 3.2 12.8 0.25 0.08 32
P 550 6.4 12.8 0.50 0.13 26
Q 550 9.6 12.8 0.75 0.19 25

43 mmol of added NaOH in 20 ml of H.O, pH=13.

e Calculated based on 3C-NMR-analysis.

£100% conversion of the epoxide based on 'H-NMR-analysis.
8 Reaction time 21 h

h Reaction time 4.5 h
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The prepared 1-azido-2,3-epoxypropane solution, which could not be
concentrated or purified for safety reasons, contained isopropanol, sodium
acetate, NaCl and NaNO; salts from the preparation of 1-azido-2,3-
epoxypropane, which might have an impact on the molecular conformation
of dextran in the solution and thus affect the availability of hydroxyl groups

for the reaction.

3.1.2 Grafting of dextran using CuAAc

The azide functional dextran was successfully used for grafting of alkyne-
functionalized poly(ethylene glycol) monomethyl ether using CuAAc. The
experiments were made with hydroxypropyl azide dextrans having DS
values of 0.16 and 0.08. The triazole ring formed in the cycloaddition
reaction can be identified in 'H-NMR at around 8 ppm and in 3C-NMR
spectrum at 144 and 136 ppm (Figure 5). The dextran with the lowest
degree of functionalization reacted quantitatively, however a considerable
amount (38 %) of azides remained unreacted in the higher substituted
dextran.

This may be attributed to steric factors, that have been observed on
CuAAc reactions done with polymers 74.75.76, The molecular conformation of
dextran may have made the azide groups inaccessible for the catalyst-
alkyne complex. Using prolonged reaction time (24 h) did not improve the
grafting efficiency, but rather may have resulted to degradation of the
polysaccharide by the copper catalyst 939495,
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Figure 5. 'H and 3C-NMR spectra of dextran-graft-PEG. !
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3.2 Modification of xylan "

3.2.1 Introduction of azide functionalities to the backbone of xylan

The etherification procedure for introducing azide functionalities on
dextran (Paper I) was extended to the modification of birch wood xylan.
The 1-azido-2,3-epoxypropane solution was prepared as described in
publication III, however it was concentrated by phase separation and

evaporation.

To study the etherification reaction, the effect of NaOH and amount of
epoxide was varied (Table 2). The degree of functionalization was
determined by elemental analysis and the molecular structure of the xylan

derivatives were accessed by NMR.

As was observed in the experiments made with dextran, a low degree of
functionalization was obtained with low sodium hydroxide to
anhydroxylose unit ratio (NaOH/AXU). The obtained degree of
functionalization was between 0.06-0.28 and could be adjusted by the
epoxide-to-anhydroxylose unit-ratio, however functionalization became
increasingly difficult, giving lower reaction efficiencies when high degrees
of functionalization was targeted. The obtained DS values were slightly
higher and required lower amounts of NaOH than for dextran (Paper I),
which might be due to the structural differences between the

polysaccharides.

The structure of the xylan ethers were confirmed from DEPT135 spectra
of modified xylan, given in Figure 6, where the hydroxypropyl azide group
can be identified. The substitution of the hydroxyl group positions 2 and/or
3, can be observed at around 82 ppm and an upfield shift of carbon 1 peak
affected by the substitution, in accordance to previously reported xylan
hydroxyalkyl ethers 2t 23 26, However, attempts to determine the precise
ether position on the xylose unit at either C2 or C3 were not conclusive.
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Table 2. The effect of different reaction conditions on the obtained molar degree of

substitution (DS) in the etherification reaction of xylan with 1-azido-2,3-epoxypropane

(AEP). I
Temperat Reaction
Time ure Molar ratio  Molar ratio efficiency

Entry (h) (°C) NaOH/AXU AEP/AXU DSa (%)
1 24 30 0.26 0.50 0.06 12

2 24 30 0.26 2.02 0.14 7

4 24 30 0.79 0.50 0.08 16

5 24 30 0.79 1.01 0.14 14

6 24 30 0.79 2.02 0.17 8

7 24 30 0.79 3.01 0.28

8 24 30 1.32 0.50 0.08 16

9 24 30 1.32 2.02 0.18 9
10 6 55 1.32 0.50 0.06 12
11 6 55 1.32 1.98 0.23 12
12 24 30 2.64 0.58 0.07 12

13 24 30 2.64 1.98 0.18 9

2 Determined with elemental analysis.
OH
X}{/M "
6 8

ppm

100 920 80 70 60 50 40

Figure 6. DEPT-135 and '3C-NMR spectra of hydroxypropyl azide xylan. I
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3.2.2 Thermoresponsive xylan hydrogels by CuAAc crosslinking

A series of xylan hydrogels were synthesized using azide functionalized
xylan and different alkyne-end functionalized polymers according to Figure
7. The triblock copolymers used were of the type PEG-PPG-PEG,
commercially known as Pluronics (BASF trade mark). These polymers have
a critical micellization temperature (CMT) and critical micellization
concentration (CMC) above which the hydrophobic PPG segments associate

and phase separate from their water solution o,

The CuAAc crosslinking was performed using the CuSO,/ascorbic acid
catalyst system. The reaction temperature was kept at 7 °C in order to keep
the block copolymers dissolved and the crosslinking was allowed to proceed
for 4 hours. Longer crosslinking times resulted in weakening of the gels,
due to the degradation of the polysaccharide and/or polymer chain caused
by copper 93-9. To obtain stable hydrogels, the copper catalyst was removed
by EDTA complexation after the reaction.

AN o . HOXS O
S
TR

Polymer
ba
CuSO, NN
Ascorbic acid
HO
0
N

Figure 7. Crosslinking of azide containing xylan with different polymers using
CuAAc (2). PEG (A), PE6100 (B) and PE6400 (C). I

FT-IR and solid state NMR were used to characterize the crosslinked
xylan/polymer products. Figure 8 shows 13C-CP/MAS spectra, where the
peaks of both xylan and PEG-PPG-PEG along with unreacted excess azide
groups (56 ppm) can be indentified. The triazole ring (148 and 128 ppm)
formed during the CuAAc reaction is also visible.
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The theoretical crosslinking density (xylose unit to polymer ratio) was 22
for PE6400 and 15 for the PEG2k and PE6100 crosslinkers. However, the
formation of intra-chain loops and the presence of unreacted loose ends are

possible in this type of bifunctional crosslinking system 1,
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Figure 8. 13C-CP/MAS spectra of crosslinked xylan/PE6100 (A), hydroxypropyl azide xylan
(B) and unmodified xylan (C). I

The thermoresponsive properties of the pluronics used for crosslinking
were transferred to the obtained xylan hydrogels and showed a considerable
drop in water content when heated (Figure 9), whereas hydrogels obtained
with PEG crosslinker showed only a small change in water content at the
measured temperature range. The swelling/deswelling process was

reversible, since the gels adopted their original hydrated weight when

cooled.

The PPG/PEG ratio of the crosslinker clearly effects the temperature
response range of the hydrogels. The PE6100 having a PPG/PEG ratio of 7.5
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already deswells at 37 °C, whereas PE6400 with a PPG/PEG of 1.2 deswells
to the same extent at 50 °C. The composition of the crosslinker affected also
the compression moduli of the hydrogels, since the highest moduli at 7 °C
was obtained with the PEG (31 kPa), compared to 15 kPa and 12 kPa for
PE6400 and PE6100, respectively. At 70 °C, the gels crosslinked with PEG
and PE6400 showed a 23 % and 19 % decrease in compressive moduli,
whereas the modulus of PE6100, having the highest PPG content, increased
83 %, possibly due to decreased mobility of the polymer chain.
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Figure 9. Swelling ratio of hydrogels as a function of temperature (A), swelling ratio over 5
minute temperature cycles between 7 and 70 °C (B). Swelling ratio as a function of time at
70 °C and 7 °C, for gel samples preconditioned at 7 °C and 70 °C respectively (C). The sample

sizes were approximately 0.100 g. I

The morphology of the freeze-dried samples were studied by SEM (Figure
10), where the decrease in water content resulted in a denser network
structure as the pore size is reduced from approximately 10-20 um at 7 °C to
around 2 um at 70 °C. As expected, no notable changes in the morphology

were seen when PEG was used for the crosslinking.
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Figure 10. SEM images of freeze-dried hydrogels of xylans cosslinked with PEG, PE6100 and
PE6400. The gel samples (0.100 g) were conditioned at 77 °C and 70 °C before freeze-drying L.
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3.3 Modification of nanofibrillated cellulose " V'V

3.3.1 Azide functionalization of nanofibrillated cellulose NFC "V

The developed hydroxyalkylation procedure to introduce azide groups on
to dextran (Paper I) was extended to the modification of NFC. The reaction
was performed by adding the synthesized epoxide to NFC suspension under
alkaline conditions, a method similar to the cationization reaction of
nanocrystalline cellulose 2. The progress of the etherification was studied
by FT-IR (Figure 11), where the peak at 2110 cm-1, belonging to the azide
group could be identified. The degree of surface functionalization was
obtained using XPS, while the overall atomic composition was determined

with elemental analysis.

The overall degree of functionalization ranged from 0.01 to 0.08.
Obtaining high functionalization values was difficult to achieve, since a
large excess of the epoxide had to be used. This observation was similar to
that of dextran (Paper I) and xylan (Paper II), where targeting a high degree
of functionalization lowered reaction efficiency, suggesting that steric
factors influence the accessibility of hydroxyl groups toward the

etherification.

The low reaction efficiency can be explained also by the fact that the solid
contents of the NFC suspension was only 1.66 % and only the xylan rich
surface is accessible for derivatization. Thus, a low concentration of
hydroxyl groups is available for etherification.

According to the XPS data, the surface nitrogen content of the azide
functionalized samples were much lower than expected. This could be a
result of adaptation of the surface upon drying, as non-cellulosic material
accumulates on the NFC surface during sample drying, covering the

nitrogen species 42 13, 114,
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Figure 11. FT-IR spectra of samples taken from the etherification reaction of NFC with 1-
azido-2,3-epoxypropane, after 1, 4 and 24h (A, B and C respectively) and after the CuAAC
reaction with propargyl amine (spectrum D). It

3.3.2 Modification of NFC using CuAAc "

The azide-groups on NFC were used to introduce two different
functionalities, a fluorescent probe and a 1,2,3-triazole-4-methanamine
group (Figure 12) using the CuAAc reaction.

The alkyne-functionalized fluorescent probe 5-(dimethylamino)-N-(2-
propyl)-1-naphthalenesulfonamide was reacted by simply dipping a dried
azide functionalized NFC film in an acetone/water solution containing the
probe and the copper sulfate/ascorbic acid catalyst, resulting in fluorescent
NFC with excitation and emission maxima at around 400 nm and 460 nm,

respectively (Figure 13).

No fluorescent NFC could be obtained without the copper catalyst or
when unmodified NFC sheets where used, which is indirect evidence that
the CuAAc-reaction is responsible for the fluorescence labeling 516, and
that the azide functionalities are accessible for reaction on the surface of the

nanofibrils.
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Figure 12. Schematic representation of the reaction of azide-functionalized NFC with A)
propargyl amine, B) 5-(dimethylamino)-N-(2-propyl)-1-naphthalenesulfonamide. !

Figure 13. NFC samples under ultraviolet light after labelling of azide functionalized NFC
with 5-(dimethylamino)-N-(2-propyl)-1-naphthalenesulfonamide via CuAAc.
Unfunctionalized NFC (top samples), azide-functionalized NFC (bottom samples), without
copper catalyst (A, C) and with catalyst (B,D).
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The azide modified NFC was used to introduce amine groups using the
CuAAc-reaction in a quantitative manner (Figure 12, A), confirmed by the
disappearance of the azide peak from the FT-IR spectrum at 2110 cm™
(Figure 11, D )and an increase in nitrogen content in both XPS and
elemental analysis. The presence of amine groups could be confirmed by
titration, as the modified NFC had a buffering effect in the pH region 7-11,
typical for alkyl amines.

The transformation of the azide groups to 1,2,3-triazole-4-methanamine
groups had also a notable effect on the rheological properties of the NFC
suspension. All NFC suspensions had a decreasing viscosity with increasing
shear rate and, at rest, a gel-like behavior with storage modulus G” being
higher than loss modulus G”’(Figure 14) ' 17, The azide functionalized
NFC had the lowest storage and loss moduli and the lowest shear viscosity.
However after the CuAAc reaction, the moduli and viscosity rise close to
those of original NFC, possibly indicating some recovery of the original

structure.

Due to the amine groups present on the surface of the NFC, the
suspension rheology was pH responsive. Addition of acetic acid or NaOH to
the suspension resulted in lower moduli as opposed to unmodified and
azide modified NFC.

40



1.2,3-Triazole-4-methanamine functionalized NFC
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Figure 14. The effect of acetic acid or NaOH addition on the rheological properties of NFC.
No acid or base (@0), AcOH 1.8 mmol/L (®O), NaOH 1.8 mmol/L (¥ ¥/). I

3.3.3 Application of amine modified NFC in graphene / NFC

composites "

A series of graphene/NFC composites were produced from graphene
oxide and 1,2,3-triazole-4-methanamine functional NFC (developed in
publication IIT) with a graphene loadings of 0.1 -10 wt-%. The graphene
oxide was subsequently reduced with hydrazine/ammonia. Graphene oxide
sheets contain epoxy groups 8. 19.120  which can be opened by amine
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nucleophiles 21122, Therefore, amine functionalized NFC would participate
in the ring-opening reaction, creating covalent bonding to graphene.

The produced graphene/NFC composites had a low percolation threshold
of 0.3 wt-% (4.79*104 S/m) and good mechanical properties, which could
be attributed to good dispersion between graphene sheets and amine
functionalized NFC fibrils resulting in the formation of hydrogen bonds and

possible covalent bonds between them.

Pure NFC and amine-modified NFC had tensile strengths of 194 MPa, 202
MPa, and modulus of 5.8 GPa, 5.4 GPa. However, with a graphene loading
of 0.3 wt-% the tensile strength and molulus increased to 232 MPa and 6.4
GPa, respectively. Increasing the graphene content up to 5 wt-% increased
the tensile strength further to 273 MPa. No improvements in tensile

strength were observed for composites made using unmodified NFC."

This in an indication that the presence of amine groups on the fibril
surface results in strong interaction with graphene sheets, although there is
no direct evidence of the ring-opening reaction between the epoxide groups
of graphene oxide and the surface amines of NFC. Since reduced graphene
oxide contains carboxylic acid groups 9 2t 122 the interaction between
1,2,3-triazole-4-methanamine functional NFC and graphene sheets may

well be of ionic nature.

*

Unpublished results. Experiments conducted by Nguyen Dang Luong,
Department of Biotechnology and Chemical Technology, Aalto University.
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3.3.4 Preparation and modification of NFC/CMC composites ¥

The modification of cellulosic surfaces can be done by adsorption of
polysaccharides, such as carboxymethyl cellulose 15 116.123-126 = which is
convenient since aqueous conditions can be used. This method has also
been termed as being “physical click”6, due to its robustness and
environmentally friendly approach for modifying cellulosic surfaces and

provides an alternative for the direct chemical modification.

Sodium carboxymethyl cellulose (CMC) 5-30 wt-% was used in NFC
composites for introducing both carboxyl groups and to alter the rheology
of the NFC suspension. Carboxymethyl cellulose has been shown to reduce
friction of cellulosic surfaces and facilitate dispersion of nanofibrils 127-129,

The reduced friction between nanofibrils can be seen in rheological
measurements (Figure 15), where addition of CMC to the NFC suspensions
decreases both the storage and loss moduli due to disruption of the fibril
network. The negatively charged carboxyl groups of CMC produce a
lubricating effect between fibrils and facilitate breaking of fibril flocks 124127,
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Figure 15. Viscosity as a function of shear rate, storage- and loss modulus as a function of
angular frequency for 1.00 wt-% NFC suspension. CMC dry-contents: 0 wt-% (O®), 5 wt%
(VV), 10 wt% (O @), 30 wt% (A A). Y

The NFC/CMC composite films were made by tape-casting of suspensions
with different casting speeds, a method also used for producing ceramic
substrates and composites with ordered structure 13034, The morphology of
the obtained NFC/CMC composites were studied with SEM and wide-angle
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x-ray scattering (Figure 16), which show increasing anisotropy with
increasing CMC content and casting speed. The shear-forces created by tape
casting induced partial alignment of NFC fibrils, however films without
CMC remained isotropic. The anisotropy of the NFC/CMC composite could
be visualized with the polarized light of a cellphone display and a polarizing
lens, showing birefringence (Figure 16). Cellulose nano- 35 - 137 and
microcrystals 38. 139 and microfibrillated cellulose 4° bearing surface
charges, have been shown to orient during high shearing. In addition,
electric 14t 142 and magnetic 143.144. 145 fields, as well as mechanical stretching
146 - 48 have been used to induce ordering of cellulosic nano- and
microstructures. However NFC fibrils are difficult to orientate without the
addition of CMC, due to the strong interfibrillar interactions.

The amount of adsorption of carboxymethyl cellulose on NFC could not
be determined directly with common methods used for pulp 23127149, since
filtration or centrifugation (even at high speeds 19000 rpm, 60 min) of the
suspensions were unsuccessful in removing all nanofibrils from the
supernatant, which interfered with subsequent titration/gravimetric
analysis of the CMC left in the solution. Previously published adsorption
experiments have been done with quartz crystal microbalance
measurements, using NFC films, which can give an estimate of adsorption
values for two dimensional systems 29. This method could not be used to
calculate the extent of adsorption in NFC suspensions. However, the
adsorption of CMC on cellulose surfaces is reported to be low and reversible

when low electrolyte conditions are used 129149,

The orientation of cellulose nanostructures has been shown to be
beneficial for the mechanical strength of composites along the direction of
orientation 44148, However, the mechanical properties of the NFC/CMC
composites produced in this study were not improved substantially,
possible due to the low degree of orientation. The limited orientation may
be due to insufficient shearing or wall slipping between the suspension and
the glass surface of the tape-casting apparatus. In addition, relaxation
phenomena during drying of the films may have affected the orientation,
since it has been shown that relaxation after shearing depends on particle
length 135.

44



A 0.26

1(6)

Figure 16. A) Azimuthal intensity distribution of cellulose 200 reflection from wide-angle x-
ray scattering of tape cast films, shifted vertically for clarity: From top to bottom: CMC 0 wt-%
speed 0.3 m/s, CMC o wt-% speed 1.9 m/s, CMC 10 wt-% speed 0.3 m/s, CMC 10 wt-%
speed 1.9 m/s, CMC 15 wt-% speed 1.9 m/s, CMC 30 wt-% speed 1.9 m/s. B) Photograph of
NFC/CMC 10 wt-% tape cast films when put between a cellphone OLED display and a cross
polarizing lens, showing birefringence at 45° to the polarization axis. C,D) SEM images of
NFC/CMC 10 wt-% films showing partial alignment of fibrils along casting direction. v

3.3.4.1 Wet strength improvement of NFC/CMC nanocomposite films

The carboxyl groups present in the NFC/CMC composites were used for
further modification by ion exchange from sodium to ammonium groups by
treatment with glycidyltrimethylammonium chloride (GTMA) (Figure 17).
Previous studies on anionic cellulosic surfaces have shown that cationic
surfactants can improve mechanical properties '5°, increase conductivity 5
and surface hydrophobicity 52 and cationic polymers can increase the dry
and wet strength of paper due to ionic crosslinking 153 54,
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Figure 17. Schematic presentation of GTMA treatment of NFC/CMC composites. V

The GTMA treatment of the NFC/CMC composites could be evaluated by
elemental analysis by the increase in nitrogen content in the films. XPS
analysis of film surfaces showed the disappearance of sodium and the
appearance of quaternary ammonium groups. No chlorine was detected in
XPS, which suggests that the ammonium groups had carboxyl groups as
their counter-ion. The amount of GTMA calculated from the nitrogen
content in the NFC films containing 10 wt-% and 15 wt-% of CMC was 29
mg/g and 42 mg/g respectively. This corresponds to 74 % and 72 % of the
theoretical CMC carboxyl groups in the composite, indicating that ion
exchange was not complete.

Taking advantage of the spring loaded nature of the epoxide ring, the
crosslinking reaction could be performed at elevated temperature, resulting
in a small increase in dry strength of the composites. However, the wet
strength improvement was more remarkable compared to neat NFC, which
was too weak to be tested (Figure 18). Films with 10 or 15 wt-% CMC
showed somewhat similar wet strength properties, whereas 5 wt-% CMC
content provided weaker films. This increase in strength and flexibility in

wet state can be attributed to ionic crosslinking.
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Figure 18. Mechanical properties of tape-cast NFC films with different CMC content. The
films were oven dried at 75 °C for 24 h after GTMA treatment. The dry tests were done at 22
°C at 50 % relative humidity and the wet measurements were done for films soaked in
distilled water. The wetted films without CMC were too weak to be tested. V

The GTMA treatment was done without alkali, but instead the reaction
happened during heat drying of the treated films. The disappearance of
epoxide was confirmed by 'H-NMR of D.O/NaCl extracted composite films.
The epoxide ring opening may have been autocatalytic 55157 or influenced
by hydroxyl group activation of residual moisture or hydroxyl groups in
cellulose and hemicellulose 58 . Carboxylic acid groups present in
hemicellulose may have also been involved in the activation of the epoxide

ring towards reaction with hydroxyl groups 59.
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4 Conclusions

The aim of this research was to develop methods for aqueous phase
modification of polysaccharides. The experiments were conducted on

functionalization of dextran, xylan and nanofibrillated cellulose.

Hydroxypropyl azide groups were successfully introduced to the backbone
of dextran and xylan and to the surface of NFC by etherification using
glycidyl azide in alkaline aqueous media. The reaction efficiency and degree
of functionalization was found to depend on the amounts of reactants,

reaction temperature and concentration of the polysaccharide.

The materials were further used for further functionalization using
copper-catalyzed azide-alkyne cycloaddition. The azide functionalized
polysaccharides are valuable intermediates for broad modification
possibilities via CuAAc, allowing convergent synthesis in creating new
materials. The CuAAc reaction was demonstrated by grafting of
poly(ethylene glycol) on to dextran. In addition, crosslinking reactions of
xylan with  poly(ethylene glycol) as well as PEG-PPG-PEG
thermoresponsive block copolymers were performed, resulting in
temperature responsive hydrogels. The reaction was also applied on surface
functionalization of NFC, providing fluorescent and pH responsive amine
functionalized NFC. Steric effects were found to influence the CuAAc
reaction and degradation of the polysaccharide by the copper catalyst was
found to take place.

Experiments of utilizing the developed amine functionalized NFC in
graphene composites were conducted. The composites were found to
exhibit good electrical mechanical properties, which are attributed to the
good dispersion and compatibility between graphene sheets and the
functionalized NFC fibrils.

In addition, experiments on all-cellulose composites of NFC and
carboxymethyl cellulose were made, taking advantage of both physical and
chemical modification. The physical interaction between NFC and CMC in
aqueous media allowed control of fibril alignment during tape casting of the
composite. Further, the carboxyl groups of CMC were utilized in ionic
crosslinking in the dry phase, resulting in wet strength improvement of the
composite.

48



5 References

1. Nishino, T., Takano, K., Nakamae, K., Elastic modulus of the crystalline regions
of cellulose polymorphs, J. Polym. Sci. Part B: Polym. Phys. 33 (1995) 1647—1651.

2. Pérez, S., Samain, D., Structure and engineering of celluloses, Adv. Carbohydr.
Chem. Biochem. 64 (2010) 25-116.

3. Maurer, H., Kearney, R., Opportunities and challenges for starch in the paper
industry, Starch 50 (1998) 396—402.

4. Rinaudo, M., Main properties and current applications of some polysaccharides
as biomaterials, Polymer Int. 57 (2008) 397—430.

5. Klemm, D., Heublein, B., Fink, H-P., Bohn, A., Cellulose: Fascinating biopolymer
and sustainable raw material, Angew. Chem. Int. Ed. 44 (2005) 3358-3393.

6 . Chinga-Carrasco, G., Cellulose fibres, nanofibrils and microfibrils: the
morphological sequence of MFC components from a plant physiology and fibre
technology point of view, Nanoscale Res. Lett. 6 (2011) 417-423.

7. Turbak, A.F., Snyder, F.W., Sandberg, K.R., Microfibrilated cellulose, a new
cellulose product: properties, uses, and commercial potential, J. Appl. Polym. Sci.
Appl. Polym. Symp. 37 (1983) 815-827.

8. Herrick, F.W., Casebier, R.L., Hamilton, J.K., Sandberg, K.R., Microfibrillated
cellulose: morphology and accessibility, J. Appl. Polym. Sci. Appl. Polym. Symp. 37
(1983) 797-813.

9. Saito, T., Nishiyama, Y., Putaux, J., Vignon, M., Isogai, A., Homogeneous
suspensions of individualized microfibrils from TEMPO-catalyzed oxidation of
native cellulose, Biomacromol. 7 (2006) 1687-1691.

10. Pa#kko, M., Ankerfors, M., Kosonen, H., Nykinen, A., Ahola, S., Osterberg, M.,
Ruokolainen, J., Laine, J., Larsson, P.T., Ikkala, O., Lindstrom, T., Enzymatic
hydrolysis combined with mechanical shearing and high-pressure homogenization
for nanoscale cellulose fibrils and strong gels, Biomacromol. 8 (2007)1934-1941.

11. Karppinen, A., Saarinen, T., Salmela, J., Laukkanen, A., Nuopponen, M.,
Seppild, J., Flocculation of microfibrillated cellulose in shear flow, Cellulose 19 (6)
(2012) 1807-1819.

12. Saarikoski, E., Saarinen, T., Salmela, J., Seppald, J., Flocculated flow of
microfibrillated cellulose water suspensions: an imaging approach for
characterization of rheological behavior, Cellulose 19 (3) (2012):647-659.

13. Plackett, D., Sir6, I., Microfibrillated cellulose and new nanocomposite
materials: a review, Cellulose 17 (2010) 459-494.

14. Deutschmann, R., Dekker, R.F.H., From plant biomass to bio-based chemicals:
latest developments in xylan research, Biotechnol. Adv. 30 (2012) 1627-1640.

49



15. Glasser, W.G., Kaar, W.E., Jain, R.K., Sealey, J.E., Isolation options for non-
cellulosic heteropolysaccharides (HetPS), Cellulose 7 (2000) 299-317.

16. Ebringerova, A., Heinze, T., Xylan and xylan derivatives — biopolymers with
valuable properties 1, Naturally occurring xylans structures, isolation procedures
and properties, Macromol. Rapid Commun. 21 (2000) 542-556.

17 . Ebringerova, A., Hroméadkov4, Z., Xylans of industrial and biomedical
importance, Biotechnol. Genet. Eng. Rev. 16 (1999) 325-346.

18 . Naessens, M., Cerdobbel, A., Soetaert, W., Vandamme, E., Leuconostoc
dextransucrase and dextran: production, properties and applications, J. Chem.
Technol. Biotechnol. 80 (2005) 845-860.

19. Mehvar, R., Dextrans for targeted and sustained delivery of therapeutic and
imaging agents, J. Control. Rel. 69 (2000) 1-25.

20 . Klemm, D., Philipp, B., Heinze, T., Heinze, U., Wagenknecht, W.,
Comprehensive Cellulose Chemistry Vol 2, Functionalization of Cellulose, Wiley-
VCH, Weinheim 1998, 389 p.

21. Ebringerov4, A., Hroméadkova, Z., Kacurdkovd, M., Antal, M., Quaternized
xylans: synthesis and structural characterization, Carbohydr. Polym. 24 (1994)
301-308.

22. Jain, R.K., Sjostedt, M., Glasser, W.G., Thermoplastic xylan derivatives with
propylene oxide, Cellulose 77 (2001) 319-336.

23. Schwikal, K., Heinze, T., Ebringerov4, A., Petzold, K., Cationic xylan derivatives
with high degree of functionalization, Macromol. Symp. 232 (2006) 49-56.

24. Ren, J-L., Sun, R-C., Liu, C-F., Etherification of hemicelluloses from sugarcane
bagasse, J. Appl. Polym. Sci. 105 (2007) 3301-3308.

25. Bigard, V., Pinel, C., Da Silva Perez, D., Rataboul, F., Huber, P., Petit-Conil, M.,
Cationization of galactomannan and xylan hemicelluloses, Carbohydr. Polym. 85
(2011) 138-148.

26. Kataja-aho, J., Haavisto, S., Asikainen, J., Hyvarinen, S., Vuori, S., The
influence of cationized birch xylan on wet and dry strength of fine paper, Biores. 7
(2) (2011) 1713-1728.

27. Laine, C., Harlin, A., Hartman, J., Hyvarinen, S., Kammiovirta, K., Krogerus, B.,
Pajari, H., Rautkoski, H., Setdld, H., Sievdnen, J., Uotila, J., Vaha-Nissi, M.,
Hydroxyalkylated xylans — Their synthesis and application in coatings for
packaging and paper, Ind. Crop. Prod. 44 (2013) 692-704.

28 . Fang, J.M., Fowler, P., Tomkinson, J., Hill, CAS., Preparation and
characterization of methylated hemicelluloses from wheat straw, Carbohydr.
Polym. 47 (2002) 285-293.

29. Vincendon, M., Xylan derivatives: benzyl ethers, synthesis and characterization,
J. Appl. Polym. Sci. 67 (1998) 455-460.

30. Petzold, K., Schwikal, K., Heinze, T., Carboxymethyl xylan — synthesis and
detailed structure characterization, Carbohydr. Polym. 64 (2006) 292-298.

50



31. Petzold, K., Giinther, W., Kotteritzsch, M., Heinze, T., Synthesis and
characterization of methyl xylan, Carbohydr. Polym. 74 (2008) 327-332.

32. Saghir, S., Igbal, M.S., Koschella, A., Heinze, T., Ethylation of arabinoxylan
from Ispaghula (Plantago ovata) seed husk, Carbohydr. Polym. 777 (2009) 125-130.

33. Buchanan, C.M., Buchanan, N.L., Debenham, J.S., Gatenholm, P., Jacobsson,
M., Shelton, M.C., Watterson, T.L., Wood, M.D., Preparation and characterization
of arabinoxylan esters and arabinoxylan ester/cellulose ester polymer blends,
Carbohydr. Polym. 52 (2003) 345-357.

34. Hettrich, K., Fischer, S., Schroder, N., Engelhardt, J., Drechsler, U., Fritz, L.,
Derivatization and characterization of xylan from oat spelts, Macromol. Symp. 232
(2006) 37-48.

35. Salam, A., Pawlak, J.J., Venditti, R.A., El-tahlawy, K., Incorporation of carboxyl
groups into xylan for improved absorbency, Cellulose 18 (2011) 1033-1041.

36. Hansen, N.M.L., Plackett, D., Synthesis and characterization of birch wood
xylan succinoylated in 1-n-butyl-3-methylimidazolium chloride, Polym. Chem. 2
(2011) 2010-2020.

37. Fundador, N.G.V., Enomoto-Rogers, Y., Takemura, A., Iwata, T., Acetylation
and characterization of xylan from hardwood kraft pulp, Carbohydr. Polym. 87
(2012) 170-176.

38 . Hesse, S., Liebert, T., Heinze, T., Studies on the film formation of
polysaccharide based furan-2-carboxylic acid esters, Macromol. Symp. 232 (2006)
57-67.

39. Daus, S., Heinze, T., Xylan-based nanoparticles: prodrugs for ibuprofen release,
Macromol. Biosci. 10 (2010) 211-220.

40. Daus, S., Petzold-Welcke, K., Kotteritzsch, M., Baumgaertel, A., Schubert, U.S.,
Heinze, T.. Homogeneous Sulfation of xylan from different sources, Macromol.
Mater. Eng. 296 (2011) 551-561.

41. Tomasik, P., Schilling, C., Chemical modification of starch, Adv. Carbohydr.
Chem. Biochem. 59 (2004) 175-403.

42. Johansson, L.S., Tammelin, T., Campbell, J.M., Setild, H., Osterberg, M.,
Experimental evidence on medium driven cellulose surface adaptation
demonstrated using nanofibrillated cellulose, Soft Matter 7 (2011) 10917-10924.

43. Rostovtsev, V.V., Green, L.G., Fokin, V.V., Sharpless, K.B., A stepwise Huisgen
cycloaddition process: copper(I)-catalyzed regioselective “ligation” of azides and
terminal alkynes, Angew. Chem. Int. Ed. 41 (2002) 2596-2599.

44. Tornoe, C.W., Christensen, C., Meldal, M., Peptidotriazoles on solid phase:
[1,2,3]-triazoles by regiospecific copper(I)-catalyzed 1,3-dipolar cycloaddition of
terminal alkynes to azides, J. Org. Chem. 67 (2002) 3057-3064.

45. Kolb, H.C., Finn, M.G., Sharpless, K.B., Click chemistry: diverse chemical
function from a few good reactions, Angew. Chem. Int. Ed. 40 (2001) 2004-2021.

46. Meldal, M., Tornoe, C.W., Cu-catalyzed azide-alkyne cycloaddition, Chem. Rev.
108 (2008) 2952-3015.

51



47. Kempe, K., Krieg, A., Becer, C.R., Schubert, U.S., “Clicking” on/with polymers:
a rapidly expanding field for the straightforward preparation of novel
macromolecular architectures, Chem. Soc. Rev. 108 (2012) 41 176-191.

48. Kolb, H.C., Sharpless, K.B., The growing impact of click chemistry on drug
discovery, Drug Discov. Today 8 (2003) 1129-1137.

49. Lutz, J-F., Schlaad, H., Modular chemical tools for advanced macromolecular
engineering, Polymer 49 (2008) 817-824.

50 . Worrell, B.T., Malik, J.A., Fokin, V.V., Direct evidence of dinuclear copper
intermediate in Cu(I)-catalyzed azide-alkyne cycloadditions, Science 340 (2013)
457-460.

51. Narayan, S., Muldoon, J., Finn, M., Fokin, V., Kolb, H., Sharpless, K., “On
water”: unique reactivity of organic compounds in aqueous suspension, Angew.
Chem. Int. Ed. 44 (2005) 3275-3279.

52. Duxbury, C.J., Cummins, D., Heise, A., Glaser coupling of polymers: side-
reaction in Huisgens “click” coupling reaction and opportunity for polymers with
focal diacetylene units in combination with ATRP. J. Polym. Sci. Part A: Polym.
Chem. 47 (2009) 3795-3802.

53. Siemsen, P., Livingston, RC., Diederich, F., Acetylenic coupling: a powerfull
tool in molecular construction. Angew. Chem. Int. Ed. 39 (2000) 2632-2657.

54. Quémener, D., Davis, T., Barner-Kowollik, C., Stenzel, M., RAFT and click
chemistry: A versatile approach to well-defined block copolymers, Chem. Commun.
(2006) 2051-2053.

55. Riva, R., Schmeits, S., Stoffelbach, F., Jérome C., Jérome R., Lecomte, P.,
Combination of ring-opening polymerization and “click chemistry” toward
functionalization of aliphatic polyesters, Chem. Commun. (2005) 5334-5336.

56. Jiang, X., Lok, M., Hennink, W., Degradable-brushed pHEMA-pDMAEMA
synthesized via ATRP and click chemistry for gene delivery, Bioconjugate Chem. 18
(2007) 2077-2084.

57. Feldman, A., Colasson, B., Fokin, V., One-pot synthesis of 1,4-disubstituted
1,2,3-triazoles from in situ generated azides, Org. Lett. 6 (2004) 3897-3899.

58. Lutz, J-F., Borner, H., Weichenhan, K., Combining atom transfer radical
polymerization and click chemistry: a versatile method for the preparation of end-
functional polymers, Macromol. Rapid Commun. 26 (2005) 514-518.

59. Parrish, B., Breitenkamp, R., Emrick., T., PEG- and peptide-grafted aliphatic
polyesters by click chemistry, J. Am. Chem. Soc. 127 (2005) 7404-7410.

60. Jiang, X., Vogel, E., Smith, M., Baker, G., “Clickable” polyglycolides: tunable
synthons for thermoresponsive degradable polymers, Macromol. 41 (2008) 1937-
1944.

61. Ladmiral, V., Mantovani, G., Clarkson, G., Cauet, S., Irwin, J., Haddleton, D.,

Synthesis of neoglycopolymers by a combination of “click chemistry” and living
radical polymerization, J. Am. Chem. Soc. 128 (2006) 4823-4830.

52



62. Agut, W., Taton, D., Lecommandoux, S., A versatile synthetic approach to
polypeptide based rod-coil block copolymers by click chemistry, Macromol. 40
(2007) 5653-5661.

63 . Opsteen, J., Van Hest, J., Modular synthesis of block copolymers via
cycloaddition of terminal azide and alkyne functionalized polymers, Chem.
Commun. (2005) 57-59.

64. Durmaz, H., Dag., A., Altintas, O., Erdogan, T., Hizal, G., Tunca, U., One-pot
synthesis of ABC type triblock copolymers via in situ click [3+2] and Diels-Alder
[4+2] reactions, Macromol. 40 (2007) 191-198.

65. Binder, W., Sachsenhofer, R., ‘Click’ chemistry in polymer and materials
science, Macrom. Rapid Commun. 28 (2007) 15-54.

66. Binder, W., Sachsenhofer, R., ‘Click’ chemistry in polymer and materials
science: an update, Macromol. Rapid Commun. 29 (2008) 952-981.

67 . Fournier, D., Hoogenboom, R., Schubert, U., Clicking polymers: a
straightforward approach to novel macromolecular architectures, Chem. Soc. Rev.
36 (2007) 1369-1380.

68 . Meldal, M., Polymer “clicking” by CuAAC reactions, Macromol. Rapid
Commun. 29 (2008) 1016-1051.

69. Ostaci, R-V., Damiron, D., Capponi, S., Vignaud, G., Léger, L., Grohens, Y.,
Drockenmuller, E., Polymer brushes grafted to “passivated” silicon substrates using
click chemistry, Langmuir 24 (2008) 2732-2739.

70. Hafrén, J., Zou, W., Cérdova, A., Heterogeneous ‘organoclick’ derivatization of
polysaccharides, Macromol. Rapid Commun. 27 (2006) 1362-1366.

71 . Krouit, M., Bras, J., Belgacem, N., Cellulose surface grafting with
polycaprolactone by heterogeneous click-chemistry, Eur. Polym. J. 44 (2008)
4074-4081.

72. Filpponen, L., Argyropoulos, D.S., Regular linking of cellulose nanocrystals via
click chemistry: synthesis and formation of cellulose nanoplatelet gels,
Biomacromol. 11 (2010) 1060-1066.

73. Mangiante, G., Alcouffe, P., Burdin, B., Gaborieau, M., Zeno, E., Petit-Conil, M.,
Bernard, J., Charlot, A., Fleury, E., Green nondegrading approach to alkyne-
functionalized cellulose fibers and biohybrids thereof: synthesis and mapping of
the derivatization, Biomacromol. 14 (2013) 254-263.

74. Helms, B., Mynar, J.L., Hawker, C.J., Fréchet, J.M.J., Dendronized polymers
via “click chemistry,” J. Am. Chem. Soc. 126 (2004) 15020-15021.

75 . Tsarevsky, N., Bencherif, S., Matyjaszewski, K., Graft copolymers by a
combination of ATRP and two different consecutive click reactions, Macromol. 40
(2007) 4439-4445.

76. Pohl, M., Schaller, J., Meister, F. Heinze, T., Selectively dendronized cellulose:
synthesis and characterization, Macromol. Rapid Commun. 29 (2008) 142-148.

77. Sadeghifar, H., Filpponen, 1., Clarke, S.P., Brougham, D.F., Argyropoulos, D.S.,

Production of cellulose nanocrystals using hydrobromic acid and click reactions on
their surface, J. Mater. Sci. 46 (2011) 7344-7355.

53



78. Liebert, T., Hansch, C., Heinze, T., Click chemistry with polysaccharides,
Macromol. Rapid Commun. 27 (2006) 208-213.

79. Xu, W.Z., Zhang, X., Kadla, J.F., Design of functionalized cellulosic honeycomb
films: Site-specific biomolecule modification via ”click chemistry”, Biomacromol.
13 (2012) 350-357.

80. Koschella, A., Richter, M., Heinze, T., Novel cellulose-based polyelectrolytes
synthesized via the click reaction, Carbohydr. Res. 345 (2010) 1028-1033.

81 . Eissa, A.M., Khosravi, E., Cimecioglu, A.L., A versatile method for
functionalization and grafting of 2-hydroxyethyl cellulose (HEC) via click chemistry,
Carbohydr. Polym. 90 (2012) 859-869.

82. Ritter, H., Knudsen, B., Mondrzik, B.E., Branscheid, R., Kolb, U., Cellulose-
click-ferrocenes as docking spots for cyclodextrin, Polym. Int. 61 (2012) 1245-1248.

83. Tankam, P., Miiller, R., Mischnick, P., Hopf, H., Alkynyl polysaccharides:
synthesis of propargyl potato starch followed by subsequent derivatizations,
Carbohydr. Res. 342 (2007) 2049-2060.

84. Elchinger, P-H., Montplaisir, D., Zerrouki, R., Starch-cellulose crosslinking-
towards a new material, Carbohydr. Polym. 87 (2012) 1886-1890.

85. Bernard, J., Save, M., Arathoon, B., Charleux, B., Preparation of a xanthate-
terminated dextran by click-chemistry: application to the synthesis of
polysaccharide-coated nanoparticles via surfactant-free ab initio emulsion
polymerization of vinyl acetate, J. Polym. Sci. Part A: Polym. Chem. 46 (2008)
2845-2857.

86. De Geest, B., Van Camp, W., Du Prez, F., De Smedt, S., Demeester, J., Hennink,
W., Biodegradable microcapsules designed via ‘click’ chemistry, Chem. Commun.
(2008) 190-192.

87. De Geest, B., Van Camp, W., Du Prez, F., De Smedt, S., Demeester, J., Hennink,
W., Degradable multilayer films and hollow capsules via a ‘click’ strategy,
Macromol. Rapid Commun. 29 (2008) 1111-1118.

88. Schatz, C., Louguet, S., Le Meins, J-F., Lecommandoux, S., Polysaccharide-
block-polypeptide copolymer vesicles: towards synthetic viral capsids, Angew.
Chem. Int. Ed. 48 (2009) 2572-2575.

89. Hasegawa, T., Umeda, M., Numata, M., Li, C., Bae, A-H., Fujisawa, T.,
Haraguchi, S., Sakurai, K., Shinkai, S., ‘Click chemistry’ on polysaccharides: a
convenient, general, and monitorable approach to develop (1-->3)-beta-d-glucans
with various functional appendages, Carbohydr. Res. 341 (2006) 35-40.

90 . Enomoto-Rogers, Y., Iwata, T., Synthesis of xylan-graft-poly(L-lactide)
copolymers via click chemistry and their thermal properties, Carbohydr. Polym. 87
(2012) 1933-1940.

91. Zhang, K., Zhuang, P., Wang, Z., Li, Y., Jiang, Z., Hu, Q., Liu, M., Zhao, Q.,

One-pot synthesis of chitosan-g-(PEO-PLLA-PEO) via “click” chemistry and “SET-
NRC” reaction, Carbohydr. Polym. 90 (2012) 1515-1521.

54



92. Crescenzi, V., Cornelio, L., Di Meo, C., Nardecchia, S., Lamanna, R., Novel
hydrogels via click chemistry: synthesis and potential biomedical applications,
Biomacromol. 8 (2007) 1844-1850.

93. Lallana, E., Fernandez-Megia, E., Riguera, R., Surpassing the use of copper in
the click functionalization of polymeric nanostructures: a strain promoted
approach, J. Am. Chem. Soc. 131 (2009) 5748-5750.

94. Lallana, E., Riguera, R., Fernandez-Megia, E., Reliable and efficient procedures
for conjugation of biomolecules through Huisgen azide-alkyne cycloadditions.
Angew. Chem. Int. Ed. 50 (2011) 8794-8804.

95. Lallana, E., Fernandez-Trillo, F., Sousa-Herves, A., Riguera, R., Fernandez-
Megia, E., Click chemistry with polymers, dendrimers, and hydrogels for drug
delivery, Pharm. Res. 29 (2012) 902-921.

96. Uchida, K., Kawakishi, S., Oxidative depolymerization of polysaccharides
induced by the ascorbic acid-copper ion systems, Agric. Biol. Chem. 50 (10) (1986)
2579-2583.

97. Halila, S., Manguian, M., Fort, S., Cottaz, S., Hamaide, T., Fleury, E., Drigues,
H., Synthesis of well-defined Glyco-Polyorganosiloxanes by “click” chemistry and
their surfactant properties, Macromol. Chem. Phys. 209 (2008) 1282-1290.

98. Brise, S., Gil, C., Knepper, K., Zimmermann, V., Organic azides: an exploding
diversity of a unique class of compounds, Angew. Chem. Int. Ed. 44 (2005) 5188-
5240.

99. Gyorgydedk, Z., Thiem, J., Synthesis and transformation of glycosyl azides, Adv.
Carbohydr. Chem. Biochem. 60 (2006) 103-182.

100. Heinze, T., Michealis, N., Hornig, S., Reactive polymeric nanoparticles based
on unconventional dextran derivatives, Eur. Polym. J. 43 (2007) 697-703.

101. Cimecioglu, A., Ball, D., Huang, S., Kaplan, D., A direct regioselective route to
6-azido-6-deoxy polysaccharides under mild and homogeneous conditions,
Macromol. 30 (1997) 155-156.

102. Bock, V.D., Hiemstra, H., van Maarseveen, J.H., Cu-catalyzed alkyne-
azide "click” cycloadditions from a mechanistic and synthetic perspective, Eur. J.
Org. Chem. (2006) 51-68.

103. Tuschhoff, J.V. (1986). Hydroxypropylated starches. In Modified starches:
properties and uses, Edit. O. B. Wurzburg, CRC Press, Boca Raton 1986, pp. 89-96.

104. Fringuelli, F., Piermatti, O., Pizzo, F., Vaccaro, L., Ring opening of epoxides
with sodium azide in water. A regioselective pH-controlled reaction, J. Org. Chem.
64 (1999) 6094-6096.

105. Carey, F.A., Sundberg, R.J., Advanced organic chemistry part B: reactions
and synthesis, 4 ed., Kluwer Academic, New York 2001, 772-782.

106. Wu, J., Xia, H-G., Tertiary amines as highly efficient catalysts in the ring-

opening reactions of epoxides with amines or thiols in H.O: expeditious approach
to B-amino alcohols and B-aminothioethers, Green Chem. 77 (2005) 708-710.

55



107. Bolletta, F., Fabbri, D., Lombardo, M., Prodi, L., Trombini, C., Zaccheroni, N.,
Synthesis and photophysical properties of fluorescent derivatives of methylmercury,
Organometallics, 15 (1996) 2415-2417.

108. Hummers, W.S., Offeman, R.E., Preparation of graphitic oxide, J. Am. Chem.
Soc. 80 (1958) 1339.

109. Yang, F-F., Shao, Z., Li, N-K., Wang, F-J., Zhang, Y., A novel cellulose-based
azide energetic material: 1-azido-2-hydroxypropyl cellulose ether, J. En. Mat. 29
(2011) 241-260.

110. Alexandridis, P., Hatton, T.A., Poly(ethylene oxide)-poly(propylene oxide)-
poly(ethylene oxide) block copolymer surfactants in aqueous solutions and at
interfaces: thermodynamics, structure, dynamics, and modeling, Coll. Surf. A:
Physicochem. Eng. Asp. 96 (1995) 1-46.

111. Ossipov, D.A., Hilborn, J., Poly(vinyl alcohol)-based hydrogels formed by
“click chemistry”, Macromol. 39 (2006) 1709-1718.

112 . Hasani, M., Cranston, E., Westman, G., Gray, D., Cationic surface
functionalization of cellulose nanocrystals, Soft Matter 4 (2008) 2238-2244.

113. Andresen, M., Johansson, L-S., Tanem, B., Stenius, P., Properties and
characterization of hydrophobized microfibrillated cellulose, Cellulose 13 (2006)
665-677.

114. Andresen, M., Stenstad, P., Mgretrg, T., Langsrud, S., Syverud, K., Johansson,
L-S., Stenius, P., Nonleaching antimicrobial films prepared from surface modified
microfibrillated cellulose, Biomacromol. 8 (2007) 2149-2155.

115. Junka, K., Filpponen, 1., Johansson, L-S., Kontturi, E., Rojas, O.J., Laine, J., A
method for the heterogeneous modification of nanofibrillated cellulose in aqueous
media, Carbohydr. Polym. (2012), http://dx.doi.org/10.1016/j.carbpol.2012.11.063

116. Filpponen, 1., Kontturi, E., Nummelin, S., Rosilo, H., Kolehmainen, E., Ikkala,
0., Laine, J., Generic method for modular surface modification of cellulosic
materials in aqueous medium by sequential “click” reaction and adsorption,
Biomacromol. 13 (2012) 736-742.

117. Agoda-Tandjawa, G., Durand, S., Berot, S., Blassel, C., Gaillard, C., Garnier, C.,
Doublier, J-L., Rheological characterization of microfibrillated cellulose
suspensions after freezing, Carbohydr. Polym. 80 (2010) 677-686.

118. He, H., Klinowski, J., Forster, M., Lerf, A., A new structural model for
graphite oxide, Chem. Phys. Lett. 287 (1998) 53-56.

119. Stankovich, S., Dikin, D.A., Piner, R.D., Kohlhaas, K.A., Kleinhammes, A., Jia,
Y., Wu, Y., Synthesis of graphene-based nanosheets via chemical reduction of
exfoliated graphite oxide, Carbon 45 (2007) 1558-1565.

120. Szabo, T., Berkesi, O., Forgo, P., Josepovits, K., Sanakis, Y., Petridis, D.,
Dekany, I., Evolution of surface functional groups in a series of progressively
oxidized graphite oxides, Chem. Mater. 18 (2006) 2740-2749.

121. Oh, J., Lee, J-H., Koo, J.C., Choi, H.R,, Lee, Y., Kim, T., Luong N.D., Nam, J-
D., Graphene oxide porous paper from amine-functionalized poly(glycidyl
methacrylate)/graphene oxide core-shell microspheres, J. Mater. Chem. 20 (2010)
9200-9204.

56



122. Park, S., Dikin, D.A., Nguyen S.T., Ruoff, R.S., Graphene oxide sheets
chemically cross-linked by polyallylamine, J. Phys. Chem. C 113 (2009) 15801-
15804.

123 . Laine, J., Lindstrom, T., Nordmark, G.G., Risinger, G., Studies on
topochemical modification of cellulosic fibers. Part 1. Chemical conditions for the
attachment of carboxymethyl cellulose onto fibers, Nord. Pulp. Paper Res. J. 15 (5)
(2000) 520-526.

124. Eronen, P., Junka, K., Laine, J., Osterberg, M., Interaction between water-
soluble polysaccharides and native nanofibrillar cellulose thin films, Biores. 6
(2011) 4200-4217.

125. Liu, Z., Choi, H., Gatenholm, P., Esker, A.R., Quartz Crystal microbalance
with dissipation monitoring and surface plasmon resonance studies of
carboxymethyl cellulose adsorption onto regenerated cellulose surfaces, Langmuir
27 (2011) 8718-8728.

126. Orelma, H., Teerinen, T., Johansson, L.S., Holappa, S., Laine, J., CMC-
modified cellulose biointerface for antibody conjugation, Biomacromol. 13 (2012)
1051-1058.

127. Zauscher, S., Klingenberg, J., Friction between cellulose surfaces measured
with colloidal probe microscopy, Colloids Surf. A 178 (1-3) (2001) 213-229.

128. Yan, H., Lindstréom, T., Christiernin, M., Some ways to decrease fibre
suspension flocculation and improve sheet formation, Nord. Pulp. Paper Res. J. 21
(2006) 36-43.

129. Ahola, S., Myllytie, P., Osterberg, M., Teerinen, T., Laine, J., Effect of polymer
adsorption on cellulose nanofibril water binding capacity and aggregation, Biores.
3 (4) (2008) 1315-1328.

130. Hotza, D., Greil, P., Review: aqueous tape casting of ceramic powders, Mat.
Sci. Eng. A 202 (1995) 206-217.

131. Lanticse, L.J., Tanabe, Y., Matsui, K., Kaburagi, Y., Suda, K., Hoteida, M.,
Endo, M., Yasuda, E., Shear induced preferential alignment of carbon nanotubes
resulted in anisotropic electrical conductivity of polymer composites, Carbon 44
(2006) 3078-3086.

132. Korkut, S., Roy-Mayhew, J.D., Dabbs, D.M., Milius, D.L., Aksay, I.A., High
surface area tapes produced with functionalized graphene, ACS Nano 5 (6) (2011)
5214-5222.

133. Libanori, R., Miinch, F.H.L., Montenegro, D.M., Studart, A., Hierarchical
reinforcement of polyurethane-based composites with inorganic micro- and
nanoplatelets, Comp. Sci. Tech. 72 (2012) 435-445.

134. Van Opdenbosch, D., Maisch, P., Flitz-Popovski, G., Paris, O., Zollfrank, C.,
Transparent cellulose sheets as synthesis matrices for inorganic functional particles,
Carbohydr. Polym. 87 (2012) 257-264.

135. Orts, W.J., Godbout, L., Marchessault, R.H., Revol, J.F., Enhanced ordering of

liquid crystalline suspensions of cellulose microfibrils: a small angle neutron
scattering study, Macromol. 31 (1998) 5717-5725.

57



136. Hoeger, 1., Rojas, O.J., Efimenko, K., Velev, O.D., Kelley, S.S., Ultrathin film
coatings of aligned cellulose nanocrystals from a convective-shear assembly system
and their surface mechanical properties, Soft Matter 7 (2011) 1957-1967.

137. Diaz, J.A.,, Wu, X., Martini, A., Youngblood, J.P., Moon, R.J., Thermal
expansion of self-organized and shear-oriented cellulose nanocrystal films,
Biomacromol. 14 (2013) 2900-2908.

138. Yoshiharu, N., Shigenori, K., Masahisa, W., Takeshi, O., Cellulose microcrystal
film of high uniaxial orientation, Macromol. 30 (1997) 6395-6397.

139. Ebeling, T., Paillet, M., Borsali, R., Diat, O., Dufresne, A., Cavaillé, J.Y.,
Chanzy, H., Shear-Induced orientation phenomena in suspensions of cellulose
microcrystals revealed by small angle x-ray scattering, Langmuir 15 (19) (1999)
6123-6126.

140 . Lasseuguette, E., Roux, D., Nishiyama, Y., Rheological properties of
microfibrillar suspension of TEMPO-oxidized pulp, Cellulose 15 (2008) 425-433.

141. Habibi, Y., Heim, T., Douillard, R., AC electric field-assisted assembly and
alignment of cellulose nanocrystals, J. Polym. Sci. Part B Polym. Phys. 46 (14)
(2008) 1430-1436.

142. Csoka, L., Hoeger, 1.C., Peralta, P., Peszlen, 1., Rojas, O.J., Dielectrophoresis
of cellulose nanocrystals and alignment in ultrathin films by electric field-assisted
shear assembly, J. Coll. Int. Sci. 363 (2011) 206-212.

143. Kimura, F., Kimura, T., Tamura, M., Hirai, A., Ikuno, M., Horii, F., Magnetic
alignment of the chiral nematic phase of a cellulose microfibril suspension,
Langmuir 21 (2005) 2034-2037.

144. Kvien, 1., Oksman, K., Orientation of cellulose nanowhiskers in polyvinyl
alcohol, Appl. Phys. A 87 (2007) 641-643.

145. Pullawan, T., Wilkinson, A.N., Eichhorn, S.J., Influence of magnetic field
alignment of cellulose whiskers on the mechanics of all-cellulose nanocomposites,
Biomacromol. 13 (2012) 2528-2536.

146. Gindl, W., Keckes, J., Drawing of self-reinforced cellulose films, J. Appl.
Polym. Sci. 103 (2007) 2703-2708.

147. Uddin, A., Araki, J., Gotoh, Y., Toward strong green nanocomposites:
polyvinyl alcohol reinforced with extremely oriented cellulose whiskers,
Biomacromol. 12 (2011) 617-624.

148. Sehaqui, H., Mushi, N.E., Morimune, S., Salajkova, M., Nishino, T., Berglund,
L.A., Cellulose nanofiber orientation in nanopaper and nanocomposites by cold
drawing, Appl. Mater. Interfaces 4 (2012) 1043-1049.

149 Liimatainen, H., Haavisto, S., Haapala, A., Niiniméki, J., Influence of adsorbed
and dissolved carboxymethyl cellulose on fibre suspension dispersing,
dewaterability, and fines retention, Biores. 4 (1) (2009) 321-340.

150. Blomstedt, M., Vuorinen, T., Modification of softwood kraft pulp with
carboxymethyl cellulose and cationic surfactants, J. Wood Sci. 53 (2007) 223-228.

58



151 . Tiitu, M., Laine, J., Serimaa, R., Ikkala, O., Ionically self-assembled
carboxymethyl cellulose/surfactant complexes for antistatic paper coatings, J. Coll.
Int. Sci. 301 (2006) 92-97.

152. Xhanari, K., Syverud, K., Chinga-Carrasco, G., Paso, K., Stenius, P., Reduction
of water wettability of nanofibrillated cellulose by adsorption of cationic surfactants,
Cellulose 18 (2011) 257-270.

153. Girdlund, L., Wégberg, L., Gernandt, R., Polyelectrolyte complexes for
surface modification of wood fibres II. Influence of complexes on wet and dry
strength of paper, Colloids Surf. 218 (2003) 137-149.

154. Hubbe, M.A., Bonding between cellulosic fibers in the absence and presence
of dry-strength agents — a review, Biores. 1 (2) (2006) 281-318.

155. Billy, J-M., Seguin, JA., Dry heat process for the preparation of cationic starch
ethers, United States Patent Office 1969 p. US3448101.

156 . Bendoraitiene, J., Kavaliauskaite, R., Klimaviciute, R., Zemaitaitis, A.,
Peculiarities of starch cationization with glycidyltrimethylammonium chloride,
Starch 58 (2006) 623-631.

157 . Kavaliauskaite, R., Klimaviciute, R., Zemaitaitis, A., Factors influencing
production of cationic starches, Carbohydr. Polym. 73 (2008) 665-675.

158. Chanda, A., Fokin, V.V., Organic synthesis “on water”, Chem. Rev. 109 (2009)
725-748.

159. Parker, RE., Mechanisms of epoxide reactions, Chem. Rev. 59 (1959) 737-799.

59



60



O
©
O
a1
n
o
o
a1
o
o
N
w

ISBN 978-952-60-5662-3
ISBN 978-952-60-5663-0 (pdf)
ISSN-L 1799-4934

ISSN 1799-4934

ISSN 1799-4942 (pdf)

Aalto University

School of Chemical Technology

Department of Biotechnology and Chemical Technology
www.aalto.fi

BUSINESS +
ECONOMY

ART +
DESIGN +
ARCHITECTURE

SCIENCE +
TECHNOLOGY

CROSSOVER

DOCTORAL
DISSERTATIONS





