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Introduction
	Polymer brushes are formed when macromolecular chains are tethered to a surface by one end.  These polymers are said to be in the brush regime because repulsive intermolecular forces between the chains cause them to stretch away from the surface when they are immersed in a good or theta solvent.1 Functional polymer brushes are of special interest because of their uses in purification processes and for protein binding in “smart” devices.2 Functionalized polymer brushes create ways for proteins or other macromolecules to bind specifically to the brush.3,4 
	In order to create desired functionalities, reactions between functional groups already present within the brush layer are often utilized.4,5 In my research, I plan to study the functionalization of poly (2-vinyl-4,4-dimethyl azlactone) (PVDMA) brushes through reactions of the azlactone ring with primary alkyl amines of various molecular weight. Specifically, I will examine how the size of molecules affects their ability to diffuse into and react with the brush layer.  I also hope to determine whether there can be complete conversion of all available functional groups within the brush layer.  It has been shown that primary and secondary amines act as nucleophiles that attack the azlactone ring of PVDMA, but tertiary amines do not react in the same way.6 The use of ellipsometry can give information regarding changes in brush thickness, which is related to the degree of functionalization.  Neutron reflectivity is particularly useful because it can be used to determine the distribution of the small molecule, primary amines inserted via post-polymerization modification.7 
 (
Figure 
1
: A schematic representation of the "grafting from" and "grafting to" processes of creating polymer brushes. Image taken from Reference 1.
)Creating polymer brushes is done in two different ways, referred to as “grafting from” and “grafting to” processes, as seen in Figure 1.1 In each of these processes there are impacts on the reactive modification process, as well as implications in polymer structure.  In the grafting from process, an initiator is first attached to a clean surface and then the polymerization takes place, adding one monomer (or a few) to the growing brush at a time.  This technique typically results in high polymer grafting densities as well as thick brushes.  Certain drawbacks of this method are that the molecular weight and polydispersity of the polymer chains are difficult to characterize because the chains are attached to the surface.  It is also challenging to include certain groups in these brushes because the reactivity of functional monomers may interfere with polymerization and create different polymer structures, or it may be too costly or time-intensive to include certain motifs, such as biologically derived chemicals.  Because of these limitations, functionalized polymers and their polymer brushes are often created using post-polymerization modification.  The grafting to technique involves creating end-functionalized polymers (using any polymerization technique) and then attaching the chains by one end to a surface.  This approach is beneficial because it allows polymers to be created using techniques that may not be well-suited to grafting from processes.  Also, molecular weight as well as polydispersity of these polymers can be easily measured because the polymers are created before they are attached to the surface, which is a distinct advantage over the grafting from technique.  Shortcomings of this method stem from macromolecular diffusion, which limits the polymer grafting density and brush thickness.  The grafting density of polymer brushes created using grafting to is lower than that of brushes grafted from because of the size of the polymer chains.  Because of the volume occupied by each chain, there is difficulty in grafting chains closely together.  As polymer chain length increases, grafting density decreases.  Decreased grafting density results in low brush thickness because of weaker repulsion between brushes due to greater distance between grafting points.  
In my research I intend to use the grafting to approach, first attaching poly(glycidyl methacrylate) (PGMA) as an anchoring layer to a silicon surface and then graft end-functionalized PVDMA chains to the residual epoxy groups of the PGMA layer.  This approach has been used before to create various types of non-functional polymer brushes in a facile manner.8 PVDMA is an interesting polymer because it can be used to create functional polymers through post-polymerization modification.6,8,9 10

Figure 2: Process by which post-polymerization theoretically occurs.
	In order to create desired functionalities, reactions between functional groups already present within the brush layer are often utilized.4,5 In my research, I plan to study the functionalization of PVDMA brushes through reactions of the azlactone ring with primary alkyl amines of various molecular weight in order to examine how the size of molecules affects the ability to diffuse through and react with the brush layer.  I also hope to determine whether there can be complete conversion of all available functional groups within the brush layer.  It has been shown that primary and secondary amines act as nucleophiles that attack the azlactone ring of PVDMA, but tertiary amines do not react in the same way.6 The use of ellipsometry as well as neutron reflectivity can give information regarding changes in brush thickness, which is related to the overall average distribution of the small molecule, primary amines inserted via post-polymerization modification.7 
 Goals and Motivation
In recent years, interest has developed in the reactive modification of polymers and polymer brushes.  The reactivity and steric constraints of certain functional groups makes it difficult to create functionalities, especially in brush form, and this has led many groups to reactively modify polymer brushes.7,10-12 Reactive modification of polymer brushes is currently not well understood and it presents many questions to be answered, such as where in the brushes the molecules attach, the percent conversion of the functional groups within the brush, and the size of molecules that can be added within the brushes as a function of brush thickness and grafting density.  A key aspect of my research will be to use neutron reflectivity measurements to determine the distribution of the small molecules inserted within brush layers.7 Several groups have modified PVDMA;6,10 but little research has been conducted on the in situ modification of PVDMA brushes.3,8 Many groups have functionalized polymer brushes,2-4,7,8,11-13 however little research has been conducted regarding the distribution of small molecules and extent of functionalization in reactively modified brushes.7 In almost all cases, “average” descriptions of how many functional groups is the result.  
	I plan to study the relationship between the distribution of molecules through polymer brush layers and the size of the molecules introduced, using PVDMA as a model.  In order to make generalizations about this distribution of molecules within polymer brushes, I plan to study the effect of molecular size on penetration through the PVDMA layer and its role in the extent of functionalization of the brushes.  I also plan to study the relationship between the grafting density of the polymer brush and the volume of molecules introduced.  After these goals are accomplished, I hope to select suitable amino acids that can potentially allow for the attachment of enzymes in future work.  In my research, I plan to study the modification of PVDMA brushes with primary amines which takes advantage of the susceptibility of the azlactone rings to modification by nucleophilic attack of primary amines.  If one knows the thickness of the PVDMA prior to modification with a primary amine, there should be an appreciable difference in the thickness after modification.  This thickness difference is related to the extent of functionalization (the number of groups that have been added through nucleophilic addition to the azlactone ring).  After determining if there is a difference in thickness, I hope to learn the depth of attachment of the small molecule, primary amine through neutron reflectivity measurements.  The penetrating power and sensitivity to isotopic contrast (deuterium vs. hydrogen) of neutrons makes it possible to learn about molecular level interactions in brushes.  The difference between deuterium and hydrogen is clear when using neutron scattering techniques, and thus deuterated primary amines will be distinguishable from hydrogenated PVDMA and PGMA chains.  In learning the distribution and number density of the small molecule primary amines, I hope to draw conclusions about the penetration of molecules through the brush layer in relation to the thickness and grafting density of the brushes, and the extent of functionalization of the brushes.
Background
 (
Figure 
3
: Ring-opening reactions by 
thiolates
, primary amines, and alcohols.  Image taken from Reference 6.
)Research with VDMA and PVDMA was pioneered largely by Heilmann and coworkers at 3M, beginning in the late 1970s.  It is through their studies of VDMA and PVDMA that we know about the reactivity of thiols, alcohols, and primary amines with the carbonyl group within azlactone rings.6 The addition of these nucleophiles at the carbonyl causes the azlactone ring to open, creating the corresponding methacrylamido-thiol ester, ester, or amide linkages.6 A major consideration for choosing PVDMA for reactive modification is the ease of its reaction with primary amines and hydroxyls.9 The lack of side products in reactive modifications of PVDMA is especially attractive.10 Lynn and coworkers have created a library of PVDMA materials with diamines.  The diamines consist of a tertiary amine with three different R groups, and a terminal primary amine.  The primary amine attacks the azlactone carbonyl of PVDMA.  
	Many groups have developed interest in PVDMA in recent years, as a result of its ease of polymerization and post-polymerization modification.  A significant benefit of using a PVDMA system is the lack of byproducts after reactive modification.  Messman and coworkers have studied the reactive modification of p(VP-co-VDMA) using base-catalyzed ring-opening hydrolysis and also using reaction with amine or hydroxyl-functionalized nucleophiles.  Through this work, the reactivity of PVDMA is better understood, and its potential applications in biomaterials is clearer because of their use of dansylcadaverine in modifying p(VP-co-VDMA) chains.9 Barringer and coworkers immobilized dansylcadaverine onto surface tethered p(VP-co-VDMA) layers.  In their model, PGMA was used as a base layer grafted to a polished silicon wafer, and diaminohexane was used as a way to graft p(VP-co-VDMA) onto the PGMA-modified substrate.  Because of the nature of this grafting, p(VP-co-VDMA) forms a thin layer (measuring 5 nm thick) instead of a brush. As a result of the attachment process, when dansylcadaverine was added to the thin film scaffold, it caused only a 1.6 nm increase in thickness.3
Lokitz et al. describe the formation of PVDMA brushes and their subsequent reactive modification by lysine hydrate.  PGMA is first annealed after deposition onto polished silicon surfaces, and then the PGMA is modified with carboxylic acid-terminated PVDMA.  When carboxylic acid-terminated PVDMA is grafted to PGMA, brushes are formed (when immersed in solvent).  To determine whether the tethered PVDMA chains are in the brush regime, it is necessary to calculate the distance between grafting points.14 The thickness of the PVDMA brush layer can be varied by changing the polymer concentration.8 These matters will be discussed later.  
 (
Figure 
4
: Mechanism of reversible addition-fragmentation chain transfer (RAFT) polymerization.  Image taken from Reference 15.
)Lokitz, et al. used Reversible addition-fragmentation chain transfer (RAFT) polymerization to make their PVDMA chains.  RAFT polymerization was first reported by Chiefari et al. in 1998.15 This polymerization method allows researchers to target particular molecular weights with very narrow molecular weight distributions under a variety of conditions.15,16 Polymers created via RAFT polymerization are especially well-suited to becoming polymer brushes because of their narrow polydispersities.  Polymers having larger polydispersities possess wide discrepancies in chain length, and they may lead to variations in grafting density, which eventually affect post‑polymerization modification.  In RAFT polymerization, free radicals are created and initiate monomers, and then chain growth is controlled by a cycle of reversible addition and fragmentation with either dithioester or trithiocarbonate chain transfer agents (CTAs) mediating the equilibrium between active and dormant species.17 Different CTAs allow for customization of the terminating functional groups of a polymer chain.  As demonstrated by Lokitz et al., when PVDMA is synthesized using RAFT polymerization and 2‑dodecylsulfanylthicarbonylsulfanyl-2-methylpropionoic acid (DMP) is used as CTA, the chains have a carboxylic acid group at one end.8 The merits of this approach will be discussed later.
 (
Figure 
5
: Attachment of PGMA to a silicon surface, through epoxide reaction with hydroxyl groups.  Image reproduced from Reference 18.
)	Luzinov and coworkers developed a novel method of attaching of polymer brushes to PGMA films.18 PGMA is created using conventional free radical polymerization, and after isolation and purification, the PGMA can be grafted to a polished, cleaned silicon substrate by spin coating and annealing.19 The spin-coated PGMA creates uniform, smooth films consisting of loops and tails of epoxy-functionalized polymer, as seen in Figure 5.19 Because not all of the epoxides react with the surface, PGMA is then able to react with functionalities on other polymers or small molecules.  Polymers that have multiple functional groups may attach at several points along the PGMA film, creating a layer-by-layer film.  Polymers that possess only one functional group result in brushes.18
Recently, much interest has focused on creating bio-inspired surfaces for protein purification and “smart” surfaces.  Creating polymers with biological motifs for biotechnological applications using conventional polymerization methods would be difficult.  Often the polymerization of complex monomers with desirable functional groups is limited by chain transfer reactions, or is prohibitively expensive or time consuming.20 In cases such as these, reactive modification of the polymer is employed.  Currently many groups are using reactive modification of polymer brushes, yet there remains much to be learned about their properties and behavior.  
	Murata, Prucker, and Rühe offer research regarding binding of various small molecule primary amines in poly (N-methacryloyl-β-alanine N′-oxysuccinimide ester) (MAC2AE) brushes formed by surface-initiated polymerization.  In their assessment of binding within the brushes, they evaluated the changes in the brush layer using Fourier transform-infrared spectroscopy (FT-IR) and surface plasmon spectroscopy (SPS).  FT-IR allows researchers to observe and identify the characteristic bond vibrations of atoms within molecules.  When using this method with reactive modification processes, researchers look for changes in the spectrum.  SPS allows changes in thickness of brushes to be determined.  These thickness changes are related to a change in the molecular weight of the brush.  Murata and coworkers concluded, based on FT-IR missing C=O stretching bands at 1815, 1785, and 1737 cm-1 and changes in SPS measurements, that the small molecules attached to the brushes.  The SPS measurements show a decrease in thickness when the introduced molecules are of lower molecular weight than the N-oxysuccinimide ester leaving group, and increase in thickness when the introduced molecules are of higher molecular weight than the N-oxysuccinimide ester leaving group.11 In making these conclusions, two assumptions are made: (1) the grafting density of the brushes does not limit the penetration of small molecules, and (2) all N-oxysuccinimide groups are removed and replaced by the small molecule primary amines (see Figure 6).  It stands to reason that this may general behavior, and the movement of the small molecules may be hindered by how close the brushes are in relation to one another, and as a result, the molecules are not able to penetrate to the base of the brushes to react with all of the N-oxysuccinimide groups in the brush layer.
 (
Figure 
6
 illustrates the question of the extent of reactive modification of the polymer brushes.  Image taken from Reference 7.
)[image: ]	In order to address the depth of penetration of small molecules introduced as reactive modifiers, one can use neutron reflectometry (NR) measurements, as shown by Klok et al.7 Neutron scattering is sensitive to scattering length differences between deuterium-labeled molecules.  In the research by Klok et al., poly(2-hydroxyethylmethacrylate) (PHEMA) brushes were created by a grafting from process by surface-initiated atom transfer radical polymerization (SI-ATRP).  These polymer brushes contain hydrogen atoms.  The brushes are then activated using p-nitrophenyl chloroformate (NPC) and then reactively modified using deuterated amino acids, allowing penetration of small molecules into the PHEMA brushes to be studied using NR.  Klok and coworkers determined whether the NPC activation was complete throughout the brushes, and whether NPC activation was limited by grafting density or brush thickness.  They also studied the depth of penetration of the deuterated amino acids into the PHEMA brush layer as a function of both brush thickness and grafting density.  It was determined that NPC activation was dependent on both the grafting density and the thickness of the PHEMA brushes.7 As both grafting density and brush thickness decreased, the extent of the post-polymerization modification increased because NPC activation increased uniformly throughout the PHEMA brush.  While this research is extremely relevant to my proposed research, it is important to point out that the findings depend critically on the penetration of the NPC activation.  For example, if the amino acids were able to penetrate further into the PHEMA layer than the NPC molecules, which are needed for activation, it would be impossible for there to be evidence of this because there would be no reactive “handles” at those depths in the brushes.

Experimental Methods
1. Materials and Reagents.  Silicon wafers of size 1 cm x 1.2 cm were purchased from Silicon Quest International.  Glycidyl methacrylate (GMA, 97%, Aldrich) was distilled under reduced pressure and the middle fraction (~70%) was used.  2-vinyl-4,4-dimethyl azlactone (VDMA) was a gift from the Center for Nanophase Materials Sciences at Oak Ridge National Laboratory and was distilled under reduced pressure and the middle fraction (~70%) was used.  Azobisisobutyronitrile (AIBN, 98%, Aldrich) was recrystallized from methanol and dried under vacuum.  2‑dodecylsulfanylthicarbonylsulfanyl‑2‑methylpropionoic acid (DMP) was a gift from the Center for Nanophase Materials Sciences at Oak Ridge National Laboratory and was used as received.  Benzene (99.9%, Aldrich), tetrahydrofuran (THF, 99.9%, Aldrich), chloroform (99.8%, Fisher), n-hexane (95%, Fisher), and 1-tetradecylamine (95%, Fisher) were used as received. 
2. Instrumentation.  PGMA and PVDMA molecular weights were measured using gel permeation chromatography (GPC) on a Tosoh EcoSEC GPC fitted with two Tosoh TSKgel SuperMultiporeHZ‑M columns 4μ (4.6 x 150 mm) and a TSKgel SuperMultiporeHZ-M guard column.  Measurements were made at 40 °C in THF.  Calculation of molecular weight was performed using the EcoSEC Data Analysis package (version 1.04) using poly(methyl methacrylate) standards.  Spin coating of silicon wafers was performed using a Headway Research, Inc. spin coater (model PWM32) at 2500 rpm for 15 seconds.  Polymer film thicknesses were measured using a Beaglehole Instruments phase-modulated Picometer ellipsometer, which uses a 632.8 nm wavelength incident light beam.  Measurements were performed at angles between 80° and 60° in 1° increments.
3. Synthetic Procedures.  (i) Wafer cleaning:  Silicon wafers were cleaned prior to use in a piranha acid solution (3/1 v/v H2SO4/30% H2O2) at 80 °C for 45-60 minutes.  After cleaning, the wafers were rinsed with deionized water and dried using a stream of nitrogen.  Cleaned wafers were used immediately.
(ii) Synthesis of PGMA by conventional free radical polymerization:  GMA was combined with AIBN and benzene in a 50 ml round bottom flask and sparged with dry nitrogen for 30 minutes before reacting for 60 minutes at 65 °C while stirring.  A typical polymerization uses AIBN and GMA in a ratio of 1:33 and a GMA concentration of 2.3 M.  PGMA was precipitated into cold hexanes, isolated by decanting, and then dried under vacuum.  
(iii) Synthesis of PVDMA by RAFT: VDMA was combined with DMP, AIBN, and benzene in a 50 ml round bottom flask and sparged with dry nitrogen for 30 minutes.  A typical polymerization uses ratios of 1:1078 of AIBN:VDMA and 2:431 of DMP:VDMA.  [VDMA] is 0.99 M and these conditions set the theoretical molecular weight to be 30,000 g/mol.  This solution was stirred at 65 °C for 18 hours while the polymerization took place.  The reaction was quenched by submerging the flask in liquid nitrogen until frozen.  After warming to room temperature PVDMA was precipitated into cold hexanes, isolated by decanting, and then dried overnight under vacuum. 
(iv) Formation of PGMA-modified silicon surfaces:  A solution of 0.25 wt% PGMA in chloroform was used to spin coat clean silicon wafers.  After spin coating, PGMA-modified substrates were annealed at 80 °C for 30 minutes to promote reaction between the epoxy groups of PGMA and hydroxyl groups on the substrate.  Wafers were then sonicated to remove non-covalently bonded PGMA chains.  After sonication, the wafers were rinsed with chloroform and dried with a stream of nitrogen.
(v) Formation of PVDMA brushes:  A solution of carboxylic acid-terminated PVDMA in chloroform was used to spin coat PVDMA onto PGMA-modified silicon wafers.  After spin coating, the PVDMA-modified films were annealed at 95 °C to promote reaction between the epoxy groups of PGMA and the carboxylic acid end-group of PVDMA chains.  Wafers were then sonicated to remove non-covalently bonded PVDMA chains, then rinsed with chloroform and dried with a stream of nitrogen.
(vi) Post-polymerization modification of PVDMA brushes with 1-tetradecylamine:  PVDMA-modified wafers were submerged in solutions of 1-tetradecylamine in chloroform.  Varying concentrations of 1-tetradecylamine were employed for set amounts of time to explore the penetration of 1-tetradecylamine into the PVDMA brush layer and reaction with the azlactone rings.  After reacting, the wafers were sonicated, rinsed with chloroform, and then dried with a stream of nitrogen.

Results and Discussion
 (
Figure 
7
:  Scheme by which PVDMA-COOH reacts with PGMA to form brushes.  Adapted from Reference 8.
)(i) Synthesis of PVDMA Brushes: PGMA was synthesized by conventional free radical polymerization, coated onto silicon surfaces, and annealed to anchor the layer, creating a film of epoxy loops and tails.  After annealing, the thickness of the PGMA film was measured using ellipsometry.  Carboxylic acid-terminated PVDMA was synthesized by RAFT polymerization, which has been shown to produce polymers with well-defined molecular weight and narrow molecular weight distributions.  Carboxylic acid end groups result from the choice of CTA, as shown in Figure 7.  The PGMA films were then exposed to carboxylic acid-terminated PVDMA, deposited by spin-coating, to graft PVDMA chains to the surface. The film was measured again, allowing the dry thickness of PVDMA to be determined. 
(ii) Surface attachment and functionalization: In order to calculate the distance between grafting points one must calculate the grafting density of chains (σ) on the surface using the following equation:14,18 
	σ = (HρNa)/Mn 	(1)
In this equation H is the dry thickness of the layer (measured using ellipsometry), ρ is the density of the polymer brush layer (1.05 g/cm3 for PVDMA), Na is Avogadro’s number, and Mn is the number-average molecular weight (29,400 g/mol for the samples shown below).  After determining the grafting density of chains, the distance between chains, D, is calculated by:
	D = 2(πσ)-1/2	(2)
The distance between chains is then compared to the radius of gyration, Rg.  If D/2Rg < 1 then the polymer is in the brush regime when the brush-coated is immersed in good or theta solvent.14  
Table 1: Summary of PVDMA brush thickness, grafting density, and distance between tethering points.
	Sample
	PGMA Thickness
	PVDMA Thickness
	σ
	D
	D/2Rg

	(a)
	4.2 nm
	6.5 nm
	0.54
	0.59
	0.079

	(b)
	4.2 nm
	6.5 nm
	0.54
	0.59
	0.079

	(c)
	4.6 nm
	5.7 nm
	0.47
	0.67
	0.090

	(d)
	3.9 nm
	6.4 nm
	0.53
	0.60
	0.080

	(e)
	4.1 nm
	5.7 nm
	0.47
	0.67
	0.090


After measurement of the PVDMA thickness, the brushes are submerged for 4 hours in 1-tetradecylamine to react the carbonyl groups of PVDMA with the primary amine and then the thickness is measured by ellipsometry.  The resultant PVDMA layer increase is due to the penetration  and attachment of 1-tetradecylamine into the PVDMA brush layer, and the results are shown in Table 2.
Table 2: Summary of PVDMA brush thickness changes after reactive modification with 1-tetradecylamine.
	Sample
	PVDMA Thickness
	Concentration (wt %) 1‑Tetradecylamine
	PVDMA/ 1‑Tetradecylamine Thickness
	Change in Thickness

	(a)
	6.5 nm
	0.25
	10.3 nm
	3.8 nm

	(b)
	6.5 nm
	0.75
	13.1 nm
	6.6 nm

	(c)
	5.7 nm
	0.25
	7.9 nm
	2.2 nm

	(d)
	6.4 nm
	0.50
	14.0 nm
	7.6 nm

	(e)
	5.7 nm
	0.50
	11.9 nm
	6.2 nm



The extent of functionalization, f, by 1-tetradecylamine (TDA) on the PVDMA chains can be calculated by the following equation:12
[image: ]
(3)

In this expression mo is the molar mass of the monomer (139.5 g/mol for PVDMA and 351.9 g/mol for PVDMA-TDA), and ρi is the density of the polymer (either PVDMA or PVDMA-TDA).  Using this calculation, the average extent of conversion is 29% ± 7.5 for the reaction of PVDMA with 1-tetradecylamine.  This suggests that the brushes have undergone reactive modification by 1-tetradecylamine, however, ~70% of available azlactone rings are still available for reaction.
Future Work
	Based on the work previously summarized, I intend to proceed with my research using ellipsometry studies to determine the average extent of functionalization, atomic force microscopy to determine the roughness of the samples, and neutron reflectometry studies to determine the depth of penetration 1-tetradecylamine into PVDMA.  Patterning my work after that conducted by Klok et al., I hope to study the relationship between the depth of 1-tetradecylamine penetration as a function of PVDMA grafting density, polymer weight, and brush thickness. If the grafting density is increased, I expect the extent of functionalization to be decreased as a result of steric hinderances from the PVDMA chains.  Polymer weight is increased, I expect the grafting density to decrease (as a result of a larger radius of gyration) and the extent of functionalization to increase as a result.  In creating thicker brushes, I believe that the extent of functionalization may be decreased as a result of difficulty in penetrating thicker brush layers.  I also intend to study the length of time required for reactive modification.  As the length of time for modification increases, I would expect the extent of functionalization to increase.  Another variable I plan to observe is the role of the molecular weight/ size of the introduced small molecule primary amine.  When the molecular weight is increased, I expect the reaction time to be longer as a result of greater resistance to penetration by the small molecules.  The nature of the primary amine could also be varied and changed through using hydrophilic or hydrophobic chains.
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[(Hpvosa-ros * prvosaros * mo pvoss) = (Hpvoss * prvos * mo pyomatna)]

[Heypscetos * prvpscetoa ® (o pyosstog = o prows)]
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