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Abstract

An increasing number of therapies for spinal cord injury (SCI) are emerging from the laboratory and seeking
translation into human clinical trials. Many of these are administered as soon as possible after injury with the
hope of attenuating secondary damage and maximizing the extent of spared neurologic tissue. In this article, we
systematically reviewed the available preclinical research on such neuroprotective therapies that are adminis-
tered in a non-invasive manner for acute SCI. Specifically, we reviewed treatments that have a relatively high
potential for translation due to the fact that they are already used in human clinical applications or are available
in a form that could be administered to humans. These included: erythropoietin, NSAIDs, anti-CD11d anti-
bodies, minocycline, progesterone, estrogen, magnesium, riluzole, polyethylene glycol, atorvastatin, inosine, and
pioglitazone. The literature was systematically reviewed to examine studies in which an in vivo animal model
was utilized to assess the efficacy of the therapy in a traumatic spinal cord injury paradigm. Using these criteria,
122 studies were identified and reviewed in detail. Wide variations exist in the animal species, injury models,
and experimental designs reported in the preclinical literature on the therapies reviewed. The review highlights
the extent of investigation that has occurred in these specific therapies, and points out gaps in our knowledge
that would be potentially valuable prior to human translation.
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Introduction 2. Injecting the agent into the intrathecal space (and de-
pending on its diffusion through the CSF into the cord)
NUMBER OF BIOLOGICAL THERAPEUTIC INTERVENTIONS 3. Injecting the agent directly into the spinal cord
have been developed for traumatic spinal cord injury
(SCI) in which the treatment reaches the injured spinal cord by
direct application rather than by systemic distribution. While
their mechanisms of action may share similarities with some
pharmacologic agents drugs (reviewed in a separate article),
their mode of direct application imposes practical consider-
ations that are distinct from drugs, which can be administered
orally or parenterally. The delivery of biological therapeutic
interventions to the spinal cord can be achieved by any of
three possible routes, namely:

Within the enormous scope of pre-clinical investigation for
SCI, there are numerous compounds that have been evaluated
after some form of direct application to the spinal cord. Here,
we limit the scope of this systematic review to three thera-
peutic strategies that have received considerable attention in
the past two decades and are in various stages of clinical
translation to promote endogenous neuroregenerative re-
pair following SCI: (1) the degradation of inhibitory chon-
droitin sulfate proteoglycans with chondroitinase ABC; (2)
the neutralization of myelin-mediated inhibition of neurite

1. Applying the agent to the overlying dura (and de-
pending on penetration through the dura, diffusion
through the cerebrospinal fluid [CSF] within the intra-
thecal space and into the cord)

outgrowth with anti-Nogo (IN-1) antibodies or other Nogo-
related approaches; and (3) the inhibition of Rho activation.
The present systematic review provides an overview of the
body of pre-clinical evidence that supports, or fails to support,
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the translation of the aforementioned neuroregenerative bio-
logical therapeutic strategies into human trials for SCI.

Methods

A PubMed search was conducted on “the therapy” and
“spinal cord injury” (e.g., “chondroitinase ABC and spinal
cord injury”). From the list of studies generated through this
fairly indiscriminate search, we then applied the following
inclusion criteria to systematically review the pre-clinical lit-
erature on biological therapies applicable to SCI:

1. Studies that include testing of the therapy in an in vivo
animal model of spinal cord injury (i.e., exclusively
in vitro studies were excluded)

2. Studies in which the spinal cord is traumatically injured
with a contusion or compression device or is partially
or completely transected (i.e., non-traumatic local or
global ischemia, photochemical reaction, traumatic root
avulsion, or dorsal root entry zone models were ex-
cluded)

3. At least two peer-reviewed publications available on the
therapy (i.e., biological therapies supported by less than
two peer-reviewed publications were excluded)

The data from the studies that fit the criteria were then
tabulated to depict the animal model, injury model, treat-
ment’s dose and timing, experimental groups tested in the
study, number of animals used (or “n” per group), and re-
ported behavioral and non-behavioral outcomes (e.g., histo-
logic, biochemical, or physiologic outcomes). A summary

statement about the body of literature was then generated.

Results

Using this selection process, we identified the following
therapies: chondroitinase ABC, anti-Nogo approaches, and
Rho antagonists (Table 1). The PubMed searches on these
therapies were initially conducted in the spring/summer of
2008 by SCI researchers across Canada and an updated search
was conducted in June 2009. By applying the previously de-
scribed criteria (essentially, in vivo animal studies utilizing a
traumatic model of spinal cord injury), the following studies
were generated, and the tables for each of these respective
therapies are listed below.

Chondroitinase ABC

This systematic review revealed 23 studies, which utilized
chondroitinase ABC (ChABC) in an in vivo model of SCI

TABLE 1. DIRECTLY APPLIED BroLoGic THERAPIES

Published
studies
meeting
criteria

Therapy Mode of administration (no.)
Chondroitinase ABC  Direct injection into cord 25
Anti-Nogo approaches Intrathecal application 24
Anti-Rho approaches Direct injection into cord 9

or extradural application
(e.g., Cethrin)

KWON ET AL.

(Table 2). As would be expected, the majority of studies in-
volved the use of the rat species, although one mouse model
(Carter et al., 2008) and one cat model (Tester and Howland,
2008) were tested as well. The injury models typically were
that of “sharp” or “crush” injuries, such as a hemisection,
over-hemisection, transection, dorsal crush, or forceps com-
pression, reflecting the mechanism of action of ChABC and
the desire to measure axonal sprouting /growth in response to
it. Two studies employed an NYU impactor for a thoracic
contusion injury (Ikegami et al., 2005; Iseda et al., 2008). No-
tably, Iseda and colleagues (2008) actually compared ChABC
in both a contusion and a hemisection model and reported
that ChABC promoted sprouting only in the hemisection, but
not the contusion, SCI model.

The majority of injuries occurred in the thoracic spine, al-
though eight of the 24 articles employed cervical injury
models. The mode and timing of administration in this series
of articles varied substantially. The ChABC was typically
either injected directly into the cord at various depths and
distances from the injury site or delivered via intrathecal
injection/infusion. The dosing regimen ranged from imme-
diate, single application (e.g., Tan et al., 2006; Yick et al., 2003,
2004) to continuous infusion over many weeks (e.g., Massey
et al., 2008).

A number of researchers have described the use of ChABC
as a supplement to a cell transplant therapy such as Schwann
cells, olfactory-ensheathing glia, peripheral nerve transplants,
fetal cells transplants, or neural precursor cells (Chau et al.,
2004; Fouad et al., 2005, 2009; Houle et al., 2006; Ikegami et al.,
2005; Vavrek et al., 2007). The inclusion of these studies in this
table could be debated as the ChABC was utilized as an ad-
junct (and by itself these are less informative about the ther-
apeutic applicability of ChABC as a stand-alone therapy).
Nonetheless, we include them here as they fulfilled the basic
criteria of being in vivo assessments within a traumatic SCI
model.

In keeping with the interest in ChABC’s putative mecha-
nism of action, 13 of the 24 studies were solely focused on
anatomical /histologic outcomes, with no measurement of
behavioral outcome (Carter et al., 2008; Chau et al., 2004;
Fouad et al., 2009; Iaci et al., 2007; Tkegami et al., 2005; Iseda
et al., 2008; Massey et al., 2006, 2008; Shields et al., 2008; Tan
etal., 2006; Tom and Houlé, 2008; Vavrek et al., 2007; Xia et al.,
2008; Yick et al., 2003). In general, independent laboratories
report ChABC promoting increased axonal sprouting (par-
ticularly serotonergic fibers) using either anterograde or ret-
rograde tracing techniques. As an adjunct treatment to a
transplantation therapy (e.g., Schwann cells, peripheral nerve
graft), ChABC reportedly improved axonal growth and/or
serotonergic sprouting (Chau et al., 2004; Fouad et al., 2005;
Houle et al., 2006; Shields et al., 2008; Tom and Houlé, 2008).
Xia and colleagues (2008) reported a reduced cystic cavity,
suggestive of some neuroprotective effect. Carter and col-
leagues (2009) reported the prevention of neuron atrophy in
the cortical regions that contained CSNs projecting to the
thoracic spinal cord. In the same article, the effect on the in-
tracellular signaling was demonstrated.

As for behavioral outcomes, the use of cervical injury
models by a number of authors allowed for the assessment of
forelimb functional recovery. In the cervical injury models,
evidence for improvements in forelimb function with ChABC
was modest. While Yick and colleagues (2004), Houle and
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colleagues (2006), and Garcia-Alias and colleagues (2008)
reported some improved forelimb performance with ChABC
treatment (the latter in a number of metrics), significant
improvements with ChABC alone were not observed by
others (Kim et al., 2006). In thoracic injury models, behav-
ioral recovery with ChABC treatment alone was found to be
modest in some studies (Caggiano et al., 2005; Huang et al.,
2006; Tester and Howland, 2008), while others described
no improvements (Barritt et al.). Fouad and colleagues
(2009) reported the positive effects of ChABC on bladder
function and morphology. In combination with a cell trans-
plant therapy, behavioral recovery was greater when the
transplant was combined with ChABC than without
(Fouad et al., 2006, Kim et al., 2006), suggesting that the
ChABC may play an important role as an adjunct therapy for
such transplants.

Anti-Nogo approaches

The approach of targeting myelin inhibition, and specifically
what is now known as Nogo and its downstream pathways, is
one of the longest-studied therapeutic strategies in SCI, with
the first description of the effect of anti-Nogo (IN-1) monoclo-
nal antibody on corticospinal tract sprouting emerging in 1990,
nearly 20 years ago. Everything published over the subsequent
decade on this strategy came from Dr. Martin Schwab and his
colleagues in Zurich as they sought to characterize the effects of
this treatment. These studies employed rat and primate species
and a sharp partial transection injury (e.g., dorsal hemisection,
over-hemisection, unilateral pyramidotomy) of the thoracic or
upper cervical spine, with an IN-1 secreting hybridoma im-
planted into the dorsal frontro-parietal cortex typically at the
time of spinal cord injury. Many of these studies examined
histologic outcomes exclusively, with a focus on whether the
IN-1 antibody was stimulating axonal regeneration/sprouting
(which typically it was). Behavioral outcomes were also im-
proved in some studies. Certainly, there was compelling evi-
dence from this single laboratory to support the promise of the
IN-1 antibody therapy, providing a rationale to pursue the
translation of this approach.

With the cloning of Nogo in 2000, the strategy surrounding
this aspect of myelin inhibition has evolved into different
approaches. The IN-1 monoclonal antibody approach (which
involved the transplant of a hybridoma secreting IgM anti-
body) has been supplanted by an intrathecally applied anti-
Nogo IgG antibody approach, which has now entered clinical
trials. This intrathecally applied anti-Nogo IgG treatment has
been tried in both rat and primate SCI models, with imme-
diate post-injury administration leading to both anatomic and
functional improvements (Freund et al., 2006, 2007, 2009;
Liebscher et al., 2005; Wannier-Morino et al., 2008). This anti-
Nogo IgG intrathecal approach has been translated into
human clinical trials, with a European and Canadian trial
being initiated in 2007.

Another approach being developed by Dr. Stephen Stritt-
matter and his colleagues at Yale University is the competitive
antagonism of the Nogo receptor with a synthetic Nogo-66
(1-40) peptide (Nogo extracellular peptide, residues 1-40), oth-
erwise known as “NEP1-40” or “Nogo-66 receptor antagonist
peptide.” This has been applied both intrathecally and sys-
temically (via subcutaneous injection) in mouse and rat
studies utilizing both cervical and thoracic partial transection

KWON ET AL.

spinal cord injury models. In this acute treatment paradigm,
NEP1-40 has been reported to promote both histologic im-
provements (i.e., enhanced sprouting/regeneration), and
modest behavioral improvements (Atalay et al., 2007; Cao
et al., 2008; Grandpre et al., 2002; Li and Strittmatter, 2003). It
has also been reported by Li and Strittmatter (2003) to be
effective in a subacute treatment paradigm with a 7-day delay
post-injury prior to intervention. Steward and colleagues
(2008) attempted to reproduce these findings with NEP1-40
in an NIH-funded replication study, and while there was a
weak suggestion that NEP1-40 “created a situation that was
slightly more conducive to axon regeneration,” the robust
sprouting /regeneration and improved behavioral recovery
reported by Li and Strittmatter were not observed.

An additional approach, also pioneered by Strittmatter and
colleagues, is the use of a soluble Nogo receptor ectodomain,
which has been administered intrathecally at the time of in-
jury in rodent thoracic contusion and partial transection
models (Li et al., 2004; Wang et al., 2006). In both cases, there
was improved behavioral recovery. In the study by Wang and
colleagues (2006), a 3-day delay in treatment did not nullify
the behavioral improvements.

Measured within the context of the SCI research commu-
nity, the pre-clinical body of work behind the anti-Nogo ap-
proaches is considerable (Table 3). There are good examples of
treatments that have been extensively studied, but the ma-
jority of investigation has resided within single laboratories.
The significant benefits of NEP1-40 (Li and Strittmatter, 2003)
were not observed in a formal, NIH-funded replication study
(Steward et al., 2008), suggesting the need for further inves-
tigation to characterize the robustness of this intervention.
The anti-Nogo antibody treatment has not undergone a sim-
ilar replication study, although commercial intellectual
property issues will likely preclude such an investigation. A
recent study that evaluated the corticospinal tract after a
dorsal hemisection injury in two different Nogo-deficient
mutant mouse lines found enhanced regeneration in neither
(Lee et al., 2009). Interpreting the implications of such nega-
tive findings in this loss-of-function experiment with the
positive findings from Dr. Schwab’s laboratory with the ad-
ministration of anti-Nogo antibodies is difficult given the
obvious differences in experimental paradigm.

Rho antagonists

The Rho pathway is recognized as an important biochem-
ical signaling pathway in growth cone dynamics and neuro-
nal apoptosis. Inhibition of Rho activation may therefore
influence axonal sprouting/regeneration and secondary
damage at the injury site. The strategy of inhibiting Rho
within in vivo models of SCI has been explored by a number of
investigators (Table 4). Dr. Lisa McKerracher and colleagues
were the first research group to demonstrate that the appli-
cation of Rho-kinase inhibitors, Y27632 and C3 transferase,
directly to the SCI epicenter immediately after injury could
significantly improve behavioral recovery within mice that
had received a dorsal over-hemisection experimental lesion
(Dergham et al., 2002). This C3 transferase approach was
found to reduce RhoA activation after contusive thoracic SCI
(Dubreuil et al., 2003).

Interestingly, the experience of others with C3 transferase
early on was not similarly positive. Sung and colleagues



(ponujuoD)

pajiodar jou :Jeroraeydyg
-93eyurys juoaaxrd
31 PIP IOU SNONU PAI [PUOISI[LIFUOD S} Ul SUOINIU
Teurdsoxqni jo IquInu ayj JO uondNpar juasdid
JOU PIP UOTS3] 3} JO )IS Y} Je judunear) Apoqrue
v-030oN-nuy :TedsrdojorsAyd /reorurayoorq/o130703sTH
“uondUNJ JOo A19A0091 93o[dwod PajIqIyXxa
Id M T Apoqnue y-030N-1jue SUIATOIDI S[EWIUY e
"uIr JO0RU0D JYj pue spefed Jo requunu [ejo) 9y} ur
sAoxuow pajean}-Apoquue [0QU0d dY} Uey) AJLIo)Xop
[enuew Iy} Jo A10A0091 10139q Appuedyruls
Ppajensuowsp sAaxuowr pajean-Apoqnue y-030N]
-[JUe ‘}S9} PIe0q UBWULI PIYIPOW YA [eIOIARYSg
'sdnoid sy ur Juazeyp AppuedyTUSIS AIR JUSIXS
UOIS3] Y} JO Uonduny e se g0 je aurprur urssoid
SUOXE GD) JO IdqUINU PIZI[EULIOU PUe UOISI] 9y} O}
[epned SSUI[[oMS [PUOXE JO IQUINU PIZI[EULIOU d], o
“UOISI[ 9} JO IZIS Y}
JO UOHOUNY © S AI9A0D9I I0] PIAJONPUODd Sem SISATeue
[eo1s[eI§ *9007 WL S}NSSI PUNIIL] SIUIIIEXD
-a1 sny, :edrdororsAyd /feorwayporq/o130[0ISIH|
‘sa139yen)s
JUSWSAOW 30q JO 9dURIdjIaUI 3unsad3ns ‘auore
/D11 UBYj} Uonduny 10j0Wod0] asiom paserdsip
srewrrue ‘(Sururen; + £DTT) JUSW)ESI} PIUIQUIOD 1Y o
“uonOUNy I030W000] pasoxduwr suofe Sururei], e
[em pLid paurpur ur
souewrroyrad pasoxdwr Appueoyrudis jusunear) /DI e
"SjeI ORI JO
sanpea ayy Sunprordde ‘Serp med jo [aas] mo[ L2a
e pue UoneuIpIood pood Y3rm sapAd dois juajsisuod
pokerdsip syex pajean-ZD1T “Id M 6 e [eIoIAeydg
(+d¥DD)
s1oqy juasdye Arewrid aandedou ur 3OUBIDHIP ON o
"SUOINIUOJOW JO UOJERAISUUI JISIOU0JOIdS
JuedyTUSIS 0} Pa[ pue Jururern) Isjje aSeaIdUl
JURDHTUSIS © UM SIOqY [SD) JO IOqUINU 3} PIseaIdul
jusunjean) DT :[edrdojorsAyd/esruuayooiq/o130103sIE

( = u) sjoryuod pamlurun

(¥ = u) serpoquue [ORUO))
(LO11 € "V-03oNYF

!/ = u) y-0S80N-IUY

+10S

(9 = u) serpoqnue [0IUO0D)
(£OT1 ¥ “y-080NY

€74 = u) V-080N-juUVy «

+10S

A3oroydrow

105 dnoa3// = u pue
Totaeyaq 103 dnoid//1 = N
pauren) ‘53] [oQUO)) e
pauren-uou ‘03[ [0IU0))
pauren} /D11 e
pauren-uou ‘/DTT e
+10S

(Id Y0 ¥e pa3ress)

M § x dumdrurnu drjowso era
UOIS9[ a3 0} [eXISOI W G—¢
A[[eocoyjenur paIaAIRp

‘sgd ur qu/SwOr-£¢

JO suonenuaduod qy e

(v-080NY qVIAl 10 £DTT)

qVv V-03oN(ourue)nuy

(Id 40 ¥e payress)

M § x dumdrunu onowso era
UOIS9[ 9y} 0} [eXISOI W G—¢
AJ[edsyjenur pardArep

‘Sad wr qui/Swor—/£¢

JO SUOHBIIUSDUOD Y e

(V-080NY qVIN 10 £DTT)

qQv v-oSoN(ounue)guy

(repadnipenb

39 [epadiq) Sururen [rupeaiy,

/9531 3 g

/11 g paraarep dumdrunu
(Tw/3w ¢ uonn|os qy)

P 1 X Uy “Id Y0 3¢ paiIess
0TI ¥& UOISnjuI [eddyjeiju|

(£o11)

qQv v-o8oN(ounue)nuy

uonoasuer}
Texayerun gD-7D) Amfuy
pIo
1L 6'9—G'¢ “3Y G-¢ ‘shkaxyuowr
onbeoew
S[eWId) IO J[RW ([POIA

800 “Te 1@
OULIOJA[-ISTUUE AL

uonoasuer}
[exayerun g)-£D) Amluy
pro £ 69-6¢
3 6—¢ “skadyuowr anbeoewr
S[eWd) 10 J[RW PPOIN 600 “Te 312 punaig

(uonpasuern
aurpru 93ardwod pue
UOT}O3STWAY [ESIOP [eId)e[Iq)
uorsay padeys-1, g1, :Amfuy
3052-00¢
‘Sye1 (I o[ewdy JNpe [PPON

600¢
“Te 30 IB_reN

[p01avjaq / [por8ojo1sAyd [ jporuaryoo1q / 9130103s1y
:2U00INO)

dnou8 auomniadxy

Suniu1y puv UoUaAIIIUT

jopow Ranluy pup japous [unuyy Apnis

STHOVOUddYy ODON-LINY ‘¢ 214V ],

1599



soueuroyrad Suryoear ur yuswaorduir [Jeroraeyeyg
(a1qerrea uorsay 1DG) 931s Amlur 03 Teystp Sunmnoids
1SD paoueyus :TeordoforsAyd /Tesrwusyoorq /o130[0ISTEH

(900T “Te 32 punai] ut
PaSSasse aIoMm S[EUWITUE WOS) PISSISSE JOU :[eIOIARR]
ay1s Amfur 03 rerysoxr Surnoids
1SD paseanur 133ud] I0gIe UOXe Paseamdur ‘sqmng
uonoenaI JMmaJ fedrdoforsAyd/Teoruayporq /o130703sIE
Id P 1T pue
§ Je A19A0031 10j0W padueyUL Ajjuedyrudis ;[eioraeyag
Sunnoaids
[euoxe padueyuL ‘suoxe painfur jo uonearasaid
pasoxduur :Teor3oforsAyd /Tesrwusyoorq /o130[03STH

‘(yuawtradxa jo pus oy

0} 10U JNq) PAISA0DII SN qUIT[RIOJ PUE JTer) [eI0TABYdg
‘paseamdur Sunnoids J[I-G pue joen

reurdsoxqny :yesrdojorsAyd /reorurayoorq/>130103STH
('[moreq 99s] €00 ‘TeReUIINS pue
17 Jo Apnys uonyeorydar papuny-HIN Ue SI SIyJ, :9j0N)

juswdA0IdWI 10)OWOD0] OU :[eIoIARYdY
uonersuadar/3urmnoids Teuoxe uo

309539 3sopouu :[edrdojorsAyd /fesrwayporq/o130[03SIH

pajrodar jou Jeroraeyag
SaIpoq [[92 pauolsa jo Aydoxye
uo 309539 ou :[edrdojorsAyd /[esrwayporq/>130[03SIH

(9 = u) D3| [o1uUOD «

(¢ = uy-030NY) 030N Buy e
(f = u "£D11) 0SON Uy
+108

(¢ = u) sjonuod pamfurun

(9 = u"y-030NY) 030N BuV e
(£ =u’£D11) 0SON HUY o
+10S

(Tz = u) JoRuoD »
(€2 = u) 0F-TdAN
+10S

(£ = u) TorUOD) »
(8 = ) OF-1dAN o
+10S

yoes 103 dnoid/11—01 = N

[0TIU0))
apndad as1oady
07-IdAN e

+10S

(g = u) sjonuod painfurun

(F = u) D3[ ouo) »
(D11 1 pue y-03oNY

¥ ‘G = u) y-030N nuy e

+105

(Id Y0 ve pajress) ym
¥ x dumdrurur oowso era
UOIS3[ 3y} 03 [eXSOI W G—¢
AJ[edayjenur paIoAIRp
‘sgd ur Tw/Swr—¢

wO SUOT}RIIUIDUO0D n—< °
(V 030NY qVIAl 10

LD11) qQV V 0SoN(ourue)nuy
(Id Y0 ¥e pa3Tess) m
¥ x dumdrurur oowso eia
UOIS3[ 9y} 03 [elSOI W G—¢
A[resayyenur paisArep
‘Sdd ur qui/Swor—¢

JO SUOT}RIFUIDUOD qV e
(V 030Ny qVIN 10

£D11) qV V 0SoN(ourwe)nuy

ays Amfur oy parpdde
ApoauIp “Id Y ( 38 USAL)
(99 030N) 0F-TdAN

Id Y0 ¥e payes »

P §C 105 y/TugQ

je COGSmCM ﬁmumﬂﬂmbﬁﬁ
e1A OF-TdAN INW0S o
(99 030N) 0F-TJAN

(paLep) 1d p £ e uaAId
10 ‘Id U¥ PUe () 18 UdALD e
uondafur snoauendqns
(99 080N) 0%-IdAN
(Id Y0 ¥e pajess) ym
¥ x dumdrurur ogowso era
UOISI[ 9y} O] [eqjsor W ¢—¢
A[reoayyenur paIsAIRp
‘Sqd ur qu/3wr—£¢
JO SUOTBIIUDUOD QY e
(V-080NY qQVIAL 10 £DTT)
qQVv v-oSoN(ounue)guy

uonasTway e Junadie)
§-/D) ¥e SuOIS9[ J[qerLrea :Amfuy

pro 1A

v—¢ ‘B §'6—g'7 ‘skajuowr
anbeoew jmpe [PPON

uonoasTwaY e Junadre)
§-/D) Je SuoIs9] d[qerieA :Amfuy
sAoxuowr
anbeoew jmpe :[PPON

uonoastuway (1], :Amfuy
Sjer (IS o[ew JNpe [PPON

UOT)O9S SN[NDTUN
[rexoyer S D) Amlug
Ssje1 (IS d[ewoJ JNpe [PPON

Uo1}0asTwaY [esiop g7, :Amfuy
01w
9/14£8D d1ewaj Jnpe :PPON

uonoasTway e Junadiey
§-/D) ¥e SuoIs9] d[qeriea :Amfuy
sAayuowr
anbesew ympe ;epo

900 “Te 32 punax]

£00T “Te 32 punaig

£00¢
“Te 32 Aereyy

800¢
“Te 30 oe)

800 “Te 30 premalg

800¢
“Te 10 pneag

[pio1avyaq / [orSojorsAyd /jporuiaroo1q / 218003s1y
2100110

dnou8 puauriadxg

Suitu1y puv UoUaAIIIUT

jopow Ranluy puv japous [ounnyy

fipmis

(QENNILNOD)) STHOVOUdY ODON-IINY ‘¢ AT14V],

1600



(panu1juo))

pajrodar jou :[eioraeyag
‘Tood uoimauojowr
[ewrxoid oy JO UOTIRAIDUUL 9} PIWILUOD
S[ewiue pajeas; qy [-NJ Ul UOLR[NUINS [DSNW 10§
proysa1y} pue Aousje] padnpay :A3o1orsAydondar e
‘suoInauojow Yjm suoryisodde asop apewr
UIOY [eRudA 9y} Surpeaur sioqy 1Sy “Iopew £o13
reurds a3 jo suor8ar [enyuaa ayy 03 A[peads pajadiey
quawiyear) qy [-NJ Pue [Jq Io1e WIoy [eHUudA au}
paIajud s12qY Sy snorewny joer reurdsoiqni jo
uornjeziuedroar :pesrdoforsAyd /reorwayporq/o130703ST]
(2 pue 9 = u)
srewtue jo dnoi8qns e ur pamsesw UOOWOdO] P[AY
uado ur A19A0001 parordur A[fenjueisqns peroraeyag
aps Amlfur
MOT9q s1qLy 9ATYISOd- -G JO A}ISUDP A} UT 9SLIIIAP
payuasaid yuouwean; 0p-T N "UOISI[ 0} [eLISOI
Sunmnoids 18D :eordojorsAyd/[esrwayporq/>130[03SIH

uonyeoridde orweysAs Surmoroy
$3109JJ0 JuapuRdap-asop ‘AI9A0D9I I030UW0D0]
U0 Jusuear) pake[op Jo 309539 aanisod Jeroraeyag
SqY [SD Pue LH-G JO y)moId
dAISU)X? :TedrdojorsAyd /Teoruuayporq /o130703sTH
A19A0091 10j0W0D0] paAoidur :Jeroraeyag
‘(srenuejod pax0Ad-10j0UI) SAINSLIW
A3o10184ydonospe saaoxdwr pue ‘suoxe d1319U03019S
pue s1aqy 18D jo uondsuuod dndeuds pue Sunnoids
SIONPUI “UOHIISIWAY-IOAO U 0} [RI)SOI S)el
ur Sugnoids 1§Hp seremuuns 0309 24-0399 (OTE)MSN
Tedayenuy JedrdoforsAyd /resrurayoorq/>r30103STH

payrodar jou :[eroraeyag
uo1sa jo [epned unu g 03 dn 1gD jo uonerouadar
pue yymoid JesrdoforsAyd /resrurayoorq/o130103STH

91008 ggg Ul Jou Inq “SUIUIMS
I9pPe[ [LIUOZLIOY UO JUSWIAOIdWI [Jerotaeyayg
uorjeIdUudgdaI
1SD padueyuy [oryuod ur uey} sdnoid pajean
roq ur y3ry Apuedyrudrs sem Sunnoids 15D
1y-08oN-—1uy :TedrdoforsAyd /fesrwayporq/o130[03SIH
‘Aderayy ande se snomedyye se
sem Aderay) pakea(] "dnoid pakep pue aynoe yjoq
ur (ggg) A19A0091 10}0WOD0] PIDULYUS :[eIOIARYRY
Sunnoids 1oqy
IH-G paseadur :;pedsr3ojorsAyd /eoruayporq /o130703sTH

(62 = u) 1DS ON

(1T = u) yusunean oN e
(¥ = 1) qv [01u0)
(1€ = 1) T-NI

+10S

(8T = u) [onuo) »
(91 = u) 0F-TJAN e
+10S

(€ = u) JoRuOD .
(26 = u) OF-TJAN e

(9 = u) TonuoD)
(9 = 1) 59-039 (OIL)ASN o

+10S
(¢ = u) qv Tonuo) »
(F=u) I-NI o
+10S
payrodarx

jou dnoid/u ‘g9 = u re30],
qV [0I3U0D) e

(£D11) qV V 030N HUY e
(Z144) qV V 0SON BUY
+1DS

(8 = u) TonuoD)
(8 = u) 24-099 (OTE)ASN e
+10S

Id Y0 ¥e pajuerdur
PwOPLIqAY SuUr)o1das-qy e

I-NI 9VIN

M § I0J uay]} pue
Id Y0 e Aedayrenur
UaAId 3/ G/
(99 080N) 0%-TdAN
P $T x suonoafur
reauoyrraderyur Arep 10
‘P #1 x dwndrunu yym
UoISnjul SnosueINdgNg
(pakeap) Id p £ e uaaId
I0 [d Y§ pue () Je USAIS)
(99 030N) 0F-TdJAN

Id Y0 3e USALD o

[edspenur 24-0309 (01€)ASN
Id 40
e gD oyur pajuerduur

ewopriqAy 3uneas-qy e

I-NI aVIN
Tw/D3 Sw g Y/ Tug
paxearep dumdrunu
(Tuwr/3ur ¢ uonnios qv) p 1
X UdY} “Id Y0 e poyiess

Q1L ¢ UOISIJUI [edoyjeniu]
(Trds 10 £D11)

qV V-080N (ourwe) puy
IdpP¢
10 Amlfur jo awry je paje)s
‘P 8T x Kep /3 /3w 670

ye dumdmuru eip

Aqresayrenur 94-033(01€)ASN

Awojoprwrersd
[exoyeiq Amfuy
SjeI SIMIT JNpe [PPON

UOT}OaSTWAY

resiop “‘z/91 :Amluy
305761

‘Syer (IS o[ewd [PPOA

UOT)DISIWIDY-IDA0 [ESIOP
91 Amlug
901w 9/1g INPe [PPOA

UOT}03STWRY

resiop ‘z/91 :Amfug

Sjer (IS S[ewdf JNpe [PPON
juerpenb

[exayeosiop g1, :Ambur
(3osourrewr) snyoovl

XL AUOU [[OPOIN

(uondasuen
aur[prw ajapdwod pue
UOTJD9SIWDY [eSIOP [I9}e[Iq)
uorsa] padeys-1, g1, :Amfur
3061091
‘Syel SIMO S[eUId) ([PPOIN

UuoISNIu0d QT djeIdpoA Amluy
SjeI (IS 9[ewWoy JNpe [PPON

200C “Te 39 neosjourey

200T “Te B 91JpueiD

€00¢C
‘I9)ewIIG pue 1]

¥00C “Te 1 11

¥00¢

“Te 30 penoq

G00T “Te 3@ I|aydsqger]

900¢
“Te 3o Suep

1601



“(g-LN 03 onp Apsowr sem AI9A0DSI [eIOIABYD(]
0s “‘quedrudrs jou jnq ‘JuLunear gy yoq 1oy dnoid Cm g
M g Ul paseanur sem) juedyrudis-uou sem sdnoid ‘[T = u) ¢-IN + qV [0QUOD) e
€-IN/T-NI J#0q Ul AI9A009T 1030W0d0] [eroraeydg (M § ‘07 = ) €-IN + I-NI »
10> (M T
reurds [epned ojur wwi g pajyeduadal sqy 1§D ‘g = U) €-IN + qV [0[U0)) e
‘dnoid ym g ‘wiw §°[ g 10§ pajersuedar s1oqy 1S (MM T 6 = 1) ¢-IN + I-NI

JjuouIjea} oN e

‘dnoi8 sym g ug :peordoorsAyd/eoruuayporq /o130703sIE] +1DS
3593 1aded Axpns pue “Surquurp
ador “Burdserd ur A19A00a1 padueUS [eIoTARYdY
suod pue snapnu par renjedoared woiy suonosfoid dnoi8/cz = N
1eq[Ng-0d[}I0D JO ISQUINU PISELIIDUL ‘SIINIONILS II[ qV [0Quo))
-uojnoq “unpueiq ‘aurpru a3y} 3urssorn ‘Sunnoids I-NI o
ur asearour :Teor3o[orsAyd /Tesruusyoorq /d130[0ISTH +1DS

(9 = u) ATuo UorSaT
(9 = u) [ouO) »
(9= 1) I-NI »

+10S

8661 “Te 30 uaddern), 7 ur pajiodar Jeroraeyag
podueyue Sunnoids
aAneIduadal JesrdojorsAyd /Teoruayporq /o130703sTE]

(G = u ‘[o13U0d) YSq

(£ = u) qeq paziennaN e
(81 = u) qeg I-NI o
+1DS

(T1 = u) IDS ON

(£ = u) ATuo uorSo7

(6T = u) qV [01UOD) »

pa3odar jou :Jeroraeyayg
“uoIs9] Ay} puokaq ww < Ma13 s1aqyy Jurerousay
‘qeq T-NII :JedrdoforsAyd /reoruuayoorq/o130103STH

Surdsed ur 100001 :JeIOIARYIg
uone[NWIS ureiq pue joen reurdsorqnr

wory SurdIows S[eIS)e[[0d JO ISQUINU S} UT (€7 =u) I-NI o
aseamdur ploj-g ;[eordoforsAyd/resrwayporq/o130[03SIH +108
dnoi3/po1 = N

(19ppe[ TeIUOZLIOY pue ‘SdnpRWRUDY ‘SSUTPIOdaI qV [0Quo))
onyder3oAuro1309[9) UOOWO0] UL AI9A0DII ([RIOIARYDY I-NI o
pajrodar jou :pesrdojorsAyd /Tesruuayporq /o130703sIE] +108

UOT}0dSTaY
(€-LN Y3Mm) Id XM g Io [es1op [esaje[iq g, :Amfug
7 e pajuerduwr ewopriqAl] PIO M 9—¢

I-NI QVIN  “3071—06 ‘S¥eT SImMaT :PPOIN 8661 “Te 32 Smquaksjy uop

Awojoprwreidd
Id Y 0 ¥e payuepduur rexayerun :Amifuy
PWOPLIAY SUnamas-qy e pro

I-NI qVIN ~ OW g— ‘Sjer Sima] :PpoN 8661 “Te 10 Irewrrey,
Awojoprurerfd
Id 40 ye payuerduur [exayerun Amfuy
ewopLIqAYy Sunaes-qy e plo ow G’
I-NI aVIN ‘S}eI SIMOT H[NPE PPOIN 6661 “e 10 neajpurey
Id Y0 ¥e popess UOndasTwaY
‘dumdrunuu era Aroarpp [esIop Tersjeqq QI Amfur
P #1X /TG0 105 Tw/3wg o PIo M

qed T-NI §—9 ‘Syer SLmar] a[ewdy ;OPO 000¢ “Te 30 d[uesorg

Awojoprurerdd
rexayeriq :Amifug
Ow G’ ‘Syer SIMIT [OPOIA

Id Y0 e pajuerdur
ewopLIqAY SunaIes-qy e
I-NI 9VIN 100T “Te 30 nesjourey
Id 40 ye payuerduur (p102 JO ¢/7) uondasIRY
ewopLIqAy 3unaIes-qy e -19A0 93xe[ ‘g1 Amfur

I-NI QVIN 8052-00T “S1e3 SImaT :PPON 100T “Te 30 PPN

[pio1avyaq / [orSojorsAyd /jporuiaroo1q / 218003s1y dnou8 ppuouniadxy

JIU00IN )

Sunuy puv uoUICIIIUT jopowu fanluz pup japour [unuy Aipnis

(QENNILNOD)) STHOVOUdY ODON-IINY ‘¢ 214V ],

1602



‘g BIQR}IOA DIDRIOY) Q] ‘syer Aayme-ondeidg ‘syer (g ‘Amfur piod reurds ‘DG ‘Amlur-isod ‘I ‘steriusiod pasjoas-10j0w ‘JHA Anoxpowy ‘O ‘eseprxorad
ystpeasioy ‘Y1 “4oen [eurds-001100 ‘18D ‘pmyy reurdsorqared ‘45D ‘urejord pajerar auad Uruod[ed ‘JYDD) ‘G LIGIIIOA [BIIAID ‘GD) JS9) I0JOWOD0] UeYRUSIIg pue anjesq ‘osseq ‘gqag ‘Apoquue ‘qy

pasrodar jou :Jeroraeyag
M € unpim
ww [T 03 dn uonerauagar ‘931s UOISI e Sy 1§D
jo Sunnoids :TesrdororsAyd /reorurayoorq/>1307103STH
sye1 ynpe
asay ur Anfur prod Teurds 193je suonoOUNy I0}0WOd0]
pue (ssuodsar 3umnerd-joejuod) xapger oyoads
Jo A19A0031 I3UD] OPLYS Ul AIDA0DII JRIOTABYDG
‘suoryoafoxd ordrouaiperou
pue 51319U0j019s paseardur A[3eard T-NJ “Ioe[ M g1
03 dn paurejurew a1oM SUOXe ISAY} PUe M € UM
ww [T 03 dn uonerauagar ‘931s UOISI e SIqY 1§D
jo Sunmnouidg :peor3ojorsAyd/Teonuayporq /o>130703sIE]

Surdser8 ur A10A0091 padueyuL [eIOTARYSg
s3urssor
aurpruu pue (suryuododr}iod) ayy jo Sunnoids
1SD padueyus :TeordoforsAyd /Tesruusyoorq /or30[0ISTH

(¢ = u) [01U0D pajea-UON e

(T¢ = u 'TIH) qV [0HU0)

SYO9M MJJ ® 10§
snonunuod pue Amfur-axd
P 01—2 a1 ‘v urtodsopAd
UM X9310D Tejuatred
-0JUOIj [ESIOP OFUI Pajofur
192 ewoprigAy Sunaides
-Apoquyue Sunuerdwr eIp
IMH
SY9OM MJJ © 10§ SNONUIFUOD
pue Amfur-axd p 01—/
uAIS ‘v urrodsopAd ypm

(g =u) x93100 [ejarred-ojuoiy [esIop
S[[9> eWOpLIqAY JH o oI [ Y0 e pajue[dur
(6 = 1) I-NI o ewopLIqAy SunaIdes-qy e
+10S

(91 = u) [OTUOD PAUOISATU)

(91 = u) AJuo uoISaT »
QAH Id Y0 38 paruerdur

(€C=1u) I-NI »  PWOPLGAY 3UAIAS-qY o

+10S I-NI 9VIN
(9 = u) Juouwryean oN e
(9= 1) I-NI »
+weyg

(91 = u) AJuo uorsa
(91 = u) qV [onuo) «
(91T = u) I-NI

+10S

Id Y 0 3e pajuejdur
ewopLIqAy Sunoas-qy e

I-NI aVIA

UOT}O3STUDY
[esiop /-G, :Amluy

I-NI qVIN PO XM 9— ‘S}e1 SLmMaT PPOIN

UOT)O9STWAY
-19A0 £, :Amfur
PIo
M §—9 S}y SIMIT [PPON

Awojoprurerdd
[exayerun :Amfuy

PIO P OCI—S¥
‘Syel SIMI J[eWd] ([OPOIA

0661
‘qemypPs pue [PUS

G661 T 19
uewdarg

8661 “Te 10 udd3erD, 7

1603



pajrodar jou :[eroraeyag
"1SD 9y3 jo Suraqe] apeidordjue PaseadUI Ym
Po1eIISUOWSP SE ‘SoLIM{Ul PIOd UOLDISURT} YIIM S)el
ur 1§D [esIop a3 jo Ajrrdajur paseamur sajoword
OS[e UOTIIYIUL 9SEUDY-OY ‘0212 Ul UOeIauadap
URLID[[E A SAR[OP UOTIIUUI 9SeUny-oy jeuy) 3so83ns
SHNSY "sp1od [eurds pajossuer} Ul BUIUS[OXE
Se [[oM Se SJUSUWIR[JOINAU pue Sa[NgnjoIdIu
Jo umopyeaiq paystjoqe AJuedyIusis ze9/g
-X 1ey) pamoys Awojoxe-3sod p ¢ Sururejsounuuruy
;reor3ororsAyd /Teoruwaporq /o130703STH
"} papadur
9SOP MOJ J[IYM “ATOA0DDI PIIRIS[OIIE TE9/LTA
asop-yS31y yey) pajedrpur sj3sa} Sumpoear jayed pooy
pue disjoo ‘A19A00a1 JuednyTudis pamoys dnoid
asop-y31y a2y} A[uo ‘saf3ue uonejor premino medaroy
A} 104 "A19A0091 [£2130[0INSU 0} [EJUSWLLIP 3]
0} pareadde juaunjean gg9/gA 9SOP-MOT [eIOTARYDY
‘Bunnoids a10W PaMOYSs s[euIrue pajear}-asop-y3y
a[yM ‘sjoryuod 03 paredwod repewr A213 [eIsIp oy
ur Sunnoids paseadep pey S[ewIue payean-gg9/ A
9SOp-MO] "S[0Iu0d 0} paredwod uoxe jsaguof
AU} JO DUB)SIP d} PaseaIdur APJUedHIUSIS €9/ A
asop-y3i :redrdojorsAyd/[esruayoorq />130103SIE]

‘uongouny
quipuny ggqg paAoIdur ur SynsaI juauwieas)

[Tpnse] pae@p j0uU Inq ‘Oyerpawuw] [[RIOIABYDY
juaujean) [pnse ‘pake@p jou jnq ‘dyerpawwr £q

Sunmnoids 18D :pear3ororsAyd /eorwayporq/o130703STE]
R} [J Y/ O WM
S[eWIUR [OIIU0D "SA ()]Z-V{ U} Ul UOHOUNJ I030W0D0]
Ul 20URIJJIP JuedyruSis oN ‘[d YH¢ 10 A[eyerpawruut
PRISISIUTWPE USYM [J P 9] 38 [opouW [DS asnow
) ur sa100s ggq paaoxdur Appuedyrudis os[e O1g
-yg "S[eWIUe pajeal} ()[Z-Vd Ul BIUAPO[[e [edrueydauw
JO UOTONPUL dY JO DUIPIAS OU Sem I3[ (g 1opun
1snl'sA g~) M g pue ‘/ ‘9 Je [Ppow [DS jel 3y} ul

dnoi3/9 = N
Sdd e
CEILTA o
+1DS

(81 = u) S4d »

(0T = 1) TE9LT-A SOP-YSIH o
(ST = u) TEILTA ISOP-MOT o

+10S

(£ = u ‘pakepap) aures o
(G = u ‘ajerpourw) aurfeg o
(6 = u) pnseq «

+105

S[OIJUOD jue[ess ULIqL] e

(9 =u) I YTLI® 01TV o
(9 = u) Id Y¥T 1© 012-Vd o
F=u)Id Yo e 012-vg

Id Y0 ¥ W Qg uondasuen} OLL/6L :Amlug
JO T O “weoy 198 eIA . 8052-00T S00T
2€9/T-R ‘Sjel IRISIAA S[eWd) ([PPOJA “Te 39 Iysidewre x

Id 40 payess

M g 100 [eurue 1ad
(8sop y3uy) 81091 W 0T
10 ‘(3sop mof) 81 (91
NWLZ “oau a3 O peq
oy} je aoeds snosuendqns

a3 ojur payuerdur uorjodsue}
sdwundrunuu onjowsso eIp o  UWN[OD [ESIOP GO /FD :Amfuy 5002
IOHQM UL 9SBUD-OWY ‘T€9/LT-A sjel S oew j[npe [PpoN “Te 32 ueyd
paLke[op
10 A[ojerpawruir pajieis e
aures

IdM ¥ ﬁ@tﬁam
10 1d Y0 paness Aep/3if 0g1

JO uorsnyur ay} ur Junnsax ww gy X 801
P/ 11 T Jo rex ye i /3 g1 ‘1030edwt N AN 6L :Amiug
‘dumdrunu oijowso ue erp o 3 6¥7-50T 9002
IONGIYUI SSBUDY-Oy ‘[IpNse S}eI IBISIA O[eW [[9POIA “Te 39 OIYSIN
Id YycL 1o y¢

je 10 A[a)jerpauwruul (asnour)

$2100s gqq pasoxdwr Appuesgrulis 01z-V¢ [eloraeyag +1DS dsnoy  pIod pasodxa ojuo pardde
‘Tepowx (z1 jJue[ess uLqy ur SW | e  (9SNOWL) UORDISIWSY-IDAO
[DS dsnow ur sswodno dr30[03sTy Jo Uuondrdsap ON = i) JUe[eds ULIQI} Ul SPIYIA e Amlfur jo swm [esIop /I I0 Ww g X 30T
“(Juauyear) S)LTPIUWILI Y}IM) [9POW DG Jer UT Iajjewt (11 e (3er) Ajrempenxs pardde  “(3ex) xoyedwr N XN 61, :Amlug
ATYM pareds PaseaIdur pue JU)Xd UOISI] PaoNPal = ) JUe[ess UL Ul 0TZ-Vd e juereas uLqy ur 31 GT e 90TW D-q[eq STewsy
01Z-v4 ‘TedtdojorsAyd /[esruayporq/o130103stH +10S 10y (D) 01e-vd 10 sje1 (IS o[ewdj {PPON  800T "8 32 dUIRJUO-pIoT]
[pio1avyaq / [orSojorsAyd /jporuiaroo1q / 21800s1y dnoud ppuoniriadxg Sung puv UuoUICIIUT 1opow fanlur puv jppowt [punny, Apnis

JIU00IN )

SISINODVINY OHY ‘§ 414V],

1604



(ponuyoD)

Mg ur

aress ggg ur syurod ¢ Aq s[onuod ggJ 03 uostreduwod
ur A19A0091 1030w000] ggq¢g pasoirdur sprord
JusueaI} TE9/T-A “Iudwear) 1G5 0} uostreduwod
ur 1940091 10j0W000] ggy PoAe[op ur pajmnsar
juauneany ¢0) ‘Apaneradoysod p gz pue ‘1z ‘F1

‘7, “¢ 9100 ggg Y} Suisn pajen[eAd a1om sjey| JJeIoIArydyg

"SUOT)ORSTWY
[es10p 12y s19qy 1§D el jo Sunnoids
SDUBYUD 7E9/Z-A "S[OIU0D J[OIYaA 03 uostreduwod
ur paonpar A[puedyIugis SI sewIue pajeas}-gd)
UT 9NSSTy 18dS JO Junowe Y[, ‘Jel jnpe ayj
Ul SUOIsa] pIod [eurds 19ye soqy 1§D painfur jo
uorjerauagar aduejsip-3uor 10 ungnoids sjowoxd
jou sa0p ¢D) :eordojorsAyd/eorwayoorq/or30[03SIH
pajrodar jou :Jeroraeyag
DS 1oYe 940G~ Aq paonpar
Apueoyru8is sem S[[@d paPqe[-TIN/L JO Joqunu
A} ‘GO—ED UMM Pajeas} sjel pue dIW Y3oq uf
*AIur 193€ UOTILATIOR YO S9SI9AI PIod [eurds oy
JO UOTASUEI} IO UOISNIUOD Idle Go—¢D) Istuodejue
O Y} YIIM JUSWIILIL], "S93A00IpuapoII[0
pue “s9)£5013SE ‘SUOINSU UI UOTJOLSIOUNWIWI £7)
Ie[N[[EOBIUI PIMOYS sIsrew dyads-ad4A) (20 ym
pue ¢D 103 doyads Apoquue ue Yim pajeqe-a[qnop
pr0d Teurds jer ‘quauryean 1R)e GO—¢D) urejar pue dn
e} 03 9[qe dIoM PIOd Teurds Y3 Ut S[[e0 snousSopus
J1 surujep o], :TedrdoforsAyd /esruayoorq /or30[03sIE]
"S}eI JOIUOD PIyedr}
SAW-LJ-1SD 9y} 19A0 pasoxduwr Appuedriudis
arom urjord 2Aw-q1d-12d-SINV-1SD pue
‘TE9LT-X 'LLOT-VH UHM SJel JO $100S ggg :[eiorarydg
"Syel JOIUOD
payean}-0Aw-([ [ J-1SD 03 uostredwod ur sapsnw
TA 94} pue VI 9y} U9om3dq SUODBIUOD 1e[nIoLIl
JO SOIjeI 9SLAIAP TE9/T-A PUE ‘£/0T-VH ‘urajoxrd
2AW-(1d-T¢d-SINV-1SD ¥eyl pajensuowap
sSurpiodar HINY ‘eare Ajaed oy} Sudnpar
ur urajoxd oAw-( [ J-17d-STNV-1SD St 2A109jja se
2I9M 7E9/T-K PUC £/0T-VH ¥eup pa[easal Jy 40 pue
1M1 103 A}1AROEIOUNWIUI] "DAT}ORJJO IOWL USAD SEM
urajoird 2AwW-q 1 J-17d-STINV-1SD pue ‘Sunnoids
paoueyuL ApuedyTuSIs 0} paf SyUSWI}Lar} €9/ Z-A
10 £/01-VH ‘TedrdojorsAyd /[esnuaiporq /o130[03sty

(61 = u) sad

(0T = u) oUOd IS
(T1 = U) TEIULT-R o

(1T = u) oseraysuen) ¢

+10S
(G = u) 21N »
(IT = u) syey »
weys

(G = u) poreanun ‘911N

(G = u) yusuyean ¢ ‘I
(IT = u) pareaniun ‘syey o
(€1 = u) yuauneany ¢ ‘s1ey o
+10S

(g = u)
[0U0D DAW-(T[J-1SO e
(6 =) TAVM/1d1D12d »
(92 = u) £LZ0T-VH e«
(9T = U) TEILTX o
+1DS

Id Y0 e pajre)s
M g 1940 Tewrue 1od 81 ¢ o

ISO

Id Y0 3e parels
M g I9A0 Tewrue 1ad
81 (¢ “10)qIyuI aseury-oy e
T€9LTHA Y 0 e parreys dund
[ed3JRIJUL BIA PIISAIDP
/1 g0 jo aer e je
M g 1920 Tewrue x3d 817 0¢ e
aseraysuen} ¢

(uowradxe THNNL
10§) Id Y0 ¥e utqy ur 3 | e
(eo1wn) 14 Y0 38 31 QL o
(s1e) Id Y0 38 370G e

proo Teurds pajoasueny

Ojur uonRfur “XrIyewr

uLqy e ur (G0-¢D) SWAZoXd
WN1Nioq WnIprijsor) e
aseIajsuen} ¢

Mg

10 dumndrunu drjowso
BIA PIISAIRP ‘P/3/[oWu (T o

dhw-q1d-1d

-SINV-1SD urjord uorsny
[AVM/1d1D1ed druserdoid)

Mg

110 dumdrurnu drowso era
pasaarep ‘Tewrue 1od Swig o
[rpnseq

M g 19a0 dumndrunu

OIJOWSO BIA PAIDAIRP
1d Y0 e ‘qewrue 12d Swg

CEILT-A

ww g jo yydop
“UOT09sTUIoY

[es10p $1/¢1, -Amlug
300£—-05T

Sjel (IS o[ewaj [[9POJN

SUOT}ORSTRY
-I9A0 SIOP QT AT e

wd x 867

‘1030edWwr N AN 10 Ww 9T

jo yadep ‘suorpoastuay
-I9AO TeSIOp (LI Siey o
:Amfug

8Zc—0g “oomu >/qreg

arewdj pue 8(Gz—-00g ‘syer
sueAg-3uo0T S[ewdy [PPOIA

wurg g
Jo yadap “uorpoastuay
-Tesiop QLI :Amlug

8052-00T
‘Syer IeISIAA S[eW ([DPOIA

¥00C

€00 “Te 30 IOILMOZ

€00T “Te 32 [maIqng

“Te 30 eyeue],

1605



'Q BIQOIIOA DDRIOY) ‘G ‘Syel Aapme(]
-angeidg ‘syer (qg ‘Amlur prod reurds ‘1D ‘Amlur-ysod ‘I ‘eserajsuen;-g suonpein|s ‘1go) ‘umjord pajernosse-yamoIs ‘Jyo) ‘G LIGEMA [EDIAIDD ‘D) 1S9) JOJOWOD0] UrRUSaIg puk anjeaq ‘osseq ‘qad

"pI0d

reurds pauorsa a3 ur uonaj0IdoInau paseadur
Aq pasned aq Aewr yorym “4aoddns jySrom yym
Sunyrem Apeaife 4§z UNPIM AIOA0DI [ TeWaI
PeY ZE9/TA IO €D UM PIjeaI) 90TW Jelj} Pa[edAdr

Sumsa) uondUNy I0j0W qUIT[PUTY ggq :[eloraeyag

‘punoidyoeq

0} reqrurs [eudis ¢-JVO) POMOYS S[eWIUue pajeajun
SEIOUM S[RWIUR Pajear}-g)) JO X93I00 I0JOW 3}

JO suoImau Ut uorssardxa YNRW ¢H-JVO JO S[PAd]
ST PajeaAal SUOIdas UTelq [euoIod uo saqordodrr
Ppaeqer-gG¢ Bursn uonezipriqAy nyis uJ uorssardxa
VYW €5~ VO jo uonem3ardn moys saouejsip
Suoy ajerausadar jey suoxe AJuo ‘uoiss] p1od Teurds

dPRIOY) I8V :Ted130[01sAyd /TeoTuustporq /o13010ISTH

"gqg ur uononpai e pajiqryxa Amfur pioo reurds
I9)Je A[9Jerpowiuur 769/ Z-A SUIATOODI Sjey[ ‘Suawidor
asop a[dnmuw pue asop a3urs yjoq 105 Apueoyrudis

paaoxdwr [rpnse SUTAIedaI sjel JO UondUny I0J0JA
-asuodsar 100d 0} anp papud sem ¢ pue PIjeRLWd

Ao19A9s 919M SyeI € ‘1DG-1S0d M T 3V Jeroraeyag

(9 = u) poyeanyun) .
9=u)ed .

(Sumysay

[eI0TARYR( 10]) + [DS
(€1 = u) yuourjean oN e
(£ = u) ualeqo) »
(01 = u) utrqrg
(G = u) TEYLTA + ulqrq o
(21 = u) €D + uddero) »
(€1 = u) ¢D + ulqrq
+10S

(g = u) weys
(8 = u) 9PIYPA »

Id 40 e uonnjos
UIqUIOIY} S} JO T GZ UT o
TEILTA

Id 4o e
s[o8 uade[[od e1A 10 [J Y[ Ie

uonN[os UIqUIOLY} JO 1 G
ur ¢ Twr/3w 1 3o 11 06 (Y
HA [99SSIL) Wwo)shs A1oArep
QAISOUPE ULIQY © BIA e
aserdysuen; €0

p ¢ x Uy 40
je durfes 0 T ur /3wl e
“‘dl Iipnse
POIXUWIIPSIV e
P OL X U [J YOIV o
Aep/3/3w T »
[e10 T€9/T-A

Id Y0 ¥ Sd 2 10

uordasIwRY
-I2A0 TesIop £ :Amfuy

30¢
‘IW d-g Vg d[eWd) [[PPOIA

200¢
“Te 39 wey3a

‘Toruod 03 paredwod usym a3ewrep (91 = u) [Ipnse Ut paA[ossIp 811 (T “pIod w67 X 801
9NSSI} SSI] PIMOYS [TpNse,] JO 9sOp J[3Uls e Idjje (6T = U) TEYLT-X o reurds pasnjuod 03 ApoaIrp ‘ro30edwt N XN 01.1/61 :Amfuy
M G p1od Teurds Jo sIsA[eue UISOd pue UIAXOjeway (S=u¢de “weoy[ad Ay} Ul Padeos e 300¢ €00T
reor3ojossipy :eordojorsAyd /fesrwayporq,/o130[03SIH +1DS aserdysuer) ¢ —0GZ ‘Syel (IS S[ewdj [OPOIA “Te 3@ Sung
[pio1avyaq [ [orSojoisAyd /jporuaroorq / 180103s1y dno8 ppuouriadxy Suiy puv UoUaQIIUT Jopout Ainlur puv japous iUy Apnyg

21100110

(QIANIINOD)) SISINOOVINY OHY ‘§ 14V ],

1606



DIRECTLY APPLIED BIOLOGIC THERAPIES FOR ACUTE SCI

(2003) reported that their C3-treated animals were severely
emaciated, and many were terminated. Fournier and col-
leagues (2003) observed no axonal regeneration/sprouting
and delayed hindlimb locomotor recovery, despite signifi-
cantly reduced scar formation with C3-treated animals com-
pared to fusion protein control-treated animals. Nonetheless,
design improvements to create a C3-fusion protein consisting
of the C3 transferase coupled to a transport sequence (i.e.,
BA-210) facilitate the ability for this biological compound to
cross plasma membranes and gain increased distribution
throughout the injured spinal cord. This more permeable form
of C3 transferase has been translated into human clinical trials
under the name Cethrin® (BioAxone Therapeutique, Mon-
treal, Quebec, Canada). Rights to Cethrin have since been li-
censed to Alseres Pharmaceuticals (Hopkinton, MA). A recent
report by McKerracher’s group studied BA-210 in a rodent
contusion injury model and examined different time windows
of intervention within a mouse hemisection model (Lord-
Fontaine et al., 2008). The authors reported improved be-
havioral outcomes with the BA-210 in both injury models,
with an effective time window extending 24-h post-injury.

The other approach that has been studied is that of Y27632,
a selective Rho-kinase inhibitor (downstream of Rho). This
has been investigated both as an oral drug and as a directly
applied agent. In mouse and rat contusion and partial tran-
section models of SCI, this was found to promote behavioral
recovery (Dergham et al., 2002; Fournier et al., 2003; Sung
et al., 2003; Tanaka et al., 2004). Chan and colleagues (2005)
demonstrated that low doses of Y27632 were detrimental to
the rodent cord after dorsal hemisection, while higher doses
tended to accelerate recovery.

Discussion

This article reviews three therapeutic approaches, which
entail the direct application of a biological therapy to the in-
jured spinal cord or overlying dura; two have already been
commercialized and have moved forward into clinical trials
(the anti-Nogo antibody trial [Novartis] and BA-210 [Ce-
thrin]). The anti-Nogo antibody approach that evolved from
the IN-1 antibody work has been fairly extensively studied,
albeit almost exclusively by Dr. Schwab and Novartis. The C3
approach went into clinical trial as BA-210 after the studies of
Dergham and colleagues (2002) and Dubreil and colleagues
(2003) were reported. At this stage, replication studies of these
patented technologies are unlikely to occur, although the
NIH-funded replication of the initial NEP1-40 results has
demonstrated how difficult it can be to demonstrate the ro-
bustness of the effect.

The fact that these therapies involve some form of direct
application to the spinal cord influences their clinical trans-
lation in a number of ways. For one, the main target of these
agents is to promote axonal growth/sprouting/plasticity by
altering the inhibitory SCI environment or the response of
axons to this environment. Yet most of the agents are tested in
an acute injury paradigm with immediate application at the
time of injury, and hence, sorting out the behavioral responses
attributable to axonal growth versus those attributable to
some form of neuroprotection is difficult. This was, for ex-
ample, quite evident in the study by Dergham and colleagues
(2002), where improved behavioral recovery was seen almost
immediately after injury and would therefore be difficult to
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attribute to the promotion of axonal regeneration. The sub-
sequent study by Dubreuil and colleagues (2003) pointed out
that RhoA activation occurred locally at the site of injury after
acute SCI and suggested a mechanism by which immediately
applied C3 transferase (and also BA-210, or Cethrin) might
have a neuroprotective effect. Conceivably, the anti-Nogo and
ChABC approaches may be expected to have some additional
neuroprotective effect in the rodent spinal cord as well, given
that they are administered very early after injury in these pre-
clinical studies.

From the patients’ perspective, it matters little whether
improved function is related to some form of neuroprotection
or some effect on axonal growth. However, at a translational
and operational level, the distinction between neuroprotec-
tion versus neuroregenerative mechanisms has substantial
relevance, given that the need to directly apply these treat-
ments to the exposed spinal cord or dura imposes significant
practical challenges to the translation of these therapies. The
time delay may be significant before such treatments can be
then applied to an acutely injured patient, owing to transport
time and availability of imaging and operating room facilities.
So if it is indeed a neuroprotective mechanism of action that is
being sought, the direct application to the spinal cord clearly
has some limitations with respect to how quickly the therapy
can be instituted. Incorporating that inherent delay in clinical
treatment into experimental pre-clinical studies is simple en-
ough (one just waits before applying the therapy); more diffi-
cultis taking the time window of intervention in human studies
and extrapolating that to rodent studies (and vice versa). How
similar or different the temporal pattern of relevant biological
processes is between rodents and humans is unclear, although
work by Dr. Lynne Weaver and colleagues would suggest that
the time course of cellular invasion into the injured cord is
reasonably similar between the two (Fleming et al., 2006). Ir-
respective of this, when reviewing the studies included in these
tables, one cannot help but feel that more pre-clinical studies
with delays of intervention are needed. In 21 of 23 ChABC
studies, 22 of 24 anti-Nogo studies, and 8 of 9 anti-Rho studies
(i.e., 91% of all studies), the intervention was applied imme-
diately after the injury was induced.

The other important consideration in the translation of
these directly applied biologic therapies is their biodistribu-
tion within the injured spinal cord. It is difficult to ascertain
the degree and kinetics of the agents’ distribution into the
spinal cord, either via diffusion through the cerebrospinal
fluid within the intrathecal space (e.g., anti-Nogo antibodies)
or diffusion through the dura and then across the CSF (e.g.,
BA-210). For example, in most ChABC studies, a sharp partial
transection model is employed (hence opening up the dura),
and then the ChABC is directly injected into and/or infused
onto the cord. How to translate the findings of such studies
into a clinically relevant therapeutic paradigm is not clear.
Similarly, partial transection injuries have been used for most
anti-Nogo studies, so determining what the biodistribution of
the antibody within a contused spinal cord is unclear. Finally,
for an extradural application of a protein such as Cethrin,
while the biodistribution in a rodent model of cord injury may
be acceptable (where the CSF space is very small), how such a
protein distributes to the injured human spinal cord when it
must diffuse through a substantial amount of CSF is un-
known. These are all important considerations for such di-
rectly applied therapies.
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In summary, in this article we systematically reviewed
the preclinical animal model data on ChABC, anti-Nogo
approaches, and anti-Rho approaches. The question of whe-
ther any one of these approaches is ready for human trans-
lation has already been answered to some extent, as both the
anti-Nogo antibody and the Rho antagonist Cethrin are well
into clinical trials. Despite this, there remain questions about
the time window of applicability and the biodistribution of
these agents within the injured cord. Further pre-clinical work
on these therapies is warranted in order to refine and opti-
mize the treatment paradigms for human study.
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