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Mammalian Call Surlace Imaging with Hitrle-Fumctonalized Nanoprobas:

Biophy=ical Characienzation of Aggregation and Polarizaticn &nisodrogy 0
SERS Imaging

i
Raman ktensty farh. wits)

Figure 2. (a) SEM 1mage of a cell. Upper night inset: magnification of a
group of aggregated NPs. The scale bar is 200 nm. Lower left inset: the
cormresponding Raman intensity immage of the same cell obtained with a power
density of 10° W/em®. Laser-induced damage to the cell is shown in (b)
the monomer (blue circle i a), (c) the aggregates, and (d) a pair of dimers.

Figure 1. (a) The chemical structure of Eaman reporter 1; (b) Faman
spectra of the CN vibration mode extracted from positions L II, and IIT of
the cell shown in the optical image (c). Inset of (b) 13 a cellular Raman
spectrum taken from spot IV of the same cell. (d) Raman intensity map of
the C=N band of the same cell, and (g) the correspending SEM image.
Inset in (g} showed the NPs in the lower night circle. (f) The group of NP3
as shown in the large oval of (g).



Molecular imaging of live cells by Raman microscopy
Almar F Palonpon'®, Mikiko Sodeoka“® and Katsumasa Fujita'*

Current Opinion in Chemical Biology 2013, 17:708-715
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A) General click chomistry

1 step 2 step fluorescent
2 imaging
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click reaction :

B) Cu-free click chemistry

1 step
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Direct Raman
imaging

Raman in living cells
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Figure 1. Concept of click-free imaging.
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Figure 2. Structures of thymidine analogues.
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Alkynyl sugar analogs for the labeling and
visualization of glycoconjugates in cells

; biotin/
nuclei WGA streptavidin overlay
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Scheme 1. Modified sugar analogs and probes used in this study.
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Cell-permeable probe for
of sialidases
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Fig. 1. Identification and imaging of sialidase with activity changes using
these activity-based sialidase probes.
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Enzyme-Linked ImmunoSorbent
Assay (ELISA)

Labeling
BSA/PEG



Microarray

Biomolecules - 7 Soli Magnetically
¢ of interest Y Capture antibody asyRoldisuggan ? labeled antibody

fﬁ'\rotf_?o

L 4 &
-KB - ? Add biomolecules of interest and
T | 1l 1 T magnetically labeled detect antibodies

\\\\\\\\\\\\\\\\\\\

""""""""" to well coated with capture antibody.

O Immobilized immune complexes form on
| BN N N i solid Suppor‘t

& )
? 0\- Apply external magnetic field, magnetic
¢ vy ¥y é dipoles align.

//////////////
/////

@ g g Remove field, measure net magnetization
Y i due to bound antibody labels. Unbound labels

BBBBBBDDDDDDDDEEEEY. randomize quickly and contribute no net signal.




Microarray

i

T\

Whole cell Genomic Proteomic
signatures signatures signatures




+ Fmoc

+ DNA - Fmoc

. Photopattern
_
3

Bare Gold

+ PEG
MUAM (amine terminated)

.
. Fmoc (hydrophobic)

DNA attached with SSMCC

PEG (resists protein adsorption)

Figure 1. Fabrication scheme for the construction of multi-element DNA arrays. A clean gold surface 1s reacted with the amine-terminated alkanethiol
MUAM. and subsequently reacted with Fmoc-NHS to create a hydrophobic surface. This surface 1s then exposed to UV radiation through a quartz
mask and rinsed with solvent to remove the MUAM+Fmoc from specific areas of the surface. leaving bare gold pads. These bare gold areas on
the sample surface are filled in with MUAM. resulting i an array of MUAM pads surrounded by a hydrophobic Fmoc background. Solutions of
DNA are then delivered by pipet onto the specific array locations and are covalently bound to the surface via the bifunctional linker SSMCC. In
the final two steps. the Fmoc-termmnal groups on the array background are removed and replaced by PEG groups which prohibit the nonspecific
binding of analyte proteins to the background.
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Figure 2. Surface reaction scheme showing the steps involved in the

reversible modification of the array background. (Step 2) The starting
amine-terminated alkanethiol surface (MUAM) 1s reacted with the
Fmoc-NHS protecting group to form a carbamate linkage thus creating
a hydrophobic Fmoc-terminated surface. (Step 6) After DNA im-
mobilization (see Figure 3), the hydrophobic Fmoc group 1s removed
from the surface with a basic secondary amine, resulting in the refum
of the original MUAM surface. (Step 7) In the final array fabrication
step, the deprotected MUAM 1s reacted with PEG-NHS to form an
amide bond that covalently attaches PEG to the array surface.
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Figure 3. Surface reaction scheme showing the immobilization of thiol-
terminated DNA to the arrav surface. In Step 5 of the DNA array
fabrication, the heterobifunctional linker SSMCC 1s used to attach 5'-
thiol modified oligonucleotide sequences to reactive pads of MUAM.
This linker contamns an NHSS ester functionality (reactive toward
amines) and a malemmde functionality (reactive toward thiols). The
surface 1s first exposed to a solution of the linker, whereby the NHSS
ester end of the molecule reacts with the MUAM surface. Excess linker
1s rmsed away and the array surface 1s then spotted with 5'-thiol-
modified DNA that reacts with the maleimide groups forming a covalent
bond to the surface monolayer.

J. Am. Chem. Soc. 1999, 121, 8044—8051



Glass Surface Modification

0L
mo’?'/\/\NHz :‘:Z )s'i/\/\SH “-O:Si/\/\ o%o
w0 |
O 0
N 1 Apre= 2 w-0 )
H
X X X X A o
/ < { O\ (). 0 *Os s S OF 0.
- 10 w7 -’
\‘ b OH -0 I\/oH ~0"1 6
{ " 5
NH,
/ / /
( .OH
3 X ) M:Sw/\/\O/\/\(O/\J
; w0 | § - -
y w0 OH \[\N n
7 H
\ > ° °
/ / / Scheme 2.2 Reagents for derivatization of glass 5 HE-APTS = his{hydroxyethyl)aminopropyltrieth-
% \ \ surfaces. T APTES = aminopropyitriethoxysiiane; oxysilane); 6 4.trimethoxysilylbenzaldehyds;
; / 2 MPTS = 3-mercaptopropyltrimethoxysilane; 7 GRTS/HEG = glycidaxypropyltrimethoxysilare-
{ ( < </ 3 CPTS = glycidoxypropyltrimethoxysilane; hexaethylene glycol: 8 poly{lysine).
\ \ \ \ 4 TETU = triethoxysitane undecanoic acid;
—S||—O —?i-O*?i*C)_?i—O—SIl—O—
Cl’ ? Scheme 2.1 2D schermatic description of a

polysiloxane monolayer on a glass surface
Hydroxylated Glass Surface {X = terminal functional



§H2
HN
EDA
CH,0” 5 OCH;
OCH,

OH OH OH OH OH
1 ' ' ] '

,S|i~o,S|i\O,Sli\o ,Sli\o,sli\

Silicon substrate

A

X
NHS-Biotin N
()
o)
C{o
+
(o)
; - §H2 §H2
NH HN HN
OH OH
SivoSNoSNo oS

AR

Sia S

HN NH, HN

NH HN HN

OH OH

oforfotort:

C



Biotin-Streptavidin

Biological
Interface SA

Figura 2.3 Schemat/c respresentanon of a stepizvidin sensor surface assembled on a
reacticncontralled biotinylated SAM [28],
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Protein Array
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Nanorods

I. Synthesis of seed Gold nanoparticle seeds

2.5x 10* M HAuCl, + (~ 4nm diameter)
2.5 x 10* M Na-citrate

06mLO.1TM
é L Ice-cold aq NaBH, :> ﬂ

Il. Stock solution i
Addition of F;;"';{‘;%I'i’g
Stock solution Ascorbic acid Au' results
25x10*MHAuCl, = I:> in disappearance
+ 0.1 M CTAB of color
. J

Il. Three step protocol for nanorod synthesis ' \\
Step C 0 “\ /
\ Step A Step B // \ \ \\\?\\§

Add 1mL

of A ] Q=\i\§
) o _——
BN W\ [ —"
1 mL seed + 1mLA+ \/\2_‘
9 mL of stock 9 mL of stock \‘
solution solution 10mL B + ”%—
90 mL stock l\/-a

Figure 2. Seed-mediated growth approach to making gold and silver nanorods of controlled aspect ratio. The specific conditions shown here, for
20 mL volume of seed solution, lead to high-aspect ratio gold nanorods. (bottom right) Transmission electron micrograph of gold nanorods that are
an average of 500 nm long.

J. Phys. Chem. B 2005, 109, 13857—13870



Directional Growth

Cetrimonium bromide ((C,sH;3;)N(CH;);Br) (CTAB)

L
,.u\o

HO

HO OH

Ascorbic acid

N/ Br
/ \

Figure 5. Cartoon of the crystallography of gold nanorods. The
direction of elongation is [110]. The cross-sectional view is a pentagon;
each end of the rod is capped with five triangular faces that are
Au{l111}. The sides of the rods are not as well-defined: either Au{100}
or Au{110} faces, or both.



STEP 1: SYMMETRY BREAKING IN FCC METALS

A) NUCLEATION B) GROWTH C) DEVELOPMENT OF FACETS

STEP 2: PREFERENTIAL SURFACTANT BINDING TO SPECIFIC CRYSTAL FACES

node & &

(111}
B) CONTINUED GROWTH IN 1-D
A) BINDING OF CTAB UNTIL THE REAGENTS ﬂ
TO AU(100) FACE ARE EXHAUSTED

£ = CTAB

THE POSITIVELY CHARGED CTAB BILAYER STABILIZES THE NANORODS

+ ++ ++

Figure 8. Proposed mechanism of surfactant-directed metal nanorod growth. The single crystalline seed particles have facets that are differentially
blocked by surfactant (or an initial halide layer that then electrostatically attracts the cationic surfactant). Subsequent addition of metal ions and
weak reducing agent lead to metallic growth at the exposed particle faces. In this example, the pentatetrahedral twin formation leads to Au {111}
faces that are on the ends of the nanorods. leaving less stable faces of gold as the side faces. which are bound by the surfactant bilayer.



Nanorods

Increasing Aspect Ratio I

400 500 600 700 800 900
Wavelength (nm)

Figure 3. Transmission electron micrographs (top). optical spectra (left), and photographs (right) of aqueous solutions of Au nanorods of

various aspect ratios. The seed sample has an aspect ratio of 1. Samples a, b, ¢, d, and e have aspect ratios of 1.35 4+ 0.32, 1.95 + 0.34,

3.06 £ 0.28, 3.50 4 0.29, and 4.42 + 0.23, respectively. Scale bars: 500 nm for a and b, 100 nm for c—e. Reprinted with permission from

ref 16. Copyright 2005 American Chemical Society.



Nanocube and Nanorice
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nanoparticle with a non-conducting core made of ron oxade and covered by a metallic
shell made of gold. Scienhists plan to attach the nanonce to scanmng probe mcroscopes
to obtain very clear image quality that surpasses today’s technology. For the Air Force,
this technology could be used as a tool to develop new high-speed optoelectronic
matenals and to monstor chenucal reactions. (Graphic prowided by Prof Naom Halas)
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Figure 2. SERS-coded PEG-NRs for ultra-sensitive near-infrared detection and photothermal heating. A) Overlay of NIR absorption and emission of SERS-
coded MNRs. The arrow indicates the NIR Raman exciting-line and the gray column represents the wavelength of the diode laser source utilized for
photothermal heating. B) Peak height ratios of the most intense SERS peak of each molecule with respect to the internal ethanol standard vibration at
879cm ™. C) SERS spectra of homogenous solutions of IR-792-coded NRs at various concentrations to explore the limit of detection. Spectra are displayed
at full scale and offset for clarity te accommodate the intensity differences of several orders of magnitude. The relative intensity of the polystyrene multiwell
plate line (*) increases with respect to the SERS spectra at low concentrations. D) Athymic (nu/nu) mice bearing bilateral human MDA-MB-435 tumors
were injected intratumorally with either SERS-coded NRs, PEG-NRs, or saline (arrow) to evaluate potential for in vive detection and photothermal heating.
E) In vivo Raman spectra of IR-792-coded NRs, PEG-NRs and saline solution; 10 acquisitions of 4 s each were acquired for each spectrum. F) Infrared
thermographic maps of mouse surface temperature 3 min after onset of irradiation with diode laser (810nm, 2W sz}_



Table Il: Summary of Gold-Shelled Magnetic Nanoparticles.

Structure Characteristics In vitre I vive Ref
Size: ~120 nm T-weighted MRI showed darker images| None g
Surface: PEG and arti-HERZ newu with nancparticle with arti-HER 2neu.
Absorbance: 700000 nm bmad) Lower laser power (20 mW) was
oo = g readed to kill cells for HER2-positve
Magnatiz: f, = 251 i~ cell (SKBr3) than HERZ-negative calls
ol 712 {H520 at 60 mW).
Sizer =200 nm More None 10 HE
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aold magnat. (APTMS), 2-3 nm gold nanccrystal seeds (blus) were attached to the amino groups on
Size: 170 nm Hore HNone 1z the slica sphaere by reducing chloroauric acid (HAwCL) with tetrakis{ by drosy meathy)
Surface: More phiceephonium chlorida (THRPC), Finally, fhe attached gold nanosseds were used to nucleats
Absorbance: ~430-1000 nm (broad) the growth of a gold overlay on the silica surface to form a gokd nanashell. NH,OH and
Magnetiz: Reversible hysteresis loop. KGOy are weak bases to keap the pH high enough for the reaction. TEQS, tet ra i
Irradiation with 838 nrm laser had arthosilicats
sl \#F10 | termpemure increase with increasing '
eer naroparticls concentration.
Size: 273 £ 17.9 nm MNore MNaone 14
Surface: Mome
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gokl pelymar| movemant of sample with a bar of magret
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CONTROL 220 mg kg~ MILL-88A_nano

dm

Figure 4 | Magnetic resonance images. The images were acquired with gradient echo (a, ¢, d, f) or spin echo (b, e) sequence of control rats (left; a-¢) and
rats injected with 220 mgkg™ MIL-88A (right; d-f), in liver (a, b, d, ) and spleen (¢, f) regions. 30 min after injection, product effect is observable on the
liver and spleen. (dm, dorsal muscle; k. kidney; li, liver; s, spleen; st, stomach.)
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Figure 1. Cross-linked iron oxide (CLIO) nanoparticles for T,-weighted images of rodent
pancreatic cancer: (a) preinjection of CLIO, (b) postinjection of CLIO, and (c) higher
magnification of postinjection image with the arrow indicating tumor. L, liver; P, pancreas;
K, kidney; B, bowel.®

MnMEIO

|

Pre 4

1h A
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Figure 2. In vivo magnetic resonance detection of cancer after administration of magnetic
nanoparticles Herceptin conjugates. MnFe,O, nanoparticles (MnMEIO) (a—c) show higher
signal enhancement than cross-linked iron oxide (CLIO) (d—f).24 R2, inverse of transverse
relaxation time.
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Mesoporous Silica

Under gastric fluid

Under intestinal fluid

Strong electrostatic attraction
under gastric fluid.
(pH 1.0-3.0).

Strong electrostatic repulsion
under intestinal fluid.
(pH 6.5-8.0). Drug release




¢

e o g
MRI ey Cell labeling
f”f" DNA and other nucleic acids
A el Gl AL ALY Sensitive coverage
: ‘.'." o / .
I, Proteins /Torgefmg agents
Y, v
A

Magnetic
Polyethylene glycol

e

MANNALS Fluorescent
molecules
Activatable Multimodal \ \Nanocaps
probes imaging MRI active (stimuli-responsive)

External funcionalization

Functional groups to tune
the surface charge

Drugdelivery Gene delivery



Controlled #
release



T
"
B o

T

e
REL

S=S
IY

Carbon

-

98N
2008

L
(\ \\‘.’ \7’, ‘7

Ceo

Nanodiamond
~ 2-10 nm



Carbon Nanotubes

~_MWNT  open MWNT

; ;.Cié,ﬁ N7y
O




Super-acid and Plasma
Functionalized

e

-~ OH
=0

—C

0
0

Coated AA thin film
near the open end

Figure 2. TEM images showing a) the plasma deposited acrylic acid (AA) polymer thin
film on the carbon nanotube, the lattice image of carbon nanotube can be clearly seen
with an extremely thin layer of polymer film (~ 2 nm); b) the thin film of AA was plas-

ma deposited near the open end of the carbon nanotube.

Adv. Mater. 2007, 19, 4033-4037



Figure 3. Fluorescent microscopy image (Olympus
350 nm excitation) showing that the MWCNTs are in
with fluorescent QDs and exhibiting strong emissions
background.
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~0.01 ml MWCNTs-QD
A: 0.5 pg/mi
B: 0.25 pg/ml
C: 0.125 pg/mi
D: 0.083 pug/ml
E: 0.0625 ng/ml

Figure 6. In vivo images of MWCNTs-QDs (0.5 ug ml™ in PBS) in mice injected at dif-
ferent body regions: a) MWCNTs attached with CdSe/ZnS quantum dots (emission of
600 nm) at middorsal location; b) MWCNTs attached with CdSe/ZnS quantum dots
at ventrolateral locations, the suspensions were diluted by PBS at various concentra-
tions as indicated (A through E); ¢) MWCNTs attached with InGaP/ZnS quantum dots
(emission of 680 nm, 0.25 pug mI" in PBS) in liver, kidney, and leg muscles. All images
were taken successively in 2 min under epi-UV illuminator with excitation of 435 nm.
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Tk

polymer-small mulecule polymeric micelle
drug conjugate

dendrimer-drug conjugate polymersome

or encapsulates

Figure 1. lllustration of various anticancer polymeric hanomedicines that have been
developed and are used in cancer drug delivery. Polymer-small molecule drug conjugates
are usually hydrophilic (water-soluble) polymers with covalently bound, releasable
hydrophobic drug molecules. Polymeric micelles are core-shell micellar nanostructures with
a hydrophobic core that can be used for the encapsulation of hydrophobic drug molecules
and for the controlled release of hydrophobic therapeutics, and a hydrophilic shell can be
used for micelle surface modification (e.g., incorporation of targeting ligands).
Polymersomes are a class of hollow spherical nanostructures that enclose a solution and
can be used to deliver hydrophilic therapeutics such as DNA and proteins. Dendrimer drug
conjugate or encapsulates are a class of drug delivery systems with drugs conjugated to
the periphery or encapsulated inside of monodisperse macromolecules with highly
branched, symmetric, three-dimensional architectures.
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Figure 2. (a) Schematic diagram of proposed self-assembly of platinum drug-loaded
polymeric micelles.'911% (b) The self-assembly is mediated by the coordination of the
platinum (ll) and the carboxylate groups (COQ) of the poly(glutamic acid) segments.
(c) Narrowly distributed polymeric micelles with dense drug-loaded cores are formed.
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Figure 3. Platinum drug-loaded polymeric micelles.193 (a) Antitumor activity measured as
the relative photon flux, which is the ratio between the photon flux (photons/second) and
the initial photon flux, from bioluminescent intraperitoneal (within the abdominal cavity)
metastasis and the in vivo bioluminescent images corresponding to day 10. (b) Control
(crosses), (c) the clinically used DACHPt derivative, oxaliplatin, 6 mg/kg (orange squares),
(d) (1,2-diaminocycloheance) platinum (Il) (DACHPt)-loaded micelle (blue squares).



Self-assembly in aqueous
environment

pH sensitive link

PEG-b-P(aspartic acid-hydrazide-doxorubicin)

b

i

Endocytosis

Endosomal pH decreases

(pH 6.5 ~ 5.5)

Figure 4. pH-sensitive doxorubicin-loaded polymeric micelles. (a) Molecular structure of
PEG-poly(aspartic acid) conjugating with doxorubicin (DOX) by an acid-labile hydrazone
bond. (b) Schematic diagram of selective drug release at endosomal pH.
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Figure 5. (a) Drug release profiles of pH-sensitive doxorubicin-loaded polymeric micelles at
different pH values from 0.5 h to 24 h after release. Drug release amount increased with
decreasing pH."%7 (b) Confocal microscopy of SBC-3 cancer cells incubated with free
doxorubicin and pH-sensitive, doxorubicin-loaded polymeric micelles after 3 h and 24 h.
Free doxorubicin rapidly penetrated the cancer cells by diffusion, while pH-sensitive,
doxorubicin-loaded polymeric micelles were internalized by endocytosis and released the
drug inside the cells. (c) Antitumor activity of free doxorubicin. The maximum tolerated dose
was 15 mg/kg. (d) Antitumor activity of pH-sensitive doxorubicin-loaded polymeric micelles.
The maximum tolerated dose was 60 mg/kg. Control (black circles); red arrows indicate
intravenous injections.107.108



a Polymeric drug or sequestrant b Polymer-protein conjugate ¢ Polyplex: polymer-DNA complex
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Figure 1 | Schematic representation of polymer therapeutics now in, or progressing towards, clinical development.
The nano-sized and frequently multicomponent nature of these structures is visible. Mw, molecular weight.
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NA Ori

Figure 1. Key concept of DNA tile based self-assembly: combining branched DNA junction with sticky-end assodci-
ations (e.g. a-a' and b-b’ pairings) to self-assemble 2D lattices (adapted from ref. [1]). The DNA model was ren-
dered using the Strata program (www.strata.com).



Synthesis from DNA of a
molecule with the
connectivity of a cube

Junghuei Chen & Nadrian C. Seeman
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Folding DNA to create nanoscale shapes

and patterns

Paul W. K. Rothemund*
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Figure 1| Design of DNA origami. a, A shape (red) approximated by parallel
double helices joined by periodic crossovers (blue). b, A scaffold (black) runs
through every helix and forms more crossovers (red). ¢, As first designed,
most staples bind two helices and are 16-mers. d, Similar to ¢ with strands
drawn as helices. Red triangles point to scaffold crossovers, black triangles to
periodic crossovers with minor grooves on the top face of the shape, blue
triangles to periodic crossovers with minor grooves on bottom. Cross-
sections of crossovers (1, 2, viewed from left) indicate backbone positions
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Rapid Folding of DNA into Nanoscale Shapes at Constant

Temperature

Jean-Philippe J. Sobczak et al.
Science 338, 1458 (2012);
DOI: 10.1126/science.1229919
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DNA Origami as a Carrier for Circumvention of Drug Resistance

- Staple
C %) strands
Annealing DNA origami
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Figure 1. DNA origami and doxorubicin origami delivery system
assembly. The long single-strand M13mp18 genomic DNA scaffold
strand (blue) is folded into the triangle and tube structures through
the hybridization of rationally designed staple strands. Watson—Crick
base pairs in the double helices serve as docking sites for doxorubicin
intercalation. After incubation with doxorubicin, the drug-loaded DNA
nanostructure delivery vessels were administered to MCF 7 cells, and
the effects were investigated.

dx.doi.org/10.1021/ja304263n | J. Am. Chem. Soc. 2012, 134, 13396-13403



Construction of a 4 Zeptoliters

Switchable 3D DNA Box Origami

ABSTRACT The DNA origami L.?
technique is a recently developed 1 %
self-assembly method that allows
construction of 3D objects at the
nanoscale for various applications.
In the curent study we report the

production of a 18 x 18 x 24 nm’

hollow DNA box origami structure

Closing keys

with a switchable lid. The structure
was efficiently produced and characterized by atomic force microscopy, transmission electron
micaoscopy, and Forster resonance energy transfer spectroscopy. The DNA box has a unique
reclosing mechanism, which enables it to repeatedly open and close in response to a unique set
of DNA keys. This DNA device can potentially be used for a broad range of applications such as

controlling the function of single molecules, controlled drug delivery, and molecular computing.
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A Logic-Gated Nanorobot for Targeted
Transport of Molecular Payloads

Shawn M. Douglas,* Ido Bachelet,* George M. Churcht

locked
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www.sciencemag.org SCIENCE VOL 335 17 FEBRUARY 2012
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Fig. 3. Nanorobots manipulate target cell signaling. (A) Experimental
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robots were analyzed after 72 hours for cell cycle distribution by propidium
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Gene Therapy

« Gene therapy is a technique for correcting defective genes responsible
for disease development. Researchers may use one of several
approaches for correcting faulty genes:

— A normalgene may be inserted into a nonspecific location within the
genome to replace a nonfunctional gene. This approachis most
common.

— An abnormalgene could be swappedfor a normal gene through
homologous recombination.

— The abnormal gene could be repaired through selective reverse
mutation, which returns the gene to its normal function.

— The regulation (the degree to which a gene is turned on or off) of a
particular gene could be altered.



How Gene Therapy Works?

In most gene therapy studies, a "normal” gene is inserted into the
genome to replace an "abnormal," disease-causing gene. A carrier
molecule called a vector must be used to deliver the therapeutic
gene to the patient's target cells. Currently, the most common vector
Is a virus that has been genetically altered to carry normal human
DNA. Viruses have evolved a way of encapsulating and delivering
their genes to human cells in a pathogenic manner. Scientists have
tried to take advantage of this capability and manipulate the virus
genome to remove disease-causing genes and insert therapeutic
genes.

Target cells such as the patient's liver or lung cells are infected with
the viral vector. The vectorthen unloads its genetic material
containing the therapeutichuman gene into the target cell. The
generation of a functional protein product from the therapeutic gene
restores the target cell to a normal state.



Gene Delivery

* Transfection- the delivery of foreign molecules
such as DNA and RNA into eukaryotic cells

 Naked DNA is not suitable for in-vivo transport of
genetic materials-> degradation by serum

nucleases

» |deal gene delivery system
— Biocompatible
— Non-immunogenic
— Stable in blood stream
— Protect DNA during transport
— Small enough to extravagate
— Cell and tissue specific
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Endocytic pathway in mammalian cells

Pinocytosis
Phagocytosis Macropinocytosis
(particle=dependent) (=1pm)
0 @) Clathrin- Caveolin- Clathrin- and
] mediated mediated caveolin-independent
endocytosis endocytosis endocytosis
(~120 nm) (~60 nm) (~90 nm)
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Figure 1 Multiple portals of entry into the mammalian cell. The endocytic pathways differ with regard to the size of the endocytic vesicle, the nature of the cargo (igands, receptors
and lipids) and the mechanism of vesicle formation.
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Barrier to non-viral gene delivery

Non-viral vector with therapeutic DNA
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Figure 1  Barriers to non-viral gene delivery

Representation of the route travelled by a non-viral gene-delivery vector carrying therapeutic DNA to the nucleus. A non-viral vector, formed by interaction of the DNA with a carrier compound, must
cross the plasma membrane to enter the cell. This can be via several routes, including endocytosis-based entry (1a), direct physical entry routes, such as electroporation or ballistic delivery (1b),
or direct entry via protein transduction (1c). Depending on the mode of cellular entry, the vector may become encapsulated in an endosome (2), from which it must escape (3a) or it will become
degraded when the endosome fuses with a lysosome (3b). The DNA will at some point be subjected to degradation by cytosolic nucleases (4), as it traverses through the cytoplasm to reach the
nucleus. Finally, the vector must undergo nuclear transport (5) through NPCs embedded in the NE in order to gain access to the nucleoplasm. Once in the nucleus, the DNA may (6a) or may not (6b)
need to be uncoated, depending upon the vector used, before it can ultimately be transcribed (7).

Biochem. J. (2007) 406, 185-202 (Printed in Great Britain)

doi:10.1042/BJ20070505



NLS-mediated nuclear import

CYTOPLASM NUCLEUS

Figure 2 NLS-mediated nuclear import pathways

In classical nuclear import, the NLS found in cargo bound for the nucleus is recognized by the Imp « subunit of the Imp «/ 8 heterodimer (1). However, there are also many examples where Imp 5 or
one of its many homologues can mediate nuclear import or cargo proteins independently of Imp « (2). In both cases, transient interactions between the Imp 8 and the nucleoporin proteins that line the
NE-embedded NPCs mediate translocation into the nucleus. Once inside, RanGTP binds to Imp 8 (3), releasing Imp « and the cargo into the nucleoplasm (4a and 4b). RanGTP itself is then recycled
back to the cytoplasm (5), where it is converted into its RanGDP state (not shown). An animated version of this Figure can be found at http://www.BiochemJ.org/bj/406/0185/bj4060185add.htm



Barriers to DNA Delivery

BOX1

A number of challenges and barriers face the
successtul delivery of therapeutic DNA to target

cells in the body. Physicochemical, economic and
sterilization challenges complicate formulation; the
complex environment of the human body hinders

its successful transport to the target cell population;
and endocytic pathway barriers hinder its successful
transport to the nucleus of the cell (the site of
action). Each known and major barrier is listed in
Fig. B1, using nanoscale DNA-delivery systems

as representative examples. Each barrier exists
independent of length scale. L = lysosome. A number
of clever systems have been devised to overcome
these barriers, the general design criteria of which are
given in Tables B1 and B2.

nature materials | VOL5 | JUNE 2006 |
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Stability in blood circulation
Access to target tissue/cells
Elimination from body
Mininal toxicity

Formulation level Organism level Cellular level
7 cell
,7 membrane
/
. ) 6 97
Synthetic + Plasmid ; 7N g N
vector DNA rr . ©
\ A * T
~ ., 2: 3 j N 8\8 N
Nanoscale & i -
DNA-delive ~100 nm
v ) | &/’_g\‘ Nucleus
system L 2;&
\
A
N * Numbers refer
e to the specific barriers
= in Table B2
~50 cm ' ~10 pm '
Barriers / challenges / needs
Formulation Organism Cellular
Economically viable Prolonged circulation time Transport to cell surface

Cellular intemalization
Intracellular transport
Enzymatic degradation
Nuclear entry

Figure B1 Barriers to DNA delivery.




Organism Level

Barrier/challenge/need

Rationale

Example approaches

Materials design criteria

Prolonged circulation time

Stability within blood circulation

Access to target tissue/cells

Elimination from body

Minimal toxicity and immunogenicity

Maximize total flux past target cell type

Maintenance of designed functionality

Transport from capillary lumen to
extracellular space to reach target cell
surface

Minimal build-up of delivery vector over
time

Safety over treatment duration and beyond
that required for FDA-approval

PEG conjugates to minimize interaction
with serum proteins

Crosslinking to maximize overall stability

Vaso-active protein conjugates (for
example, vascular endothelial growth
factor)

Targeting restricted to ‘leaky’ vessel
tissues (for example, tumour, liver, spleen).
Control over molecular weight

Engineered biodegradation sites

Minimize cation density

Avoid protein-based materials/conjugates

Hydrophilic
Uncharged
Stable crosslinks within bloodstream, but

reversible upon entry into target cell

Retention of protein activity post
conjugation

Small diameter delivery system (for
example, <100 nm)

Filterable through kidneys
Biodegradable

Non-cytotoxic

Non-immunogenic




Cellular Level

Barrier number (from Fig. B1)

Barrier/challenge/need

Example approaches

Materials design criteria

1,2and 3

4and5

Transport to cell surface,
association with cell membrane,
internalization

Escape endosomal vesicle and
avoid transport to lysosome

Transport through cytosol to
perinuclear space with minimal
degradation

Separation of complex to allow
nuclear translocation

Nuclear entry

Receptor/ligand interaction (for
example, antibody/polymer

conjugates, recombinant protein—

polymer fusions, carbohydrate
conjugates)

Non-specific interaction with cell
surface (for example, positive
zeta potential, lipid conjugates)

Buffering capacity between
pH~7.2and ~5.0

Fusogenic peptide conjugate

‘Higher’ molecular weight to
maintain complex stability within

cytosol

Hydrolytically or reductively
degradable polymers to reduce
molecular weight

Nuclear localization sequence
conjugates

Mitosis

Cell-type specificity, low cross
reactivity, if desired

Promiscuous attachment, high
cross reactivity, if desired (for
example, positive zeta potential,
lipid conjugation)

Endocytic pathway trigger (for
example, clathrin-dependent,
clathrin-independent, caveolin-
dependent)

Ability to disrupt endosomal
membrane and/or fusion of
endosome with lysosome

Thermodynamic and kinetic
stability of complex within cytosol

Minimize DNA degradation within
cytosol

‘Triggered’ degradation

of polymer to reduce
thermodynamic and kinetic
stability of complex. Release of
intact DNA at or near nuclear
envelope

Facilitate nuclear uptake of DNA
using virus-derived signals

Facilitate nuclear uptake during
mitosis when the nuclear
envelope is dissolved.




CANCER NANOTECHNOLOGY:
OPPORTUNITIES AND CHALLENGES
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Summary

* Nanotechnology concerns the study of devices that are themselves or have essential
components in the 1-1,000 nm dimensional range (that is, from a few atoms to
subcellular size).

* Two main subfields of nanotechnology are nanovectors — for the administration of
targeted therapeutic and imaging moieties — and the precise patterning of surfaces.

* Nanotechnology is no stranger to oncology: liposomes are early examples of cancer
nanotherapeutics, and nanoscale-targeted magnetic resonance imaging contrast agents
illustrate the application of nanotechnology to diagnostics.

* Photolithography is a light-directed surface-patterning method, which is the
technological foundation of microarrays and the surface-enhanced laser
desorption/ionization time-of-flight approach to proteomics. Nanoscale resolution is
now possible with photolithography, and will give rise to instruments that can pack a
much greater density of information than current biochips.

* The ability of nanotechnology to yield advances in early detection, diagnostics,
prognostics and the selection of therapeutic strategies is predicated based on its ability
to ‘multiplex’ — that is, to detect a broad multiplicity of molecular signals and
biomarkers in real time. Prime examples of multiplexing detection nanotechnologies
are arrays of nanocantilevers, nanowires and nanotubes.

* Multifunctionality is the fundamental advantage of nanovectors for the cancer-specific
delivery of therapeutic and imaging agents. Primary functionalities include the
avoidance of biobarriers and biomarker-based targeting, and the reporting of
therapeutic efficacy.

* Thousands of nanovectors are currently under study. By systematically combining
them with preferred therapeutic and biological targeting moieties it might be possible
to obtain a very large number of novel, personalized therapeutic agents.

* Novel mathematical models are needed, in order to secure the full import of
nanotechnology into oncology.
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Figure 4 | Multicomponent targeting strategies. Nanoparticles extravasate into the tumour stroma through the fenestrations of the
angiogenic vasculature, demonstrating targeting by enhanced permeation and retention. The particles carry multiple antibodies, which
further target them to epitopes on cancer cells, and direct antitumour action. Nanoparticles are activated and release their cytotoxic
action when irradiated by external energy. Not shown: nanoparticles might preferentially adhere to cancer neovasculature and cause it
to collapse, providing anti-angiogenic therapy. The red blood cells are not shown to scale; the volume occupied by a red blood cell
would suffice to host 1-10 million nanoparticles of 10 nm diameter.
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Polymer conjugates as anticancer
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At a glance

¢ Water-soluble polymers conjugated to proteins and anticancer drugs are in routine clinical use and clinical
development as both single agents and components of combination therapy. This is establishing polymer
therapeutics as one of the first classes of anticancer nanomedicine. There is growing optimism about the use of ever
more sophisticated polymer-based vectors for cancer therapy.

® The covalent conjugation of synthetic polymers, particularly poly(ethyleneglycol) (PEG), to protein drugs increases
their plasmaresidence, reduces protein immunogenicity and can increase their therapeutic index. Several PEGylated
enzymes (such as L-asparaginase) and cytokines (including interferon-ct and granulocyte colony-stimulating factor)
have now entered routine clinical use.

¢ Polymer conjugation alters the biodistribution of low-molecular-weight drugs, enabling tumour-specific targeting
with reduced access to sites of toxicity. More than ten polymer—anti-tumour conjugates have been transferred into
clinical development. They have been designed for lysosomotropic delivery following passive tumour targeting by the
enhanced permeability and retention effect (EPR effect) or, in one case, for receptor-mediated targeting by the
introduction of a cell-specific ligand. Polyglutamic acid—paclitaxel is showing particular promise in phase Il trials in
women with non-small-cell lung cancer.

* New strategies are making polymer conjugates active against new molecular targets (for example, anti-angiogenics),
and the combination of polymer conjugates with low-molecular-weight drugs (which are routinely used in
chemotherapy), radiotherapy or tailor-made prodrugs is showing promise. Moreover, the polymer platform provides
an ideal opportunity to deliver a drug combination from a single carrier, and combined endocrine therapy and
chemotherapy is showing preclincal potential as a breast cancer therapy.

® The polymers that have been used clinically so far have a linear polymer architecture. The principles for the design of
polymer therapeutics are now being applied to new hyperbranched dendrimers and dendritic polymer architectures.
Before clinical evaluation it is essential to establish the safety of new polymers, particularly in respect of general
toxicity, immunogenicity and metabolic fate.



Box 1|Rationale for design of PEG—-protein conjugates

Recombinant DNA and monoclonal antibody technology has created a growing

number of peptide, protein and antibody-based drugs. The conjugation of

poly(ethyleneglycol) (PEG) to proteins (PEGylation) is proving a useful tool to:

* Increase protein solubility and stability, and also to reduce protein
immunogenicity **°.

* Prevent the rapid renal clearance of small proteins and receptor-mediated protein
uptake by cells of the reticuloendothelial (RES) system.

* Prolong plasma half-life — leading to the need for less frequent dosing, which is of
great patient benefit.

Although several water-soluble polymers have been successfully used for protein
conjugation, PEG is particularly attractive because:

* PEG is used as a pharmaceutical excipient and is known to be non-toxic and
non-immunogenic.

* PEG has a flexible, highly water-soluble chain that extends to give a hydrodynamic
radius some 5-10 times greater than that of a globular protein of equivalent
molecular weight. Its high degree of hydration means the polymer chain effectively
has a ‘water shell’, and this helps to mask the protein to which it is bound.

* PEG can be prepared with a single reactive group at one terminal end, and this
aids site-specific conjugation to a protein and avoids protein crosslinking during
conjugation.

Although first generation protein conjugates were synthesized using linear
monomethoxyPEGs (molecular weight (Mw) of ~5,000 g mol™), with many polymer
chains randomly attached to each protein molecule, various sophisticated conjugation
chemistries have now emerged that use linear or branched PEGs of Mw ~5,000-
40,000 g mol™. Several techniques, most recently including phage display, enable site-
specific peptide and protein modification. The specific linking chemistries and
synthetic strategies being used are described in more detail elsewhere?®3%4445,



Box 2 | Rationale for the design of polymer-drug conjugates

Ringsdorf’s vision of the idealized polymer chemistry for drug conjugation® and
Trouet and De Duve’s realization that the endocytic pathway might be useful for
lysosomotropic drug delivery®*® led to the concept of targetable anticancer polymer—
drug conjugates. Low-molecular-weight anticancer agents typically distribute
randomly throughout the body, and this often leads to side effects. The attachment of
drugs to polymeric carriers can:

¢ Limit cellular uptake to the endocytic route.

* Produce long-circulating conjugates. Most of the dose of low-molecular-weight
drug typically leaves the circulation within minutes, whereas a polymer conjugate
willideally circulate for several hours to facilitate passive tumour targeting caused
by the leakiness of angiogenic tumour blood vessels by the enhanced permeability
and retention effect (EPR effect)®. Conjugates have also been synthesized to
contain targeting ligands (such as antibodies, peptides and sugars) with the aim of
further promoting increased (building on the EPR effect) tumour targeting by
receptor-mediated delivery®*.

Several features are needed for the effective design of polymer—drug conjugates:

® The polymer must be non-toxic and non-immunogenic. [t must also be suitable
for industrial-scale manufacture. Polymer molecular weight should be high
enough to ensure long circulation, but for non-biodegradable polymeric carriers
this molecular weight (Mw) must be less than 40,000 g mol™ to enable the renal
elimination of the carrier following drug delivery. Therefore, the optimum
(usually Mw 30,000-100,000 g mol™) must be tailored to suit the particular
polymer being used.

* The poymer mustbe able to carry an adequate drug payload in relation to its potency.

® The polymer—drug linker must be stable during transport to the tumour, but able to
release the drug at an optimum rate on arrival within tumour cells.

e |f the drug exerts its effects through an intracellular pharmacological receptor,
access to the correctintracellular compartment is essential. Peptidyl and ester
polymer—drug linkers have been widely used. In particular, peptide sequences
designed for cleavage by the lysosomal thiol-dependent protease cathepsin B,
but pH-sensitive cis-aconityl, hydrazone and acetal linkages have also been used*’.
They are hydrolysed within endosomal and lysosomal vesicles because of the local
acidic pH (6.5-4.0). The ideal rate of release will vary according to the mechanism of
action of the drug being delivered. Typically, conjugates containing doxorubicin
linked by Gly-Phe-Leu-Gly release the drug payload over 24-48 h.

* The intracellular delivery and transfer of a drug out of the endosomal or lysosomal
compartment is in many cases not only essential for therapeutic activity’*®, it also
provides the opportunity to bypass mechanisms of drug resistance that are reliant
on membrane efflux pumps such as p-glycoprotein®*®. The limitation of polymer Mw
to <100,000 g mol™ ensures that the conjugate will be small enough to extravasate
easily into the tumour, and will enable endocytic internalization by all types of
tumour cell.
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Figure 1| Polymer—anticancer drug conjugates. Each panel shows both the detailed chemical structure and a cartoon
of the general structure. The polymer backbone is shown in black, linker region in green, drug in red and additional
components (for example, a targeting residue) in blue. a | Two examples of more ‘simple’ polymer—drug conjugates
containing doxorubicin (left) and paclitaxel (right) that have progressed to clinical trial. b | A multivalent receptor-

targeted conjugate containing galactosamine (light blue) to promote liver targeting. ¢ | Polymer combination therapy
containing the aromatase inhibitor aminogluthethimide (red) and doxorubicin (blue).
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Figure 2| Current understanding of the mechanism of action of polymer-drug conjugates. A | Hydrophilic polymer—
drug conjugates administered intravenously can be designed to remain in the circulation — their clearance rate depends
on conjugate molecular weight, which governs the rate of renal elimination. a | Drug that is covalently bound by a linker
that is stable in the circulation is largely prevented fom accessing normal tissues (including sites of potential toxicity), and
biodistribution is initially limited to the blood pool. b | The blood concentration of drug conjugate drives tumour
targeting due to the increased permeability of angiogenic tumour vasculature (compared with normal vessels), providing
the opportunity for passive targeting due to the enhanced permeability and retention effect (EPR effect). ¢ | Through the
incorporation of cell-specific recognition ligands it is possible to bring about the added benefit of receptor-mediated
targeting of tumour cells. d | It has also been suggested that circulating low levels of conjugate (slow drug release) might
additonally lead to immunostimulation. e | If the polymer—drug linker is stable in the circulation, for example, N-(2-hydrox
ypropyl)methacrylamide (HPMA) copolymer-Gly-Phe-Leu-Gly—doxorubicin, the relatively high level of renal elimination
(whole body t, clearance >50% in 24 h) compared with free drug (t,, clearance ~50% in 4 days) can increase the
elimination rate. B| On arrival in the tumour interstitium, polymer-conjugated drug is internalized by tumour cells
through either fluid-phase pinocytosis (in solution), receptor-mediated pinocytosis following non-specific membrane
binding (due to hydrophobic or charge interactions) or ligand—-receptor docking. Depending on the linkers used, the drug
will usually be released intracellularly on exposure to lysosomal enzymes (for example, Gly-Phe-Leu-Gly and
polyglutamic acid (PGA) are cleaved by cathepsin B) or lower pH (for example, a hydrazone linker degrades in endosomes
and lysosomes (pH 6.5-<4.0). The active or passive transport of drugs such as doxorubicin and paciltaxel out of these
vesicular compartments ensures exposure to their pharmacological targets. Intracellular delivery can bypass
mechanisms of resistance associated with membrane efflux pumps such as p-glycoprotein. If >10-fold, EPR-mediated
targeting will also enable the circumvention of other mechanisms of drug resistance. Non-biodegradable polymeric
platforms must eventually be eliminated from the cell by exocytosis. Rapid exocytic elimination of the conjugated drug
before release would be detrimental and prevent access to the therapeutic target. In general, polymeric carriers do not
access the cytosol. MRP, multidrug resistance protein.
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Figure 4 Degradation of polymeric microspheres as a function of pH. Microspheres <10 micrometres in diameter are preferentially internalized by APCs, providing a
mechanism by which to target vaccines to the immune system. Following internalization by APCs, the spheres are sequestered within acidic vesicles, providing a mechanism
through which to modulate the release of encapsulated DNA intracelluarly. a, Poly(lactic-co-glycolic)acid (PLGA) microspheres degrade relatively independent of the
extracellular and acidic vesicle pH and release DNA as a function of polymer degradation. b, DNA adsorbed to the surface of PLGA-based microspheres release DNA more
quantitatively than encapsulated DNA, but relatively independent of pH. ¢, Poly(orthoesters) degrade more rapidly at pH ~5.0, allowing triggered release of the DNA in the
acidic environment of the phagosome. d, The pH-sensitive release of plasmid DNA from microspheres comprised of poly(orthoesters) (POE-1 and POE-2) described in ref. 63
and the pH-independent release of plasmid DNA from PLGA-based microspheres. The arrow shows the time at which the pH was changed from 7.4 to 5.0. The error bars
represent the standard deviations over three samples. e, The influence that different DNA release kinetics can have on the efficacy of an anticancer DNA-therapeutic (adapted
from ref. 63). The error bars represent the standard error from the average over five samples.
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Figure 1 The geometry of a nanoparticle impacts its ability to perform its four basic functions. a, Navigation:
non-spherical particles are more likely to be near the capillary walls and adhere to the cancer-specific molecules
expressed on the vascular walls. b, Avoidance of biological barriers: particles of the right size fit through cancer-
associated capillary wall fenestrations and localize preferentially in cancer lesions. e, Site- and cell-specific
localization: nanoparticles of different sizes are taken up by cancer cells with different efficiency.

d, Targeting of biological pathways. Chan and colleagues' showed that nanoparticles of different size can affect two
signalling pathways, MAPK and AKT, to decrease proliferation and increase apoptotic cell death. These properties
show that nanoparticles themselves can be candidate anticancer agents, even if they do not carry drugs.



Nanoparticle-mediated cellular response
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Figure 1 Specific interactions between Her—GNPs and ErbB2 receptors determine their internalization fate. a, Fluorescence images showing specific binding
of Herceptin antibody (labelled with the Texas red dye molecule) to the ErbB2 receptors in SK-BR-3 cells. The cell nucleus is labelled with DAPI (blue). HelLa cells
served as control. The enlarged view represents a single SK-BR-3 cell (scale bars = 5 jum). b, TEM images of cells incubated with G40 Her—GNPs at 37 °C and 4 °C
and G40 and G10 Her—GNPs at 37 °C. Arrows indicate Her—GNPs (scale bars = 0.5 jum). MVB, multivesicular bodies; En, endosomes; CP, clathrin-coated pits.

¢, Antibody loading analysis. Left panel: Herceptin adsorption as a function of nanoparticle size (filled squares, experimental measurement; filled diamonds,
calculation assuming constant Herceptin coverage area). Right panel: Surface-bound Herceptin density correlates with GNP size. Error bars, +s.d.; n = 6.

d, Binding avidity analysis. Left panel: Effect of dissociation constant K for different-sized Her—GNPs. Right panel: K is inversely proportional to GNP size.
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Figure 3 Dependence of downregulation of membrane ErbB2 expression on nanoparticle size. a, lllustrations with corresponding fluorescence images of
ErbB2 receptor localization after treatment with different-sized Her—GNPs. Arrows indicate ErbB2 receptors, and the nucleus is counterstained with DAPI (blue)
(scale bars=10 m). b, Cross-sectional fluorescence intensity measurements of ErbB2 receptor localization patterns with G2 and G40 Her—GNPs

(scale bars = 10 um). ¢, Surface ErbB2 expression analysis using untreated cells normalized as 100% expression level (Ctrl). Cells were treated with unmodified

40-nm GNPs (Gold), Herceptin (Her) and Herceptin-modified GNPs of various sizes (* denotes statistical significance for G40 /G50 compared to Her—GNPs of other
sizes, p < 0.05, ANOVA). Error bars, +s.d.; n = 4.
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Figure 1| Schematic illustration of the preparation and delivery of siRNA-loaded PLGA nanoparticles.

a, Nanoparticles are formed using a double-emulsion solvent evaporation technique in which siRNA and
a complexing agent (such as spermidine) are added to PLGA in an organic solvent. Particles are formed
by sonication followed by solvent evaporation, and are then subsequently collected and freeze-dried.

b, A single dose of siRNA-loaded nanoparticles is administered vaginally to mice. The particles must first
diffuse through a mucosal layer; they are eventually taken up by epithelial cells and degrade, releasing
their siRNA payloads.
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“igure 1 Schematic representation of different mechanisms by which nanocarriers can deliver drugs to tumours. Polymeric nanoparticles are shown as representative
1anocarriers (circles). Passive tissue targeting is achieved by extravasation of nanoparticles through increased permeability of the tumour vasculature and ineffective
ymphatic drainage (EPR effect). Active cellular targeting (inset) can be achieved by functionalizing the surface of nanoparticles with ligands that promote cell-specific
ecognition and binding. The nanoparticles can (i) release their contents in close proximity to the target cells; (i) attach to the membrane of the cell and act as an
:xtracellular sustained-release drug depot; or (iii) internalize into the cell.
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Figure 2 Common targeting agents and ways to improve their affinity and selectivity. a, The panel shows a variety of targeting molecules such as a monoclonal antibody

or antibodies’ fragments, non-antibody ligands, and aptamers. The antibody fragments F(ab ),and Fab are generated by enzymatic cleavage whereas the Fab , scFv, and
bivalent scFv (diabody) fragments are created by molecular biology techniques. V,;: variable heavy chain; V,: variable light chain; C,: constant heavy chain; C: constant light
chain. Non-antibody ligands include vitamins, carbohydrates, peptides, and other proteins. Aptamers can be composed of either DNA or RNA. b, Affinity and selectivity can be
increased through ligand dimerization or by screening for conformational-sensitive targeting agents such as affibodies, avimers and nanobodies, as well as intact antibodies

and their fragments.
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Figure 3 Examples of nanocarriers for targeting cancer. a, A whole range of delivery agents are possible but the main components typically include a nanocarrier, a targeting
moiety conjugated to the nanocarrier, and a cargo (such as the desired chemotherapeutic drugs). b, Schematic diagram of the drug conjugation and entrapment processes.
The chemotherapeutics could be bound to the nanocarrier, as in the use of polymer—drug conjugates, dendrimers and some particulate carriers, or they could be entrapped
inside the nanocarrier.
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Table 5

Confirmed and likely nanomedicine applications and products identified that utilize active targeting

Application(s ) Product(s) Company Stams Condition Nanocomponent  Targeting Mechanism
Ontak [ Seragen, Inc. Approved (1999)  T-Cell Lymphoma Protein NP [L-2 Protein
MEBP-Y (03, MBP-Y 004, Mebiopharm Co., Lid Preclinical Lymphoma Liposome Transferrm
MBE-Y 005 [*]
MBP426 [V Mebiopharm Co., Lid Phase /11 Solid Tumors Liposome Transferrin
CALAA-01 ["7Y] Calando Pharmaceuticals Phase 1 Solid Tumors NP Transferrin
SGT-53 ') SynerGene Thempeutics, Inc. Phase | Solid Tumors Liposome Transferrin
MCC-465 [*5) Mitsubishi Tanabe Pharma Corp  Phase | Stomach Cancer Liposome GAH Antibody
Actinium-225-HuM195 [**]  National Cancer Institute Phase 1 Leukemia NP HuM195 Antibody
AS15 [ GlaxoSmithKline Biologicals Phase /11 Metastatic Breast Cancer  Liposome dHER2 Antibody
PK2 [***) Pharmacia & Upjohn Inc. Phase 1 Liver Cancer Polymeric NP Galactose
Rexin-(, Epeius Biotechnologies Phase I/l Solid Tumors NP von Willebrand factor
Reximmune-C [ (Collagen-Binding)
Aurmune (CYT-6091) ['**]  Cytlmmune Sciences, Inc. Phase 11 Solid Tumors Colloid Gold TNF-u
Auritol (CYT-21001) [*7] Preclinical
SapC-DOPS [**1] Bexion Pharmaceuticals, Inc. Preclinical Solid Tumors Liposome Saposin C
Targeted Emulsions [~ Kereos, Inc. Preclinical In Vivo lmaging Emulsion “Ligands”
Opaxio [*™] Cell Therapeutics, Inc. Phase 111 Solid Tumors Polymeric NP Enzyme-Activated
ThermoDox [*] Celsion Corporation Phase I1/111 Solid Tumors Liposome Thermosensitive
DM-CHOC-PEN [ DEKK-TEC, Inc. Phase 1 Brain Neoplasms Emulsion PenetrateBlood-

Bram-Barner




Table 7
Confirmed and likely nanomedicine products that exhibit active behavior, beyond active targeting, identified

In Vivo Imaging

In Vitro Imaging

In Vitro

Cell Separation

Fendex IV, GastromarkCombidex

(Ferumoxtran-10) [F‘?.um]

Endorem, Lumirem,
Sinerem [109]
FeraSpin ['"]
Clariscan [™]
Resovist [
Qdot Nanocrystals ['"%]
Nanodots ['™]

Trilite™ Nanocrystals [ ']

eFluor Nanocrystals [''']

NanoHC ['"7]
CellSearch® EpithelalCell
Kit [*]

NanoDX ['"]

] Supravist [*]

Advanced Magnetics
Guebert

Miltenyi Biotec
Nycomed

Schering

Invitrogen Corporation
Nanoco Group PLC
Crystalplex
Comoration
eBiosciences

DhagM ano

Vendex, LLC
(Johnson & Johnson)
T2 Biosystems

Approved (1996)Phase 111
Approved / Investigational

Research Use Only

Phase 111

Approved (2001)Phase 11
Research Use Only
Research Use Only
Research Use Only

Research Use Only

Investigational {Research Only)

Approved (2004)

Research Use Only

Iron Oxide NPs
Iron Oxide NPs

Iron Oxide NPs
Iron Oxide NPs
Iron Oxide NPs
Quantum Dot
Quantum Dot
Quantum Dot

Quantum Dot
Quantum Dot
Iron Oxide NPs

Iron Oxide NPs

Use Application(s)Product(s) Company Status MNanocomponent Active Mechanism
Solid Tumor NanoTherm '] MagForce Approved Iron Oxide NPs  AC Magnetic Heating
Hyperthermia Nanotechnologies AG
Targeted Nano-Therapeutics ['™]  Aspen Medisys, Pre-Clinical Iron Oxide NPs  AC Magnetic Heating
LLC. (Formerly Trton
BioSystems, Inc.)
AuroShell [*] Nanospectra Phase 1 Gold Nanoshell IR Laser Heating
Biosciences
Solid Tumor NanoXray ['] Nanobiotix Phase | Proprietary NP X-Ray-Induced
Treatment Electron Emission

Enhanced MRI Contrast
Enhanced MRI Contrast

Enhanced MRI Contrast
Enhanced MRI Contrast
Enhanced MR Contrast
Fluorescent Emission
Fluorescent Emission
Fluorescent Emission

Fluorescent Emission
Fluorescent Emission

Magnetic Separation

Magnetic Separation




Table 6

Confimmed and likely nanomedicine products that have been approved by the FDA through the S10(k) process identified

Use Application(s)/Product(s) Company Approval Year  Nanocomponent Descrption
Bone Substitute Vitoss ['] Orthovita 2003 100-nm Calcium-Phosphate Nanocrystals
Ostim [*7] Osartis 2004 20-nm Hydroxapatite Nanocrystals
OsSatura [*) [sotis Orthobiologicals US 2003 Hydroxapatite Nanocrystals
NanOss [7] Angstrom Medica, Inc. 2005 Hydroxapatite Nanocrystals
Alpha-bsm, Beta-bsm, Gamma-bsm, ETEX Corporation 2009 Hydroxapatite Manocrystals
EquivaBone, CarriGen []
Dental Composite  Ceram X Duo [*] Dentspley 2005 Ceramic NPs
Filtek [*] 3IM Company 2008 Silica and Zirconium NPs
Premise [') Sybron Dental Specialties 2003 “Nanoparticles”
Nano-Bond [*°] Pentron® Clinical 2007 “Nanoparticles”
Technologies, LLC
Device Coating ON-Q SilverSoaker / SilvaGard™ [ [-Flow Corporation / 2005 Antimicrobial Nanosilver
AcryMed, Inc.
EnSeal Laparoscopic Vessel Fusion ['7]  Ethicon Endo-Surgery, Inc. 2005 NP-Coated Electrode
NanoTite Implant [*] Biomet 2008 Calcium Phosphate Nanocrystal Coating
In Vitro Assay CellTracks® [''] Immunicon Corporation 2003 Magnetic NPs
NicAlert [ "] Nymox 2002 Colloidal Gold
Stratus CS [™] Dade Behring 2003 Dendrmers
CellSearch® Epithelial Cell Kit [*] Verdex, LLC 2004 Iron Oxide NPs
(Johnson & Johnson)
Verigene ['™'"] Nanosphere, Inc. 2007 Colloidal Gold
MyCare™ Assays ['™] Saladax Biomedical 2008 “Nanoparticles”
Medical Dressing  Acticoat® [*"'"7) Smith & Nephew, Inc. 2005 Antimicrobial Nanosilver
Dialysis Filter Fresenius Polysulfone® Helixone® ['™]  NephroCare 1998 Nanoporous Membrane
Tissue Scaffold TIMESH [*] GIE Medizintechnik GmbH 2004 30-nm Titanium Coating




Endocytosis

Phagocytosis is the process by which cells ingest large
objects, such as cells which have undergone apoptosis,
bacteria, or viruses. The membrane folds around the
object, and the object is sealed off into a large vacuole
known as a phagosome.

Pinocytosis is a synonym for endocytosis. This
process is concerned with the uptake of solutes and
single molecules such as proteins.

Receptor-mediated endocytosis is a more specific
active event where the cytoplasm membrane folds
iInward to form coated pits. These inward budding
vesicles bud to form cytoplasmic vesicles.

http://highered.mcgraw-hill.com/olc/dl/120068/bio02.swf
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Porous metal-organic-framework nanoscale
carriers as a potential platform for drug
delivery and imaging
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Figure 1| Scheme of engineered core-corona porous iron carboxylates for drug delivery and imaging.



B3-PE

Figure 2 | Scanning electron micrographs of MIL-100 (left), MIL-88A (centre) and PEGylated MIL-88A nanoparticles (right).

Table 1 | Structure description, particle size, drug loading (wt%) and entrapment efficiency (below the drug loading values in
parentheses, wt%) in several porous iron(il1) carboxylate nanoparticles.

MIL-89 MIL-88A MIL-100 MIL-101 _NH> MIL-53
. : Aimo .
tnic tiaic eeplic éeplic
Organic linker ac\i:i\/\i acid acid |, acid
HO OH B WH 3 z o]
(0] 2] OH
Crystalline &
: “";?-'"‘"';?.'"“'".& o
structure : H H
V".'.'"v‘atx
Flexibility Yes Yes Yes
Pore size (A) 1 6 25(5.6) 29(12) 8.6

29 (8.6) 34 (16)



