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Abstract

Small GTP-binding proteins of the ADP-ribosylation fac-
tor (Arf) family control various cell functional responses
including protein transport and recycling between
different cellular compartments, phagocytosis, prolif-
eration, cytoskeletal remodelling, and migration. The
activity of Arfs is tightly regulated. GTPase-activating
proteins (GAPs) inactivate Arfs by stimulating GTP
hydrolysis, and guanine nucleotide exchange factors
(GEFs) stimulate the conversion of inactive GDP-bound
Arf to the active GTP-bound conformation. There is
increasing evidence that Arf small GTPases contribute
to cancer growth and invasion. Increased expression of
Arf6 and of Arf-GEPs, or deregulation Arf-GAP functions
have been correlated with enhanced invasive capacity
of tumor cells and metastasis. The spatiotemporal spe-
cificity of Arf activation is dictated by their GEFs that
integrate various signals in stimulated cells. Brefeldin A
(BFA), which inactivates a subset of Arf-GEFs, has been
very useful for assessing the function of Golgi-localized
Arfs. However, specific inhibitors to investigate the in-
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dividual function of BFA-sensitive and insensitive Arf-
GEFs are lacking. In recent years, specific screens have
been developed, and new inhibitors with improved se-
lectivity and potency to study cell functional responses
regulated by BFA-sensitive and BFA-insensitive Arf
pathways have been identified. These inhibitors have
been instrumental for our understanding of the spa-
tiotemporal activation of Arf proteins in cells and dem-
onstrate the feasibility of developing small molecules
interfering with Arf activation to prevent tumor invasion
and metastasis.

© 2012 Baishideng. All rights reserved.

Key words: Golgi; Vesicular transport; Migration; Adhe-
sion; Actin
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Institute of Biochemistry, Kaohsiung Medical University, 100
Shih-Chuan 1st Road, Kaohsiung 807, Taiwan, China

Bourgoin SG, El Azreq MA. Small inhibitors of ADP-ribosyl-
ation factor activation and function in mammalian cells. World
J Pharmacol 2012; 1(4): 55-64 Available from: URL: http://
www.wjgnet.com/2220-3192/full/v1/i4/55.htm DOTI: http://
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ADP-RIBOSYLATION FACTORS

Introduction

ADP-ribosylation factors (Arf) are small monomeric
GDP/GTP-binding proteins (20 kDa) that belong to the
Ras superfamily, which is divided into five subfamilies:
Ras, Rho, Rab, Ran and Arf'!. Like other small GTPases
Arfs are regulated through a cycle of GTP binding and
GTP hydrolysis, which activates and inactivates them,
respectively”. The Arf subfamily comprises six isoforms
(numbered from 1 to 6) grouped into three classes based
on their amino acid sequence homology. Arf class [ is

August 9,2012 | Volume1 | Issue 4 |
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composed of Arfl, 2, and 3, and class II of Arf4 and
5, while Arf6 is the unique member of class M. Arfs
are not found in prokaryotes, but are expressed in yeast
(Arf2-3) and in complex eukaryotic organisms such as
mammals (Arf1-6). The homology between yeast and
mammalian Atfs is over 74%" and mammalian Arfs are
able to functionally substitute for Arf depletion in yeast.

Arf functions

Class I /I Arfs: Class [ and II Arfs exhibit several
functional homologies since they are generally associ-
ated with the Golgi apparatus and regulate the secretory
machinery in mammal cells”. Arf class I (Arfl, 2 and
3) and class I (Arf4 and 5) are functionally redundant
since silencing them separately has no measurable im-
pact on Golgi morphology in mammalian cells'”, Active
GTP-bound class I /I Atfs translocate reversibly to
Golgi membrane compartments while inactive Arfs are
cytosolic®™. Once associated with the membranes, these
Arfs recruit several coat and cargo proteins such as COPI
(coatomer), clathrin adaptor protein 1 (AP-1), or Golgi-lo-
calized y-ear-containing Arf binding proteins (GGA), that
are essential for vesicular biogenesis and anterograde ER-
Golgi and retrograde Golgi-ER traffic™”. Sequential acti-
vation and inactivation of Arfs is required for regulation
of ER-to-Golgi and Golgi-to-ER membrane traffic. Thus,
Arfl-GTP in the Golgi membrane is required for vesicle
budding, while Arfl inactivation or dissociation from the
membrane is necessary for vesicle detachment from the
Golgi and coat disassembly[gl. Class T /I Atfs also regu-
late several signalling pathways, in particular those issued
from lipid metabolism, by stimulating the production of
phosphatidic acid (PA) and of phosphatidylinositol 4,5-bi-
sphosphate (PIP2) by phospholipase D (PLD) and PI4-/
PI(4)P5-kinases [PI(#)P5K], respectively™.

Class Il Arfs: There are fewer structural and functional
homologies between Arf6 and other Arfs compared to
those between class I and II Arfs. Contrary to other
Arfs, Arf6-GTP is rarely found in the Golgi, and translo-
cates from the cytosol to the plasma or endosomal mem-
branes in cells”’. Arf6 contributes to membrane trafficking
essentially vz the regulation of lipid metabolism. PLD
and PI(4)P5K are amongst the major effectors of Arf6!'",
Stimulation of PLD1" and possibly PLD2"Y by Arf6
produces PA, and that of PI(4)P5K generates pPIp2!"*,
Arf6-dependent synthesis of PIP2 can regulate proteins
involved in exocytosis and endocytosis' ™', and the Arf6-
PLD signalling axis is involved in regulated secretion .
Internalization of several G protein-coupled receptors
(GPCRs) from the cell surface to endosomal compart-

18 U]

ments' " and remodelling of the actin cytoskeleton” are also

regulated by Arf6.

REGULATION OF ADP-RIBOSYLATION

FACTORS ACTIVITY
The exchange of GDP for GTP on Arfs is catalyzed by
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guanine nucleotide exchange factors (GEFs) while the hy-
drolysis of bound GTP is highly accelerated by GTPase-
activating proteins (GAPs)". The active form of Arf is
characterized by a structural conformation that deploys a
N-terminally myristoylated arm that facilitates membrane

binding'”.

Guanine nucleotide-exchange factors for Arfs
Arf-GEFs determine the amount and the spatiotempo-
ral distribution of active Arfs by interacting with GDP-
bound Arfs”, Despite low sequence homology Arf-GEFs
share one common central region of 200 amino acids
similar to that of yeast Sec7p protein and known as the
Sec7 domain. Arf-GEFs interact with Arfs through their
Sec7 domain, which is necessary and sufficient for GEF
activity™. The Sec7 domain is regulated by other domains
and contributes to substrate specificity of various Arf-
GEFs™.

The crystallographic structure of the isolated or Arfl-
bound Sec7 domain has been resolved” . A hydro-
phobic groove composing the catalytic core of the Sec7
domain is delineated by two conserved regions interacting
with the switch I and switch II domains of Arfs. The Sec7
domain contains an invariant glutamate residue necessary
for GEF activity. Interaction between GDP-bound Arf
and the GEF brings the invariant glutamate to a position
that catalyzes the expulsion of the bound GDP from the
GTP-binding site by charge repulsion. Then Arf binds
GTP and the Arf-GTP complex dissociates from the
GEF™. The Sec7 domain is targeted by Brefeldin A (BFA),
a fungal metabolite secreted by Eupenicillinm brefeldianum,
and designated by eatly studies as an inhibitor of secretion
in mammalian cells®. The Arf-GEFs are divided into two
major classes based on their molecular weight, sequence
homology, and sensitivity to BFA.

High-molecular weight GEFs: Also called large Arf-
GEFs due to their molecular weight (> 100 kDa), these
proteins are sensitive to BEA™*. In addition to the com-
mon Sec7 domain, these Atf-GEFs share other func-
tional domains such as Dimerization and Cyclophilin-
Binding, Homology Upstream of Sec7 and Homology
Downstream of Sec7””*. The large Arf-GEFs found in
mammals include the Golgi-specific Brefeldin A-resistance
factor (GBF)™, and the Brefeldin A-inhibited GEF (BIG)
families™. Gealp/Gea2p expressed by . cerevisial®” and
GNOM expressed by Arabidepsis thaliana™ are GBF or-
thologs, while the Sec7p protein is the only BIG ortholog
characterized in yeastlzs’m. In mammalian cells, large Arf-
GEFs preferentially localize to the Golgi where they ac-
tivate Arf class I and II. The rapid and reversible BFA-
induced dislocation of the Golgi is due to inhibition of
Arf-GEF functions”, Over-expression of GBF™ or of
BIG" can overcome BFA-mediated Golgi disassembly.

Low-molecular weight GEFs: The best-characterized
small Arf-GEFs are proteins of the EFAG6, Brefeldin
A-Resistant Arf-GEFs (BRAG), and cytohesin families.
These proteins are insensitive to BFA. They are gener-
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ally cytosolic and are recruited to the plasma membrane
in activated cells””. Their central Sec7 domain is flanked
by other functional domains that contribute directly or
indirectly to the regulation of their activity. The Pleckstrin
Homology (PH) domain in the C-terminus interacts with
membrane PIP2/PIP3 and can be in part responsible for
small Arf-GEF translocation to membranes™. However,
the PH domain of the BRAG family members seems to
be insensitive to membrane PIPZ/PIP?)W]. The coiled-
coil (CC) domain in the C-terminus of EFAG or in the
N-terminus of cytohesin family Arf-GEFs allows the for-
mation of homodimers or of hetreodimers with other CC
domain-containing proteins. The BRAG family contains
an additional PDZ domain and IQ motifs”"*.

Small Arf-GEFs exhibit some preferences for Arf
family members due to substantial specificities in the Sec7
domain®, EFA6 catalyzes the GDP/GTP exchange ex-
clusively on Arf6 n vitro and in vive™. The other small Arf-
GEFs can activate all the Arfs i vitro or in vive depending
on the cellular context™,

Due to their distinct cellular localization, the roles
of small Arf-GEFs are different from those of the large
Arf-GEFs. EFAGD is ubiquitously expressed in mam-
mals, EFAGA is restricted to the brain and the intestinal
epithelium, and EFAGB to spleen, thymus, pancreas, and
) The EFAG family members regulate actin

B2 and polarization of the intestinal epi-
[43]

the placenta
remodelling
thelium by maintaining the integrity of tight junctions
The expression of BRAG2 is ubiquitous and that of
other BRAG family members is more restricted to the
nervous system (BRAG1/3)"*! In non-neuronal cells,
BRAG2 is localized in endosomes where it preferentially
activates Arf6"”"**!. BRAG2 inhibition results in a defect
in recycling to the cell surface of proteins such as inte-
grins[%l, which interferes with cell adhesion, transfertin
receptors, and E-cadherin*”.

Cytohesins (1-4) are found in vertebrates™, and their or-
thologs are expressed in flies™ and in amoebac™’. Though
in vitro cytohesins are more potent on Arf class 1", 7n vivo
they preferentially catalyze the GDP/GTP exchange on
Arf6™*. The expression of cytohesin-2/3 is ubiquitous
in mammalian cells, and that of cytohesin-1 is more
confined to leukocytes”™. Cytohesin-1 regulates integrin
functions in T cells™ dendritic cells™, monocyftes[53’54],
and neutrophils[%“r’”, which affect their capacity to ad-
here and migrate. In non immune cells cytohesins con-
trol the recycling to the cell surface of integrins[sg], and
GPCRs™*, Cytohesins interact with the insulin receptor
complex and regulate insulin-mediated signalling in mam-

mals”™"* and flies™.

INHIBITORS OF ADP-RIBOSYLATION
FACTOR ACTIVATION BY Sec7
PROTEINS

Inhibitors of the high-molecular weight Arf-GEFs
BFA: BFA causes Golgi collapse through inhibition

K
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of anterograde/retrograde transport between the ER
and the Golgi and induces tubulation of recycling en-
dosomes, which mix with the #ans-Golgi network ™,
BFA-induced effect is caused by inhibition of multiple
Golgi-associated GEFs that act on Arfs'™ mainly Arf
class I and II. Arfl recruits the coat protein COPI to
the ¢s-Golgi enabling ER-to-Golgi vesicle transport[()S].
Activation of Arfl and possibly of Arf5 by GBF1, a cis-
Golgi GEF regulates the association of COPI with ve-
sicular tubular clusters””. In contrast BIG1 and BIG2 lo-
calize to the #rans-Golgl where Arfl initiates the assembly
of AP-1/clathrin coat protein complexes[w]. BFA acts to
stabilize an abortive complex between the GEFs and Arf
in the GDP-bound form'", The exchange activity of cy-
tohesin-2 and of cytohesin-1 is not inhibited by BEA™"™.
Swapping the Sec7 domain of cytohesin-2 with Gea
proteins confers resistance to BFA"™. The determinant
of BFA sensitivity was analyzed by comparing the Sec7
domain of the yeast BFA-sensitive GEFs, Gealp/Gea2p
and Sec7p™™, and of bovine p200, also known as GBF1
in humans, with that of BFA-resistant GEFs!™"¥. The
sec7 residues Y095 of Gealp, D965 and M975 of Sec7p
were conserved in all BFA-sensitive GEFs whereas the
amino acids corresponding to F190, S198 and P208 in
the Sec7 domain of cytohesin-2 were found in BFA-
insensitive GEFs. Double substitutions F190Y/A191S or
$198D/P208M (S199D/P209M in cytohesin-1) are suf-
ficient for confering BFA sensitivity to the cytohesin-2
Sec7 domain"". These Sec7 residues that ate critical for
binding and stabilizing BFA in an abortive complex with
Arfl lie in a core region forming a direct interaction with
Arf1**7" Note that not all Golgi Arf-GEFs can make
a stable abortive complex with their preferred Arf sub-
strates. No abortive complex formation between GBF1
localized to the ERGIC and the «s-Golgi and Arf class
I that functions in ER-to-Golgi traffic was detected!”.

LM11: Virtual screening was initiated to discover small
inhibitors that fit in a pocket at the Arfl/cytohesin-2
Sec7 domain interface identified in the crystal structure
of the Arfl-GDP/cytohesin-2 complexm. The authors
characterized a compound, LM11, that targets the Arfl-
GDP/cytohesin-2 complex and acts as a non-competitive
inhibitor. Structure-activity analysis indicated that LM11
in the Arfl-GDP/cytohesin-2 complex interacts with
K38 in the switch 1 region of Arfl. Mutation of K38
renders Arfl insensitive to inhibition by LM11 while
Arf1™* activation by a BFA-sensitive Sec7 domain
remains sensitive to BEA™, Residues R152 and N201 of
the cytohesin-2 sec7 domain are conserved in several Arf-
GEFs and contribute to LM11 sensitivity. LM11 does
not distinguish between BFA-insensitive and sensitive
Arf-GEFs. Activation of Arfl and Arf5 by the Sec7
domain of BIG1 was LM11-sensitive 7 vitro. Similarly to
BFA, LM11 interferes with Arfl but not Atf6 activation
in vitro™*". LM11 inhibits Arfl in cells. Treatment of
MDCK cells with LM11 causes dispersion of cis-Golgi
markers, an effect that is reminiscent of GBF1 inhibition
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by BFA** and cytohesin-2-dependent rnigrationm]

Golgicide A: Golgicide A (GCA) was identified using a
high-throughput screen for small inhibitors that protect
cells from Shiga toxin toxicity[sﬂ. GCA disperses medial-
and ¢s-Golgi with rapid cytoplasmic redistribution of the
coat protein COPI™. The effect of GCA differs from
that of BFA in that the coat protein AP-1 and GGA3
remain associated with the #ans-Golgi network (TGN)
until the Golgi collapses. Dispersion of the coat protein
COPI but not of the TGN-associated coat protein
complexes suggests that GCA may target GBF1', The
morphological effects of GCA on medial- and cis-Golgi
were reminiscent of those caused by dominant-inactive
GBF1® and silencing of GBF1®™. Canine GBF1 is
naturally resistant to BFA due to leucine substitution for
methionine 832 within the Arf-binding site of GBF1%*",
M832L substitution in BFA-sensitive GBF1 renders
the GEF resistant to both BFA and GCA™, suggesting
that the binding site of GCA ovetlaps with that of BFA
within the GBF1-Arf1 interfacial region. Over-expression
of GBF1-M832L in GCA-sensitive cells protected
them from the morphological and functional effects of
the compound on the Golgi and on protein secretion,
respectively. As expected, treatment with GCA caused a
decrease in Arfl activation and over-expression of the
GBF1-mutant in cells reversed GCA effects on Arfl-
GTP levels™.

Replication of Hepatitis C virus (HCV) and of entero-
viruses depends on GBF1®"!, Treatment with GCA of
cells that support productive infection of viral particles
reduces HCV replication and interferes with the biogen-
esis of virions in an Arfl-dependent manner™. Tnactiva-
tion or silencing of Arfl redistributes viral proteins of the
replication complex from ER-like vesicular membranes to
the rims of lipid dropletsm. GCA reduces the RNA levels
of protein 3A of enterovirus poliovirus and coxsackievi-
rus B3™", a protein of the replication complex interact-
ing directly with GBF1. The effect of GCA on viral RNA
replication was countered by over-expressing GBF1 or
the GCA-resistant GBF1-M832L, further supporting the
dogma that GCA targets GBF1"™. This study suggests
that viral proteins of the replication cycle hijack GBF1
and reduce GBF1-induced Arf activation to support the
biogenesis of viral particles. GCA is more selective than
BFA to dissect molecular mechanisms of the HCV and

. . . 85,8
enterovirus replication cycles™*".

Exol: Exol was identified using a phenotypic screen
based on the export of the vesicular stomatitis glyco-
protein fused to GFP (VSVG-GFP) from the ER to
the Golgi[()”. Exol reproduces the effects of BFA such
as the tubulation and collapse of the Golgi®”. Though
Exo1 induces a rapid release of Arfl from the Golgi and
disappearance of COPI-coated vesicles, its effects differ
from those of BFA in that redistribution of the TGN-
associated coat proteins is delayed and the endocytic
pathways are not affected””. Unlike BFA and GCA"*,
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Exol does not interfere with the nucleotide exchange
activity of various Arf-GEFs on Arfl. Whether Exol has
a stimulatory effect on Arf-GAPs by interfering with the
assembly/stability of the COPI coat with the Arfl-GTP-
GAP complex requited for GTP hydrolysis or through

. . . 77,92
another mechanism remains to be clarified” .

Exo02: Exo2 was discovered using the imaging screen
described by Yarrow e al”"! to search for inhibitors of
the secretory pathway. In BSC1 and Vero cells Exo2 has
no significant effect on the integrity of the TGN or on
retrograde trafficking of cholera toxin from the plasma
membrane to the ER through the TGN The effect of
Ex02 is cell type specific since it disperses the TGN in
HeLa cells and retards trafficking of Shiga toxin to the
ER™. Unlike BFA Exo2 does not induce tubulation of
eatly endosomes and mixing with the TGN but disrupts
the COPI-dependent anterograde transport of VSVG-
GFP from the ER to the Golgi[77’92’931. Though the data
suggest that Exo2 interferes with the functions of Arfs
or Arf-GEFs localized to the ER-Golgi intermediate
compartment or the TGN, the targets of Exo2 remain
unknown. Exo2 reduces Arfl activation by the Sec7 do-
main of BIG1 but the effect is weak compared to BFA™,
Whether Arf activation by GBF1 is sensitive to Exo2
remains to be established.

LG186: Based on the 3D model structure of Sec7 do-
mains in complex with BFA®? Exo2 was used as a pro-
totype molecule to design an inhibitor of GBF 1% The
drug was engineered to fill a pocket overlapping the BFA
binding site at the interface between the Sec7 domain of
GBF1 and Arfl-GDP™". Though L.G186 slightly inhib-
ited the exchange activity of the Sec7 domain of BIG1
compared to BFA in vitro, demonstration that LG186 is
an inhibitor of GBF1 was not convincinglgsj. Neverthe-
less, cells treatment with 1.G186 reduces Atf activation,
induces dissociation of the COPI vesicle coat from the
Golgi and accumulation of GBF1 on the ER-Golgi inter-
mediate membrane compartment as described for BFA!?
and for GCA™. An interesting property of LG186 is the
inhibition of canine GBF1 activity which is insensitive
to inhibition by BFA and GCAP* due to a methionine
substitution in its Sec7 domain. Characterization of
LG186 as a selective GBF1 inhibitor awaits further con-
firmation.

Inhibitors of the low-molecular weight Arf-GEFs

RNA Aptamers M69 and K61: RNA aptamers are
nucleic acid species that have the capacity to bind specifi-
cally to target proteins with high affinity and to intetfere
with their functions 7z vive and in vitro. RNA aptamers
are identified using a technical procedure named SELEX
(systematic evolution of ligands by exponential enrichment)
which consist of tepeated rounds of 7 witro selection by
screening the affinities of large RNA libraries for a spe-
cific target””. Famulok and colleagues used recombinant
cytohesin-1"" and cytohesin-2""" as baits to identify bind-
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ing partners from libraries containing 10" and 10" RNA
aptamers, respectively.

The M69 RNA aptamer was reported to interact with
full-length cytohesin-1 and to target the Sec7 domain but
not the PH or the C-terminal domains of cytohesin-1"",
In vitro, M69 inhibited GDP/GTP exchange on Arfl
catalyzed by full-length cytohesin-1 and cytohesin-2 or
their Sec7 domains, but not that stimulated by the large
Arf-GEF Gea2, thereby demonstrating specificity for the
cytohesin family””. A vaccinia virus-based intramer ex-
pression system was used to allow expression of the M69
RNA aptamer in mammalian cells. Over-expression of
MG69 in Jurkat cells inhibited adhesion to the integrin li-
gand ICAM-1 and impacted cell morphology by affecting
actin cytoskeleton remodelling[97]. These in vivo effects of
MG69 are reminiscent of those described for catalytically
inactive cytohesin-1 on Jurkat cell adhesion™ and spread-
ing[loﬂ].

Another RNA aptamer, K61, discriminating cytohes-
in-2 from cytohesin-1, was also identified by the group
of Dr Famulok"™, K61 RNA aptamer binds more tightly
to CC-Sec7 (Ka = 400 nmol/L) than to Sec7 alone (Ka
= 800 nmol/L) or to Sec7-PH (Ka = 1000 nmol/L) do-
mains of cytohesin-1, but is capable of inhibiting nucle-
otide exchange on Arfl catalyzed by cytohesin-2 7 vitro.
When used to transfect Hel.a cells, both the K61 RNA
aptamer and cytohesin-2 siRNA, but not the cytohesin-1
siRNA, markedly decreased serum-induced ERK phos-
phorylation and serum-mediated transcriptional activa-
tion™. Of note, targeting the CC domain of cytohesin-2
with aptamer K61 has the same inhibitory effect as that
of the GEF-deficient E156K mutant of cytohesin-2 on
serum-mediated transcriptional activation. Though an
indirect effect of aptamer K61 on Arf activation due to
miss-localisation of cytohesin-2 through inhibition of
protein interaction with cellular partners other than Arfs
cannot be excluded, another study showed a role for cy-
tohesin-2 and Arf6 activation in GPCR-mediated signal-
ling through the ERK/MAP kinase pathwayﬂm].

Sec? inhibitor H3: Inhibitory RNA aptamers were sub-
sequently used to screen libraries for small molecules
that could displace the binding of fluorescent M69 RINA
aptamer from the cytohesin-1 Sec7 domain and act as
inhibitors of cytohesins™. One of the cell permeable in-
hibitors, named Sec7 inhibitor H3 (secinH3), was found
to bind to and to inhibit the GEF activity of cytohesin-1,
-2, and -3, and steppke, an insect ortholog for cytohes-
ins"™*”. The affinity of secinH3 for other Arf-GEFs such
as EFAG was very low and their nucleotide exchange
activity was not inhibited by this compoundm. Cell treat-
ment with a high concentration of secinH3 does not
disrupt the Golgi, contrary to a low dose of BFA, which
precludes a role for cytohesins in maintaining Golgi mor-
phology[“]. Feeding mice with secinH3 resulted in hepatic
insulin resistance’® and insulin-induced signalling is dis-
rupted in flies fed with secinH3™, Treatment of HepG2
hepatocytes with secinH3 abrogates the association of

K

;guamﬁ.,g@ WJP | www.wjgnet.com

59

cytohesins and Arf6 with the insulin-receptor complex[“].

More recently, secinH3 was reported to inhibit glucose-
stimulated insulin secretion in cultivated rat and human
B pancreatic cells through inhibition of the cytohesin-2/
Arf6 signalling axis and downstream activation of Racl
and Cdc42!"”

The valproic acid-induced neurite outgrowth in
N1E-115 neuroblastoma cells, which involves cytohe-
sin-2 and downstream activation of Atf6, was reversed by
treatment with secinH3"", Similarly secinH3 interferes
with preadipocyte 3T3-L1 cell migration through inhibi-
tion of the cytohesin-2/Arf6 signalling axis"™. SecinH3
was also reported to inhibit the growth of human lung
cancer cells through inhibition of cytohesin-2-mediated
autophosphorylation of ERB receptors, but indepen-
dently of cytohesin-2-induced Arf activation™,

SecinH3 inhibits several human neutrophil functions
such as degranulation and superoxide anion production
via the regulation of the cytohesin-1-Arf6-PLD signalling
axis”". Cytohesin-1 was first characterized as a regulator
of B-2 integrin-dependent adhesion through direct inter-
action with LFA-1"". As anticipated, secinH3 inhibited
activation of the -2 integrin LFA-1 in neutrophils[ss].
Adhesion of Jurkat T cells to the specific -2 integrin
substrate ICAM-1""" and ICAM-1-dependent adhe-
sion of neutrophils to endothelial cells™ were inhibited
by secinH3. Though secinH3 inhibits the function of
LFA-1, we reported that secinH3 activates Mac-1, anoth-
er neutrophil §-2 integrin, and stimulates Mac-1-depen-
dent responses such as migration, adhesion to fibrinogen
and phagocytosism. SecinH3 was also reported to regu-
late the internalization of -1 integrins in mammalian
cells™,

Using secinH3 as a template, virtual screening of a
libraty of small chemicals led to the discovery of more
potent inhibitors of cytohesin-1 such as secin16, secin69,
secin132"" and secinB7""". Secin16 and secinB7 were up
to 10-fold and 26-fold more potent in inhibiting nucleo-
tide exchange on Arfl catalyzed by cytohesin when com-
pared to secinH3, respectively. SecinH3, as well as lower
concentrations of secinl6 or secinB7, markedly reduced
the proliferation of PC9 cells""”.

TARGETING ADP-RIBOSYLATION
FACTORS FOR ANTICANCER AND ANTI-
INFLAMATORY THERAPIES

Recent evidence indicates that the dynamics of B2 in-
tegrin activation and of other neutrophil functional
responses are controlled by Arf6 GDP-GTP cycling,
which is regulated by the Arf6-GEF cytohesin—l[ssm, and
ARAP3"™ 2 dual GAP for Arf6 and RhoA. Therefore,

the use of small inhibitors of cytohesin-1 causing down

regulation of Arf6 may be a therapeutic option in auto-
immune diseases to prevent tissue damage and inflamma-
tion associated with excessive neutrophil responses.

Arf6 is highly expressed in some breast carcino-
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Table 1 Targets and effects of the ADP-ribosylation factor inhibitors

Inhibitor Arf regulators Arf Phenotype/function Cell type
Brefeldin A GBF1 Arfl Tubulation and collapse of Golgi apparatus Mammalian cells
Gealp/2p Arf5
Sec7p Arflp  Inhibition of protein secretion Yeast
LM11 Cytohesin-2  Arfl Dispersion of Golgi markers MDCK cells
BIG1 Arf5 Inhibition of migration
Golgicide A GBF1 Arfl Protection from Shiga toxin toxicity Mammalian cells
Dispersion of cis- and medial-Golgi
Inhibition of protein secretion
Inhibition of viral replication:
(hepatitis C virus; enteroviruses; poliovirus; coxsackievirus)
EXO1 ArfGAPs Arfl Tubulation, collapse of Golgi Mammalian cells
EXO2 BIG1 Arfl Dispersion of the trans-Golgi network HelLa cells
Interfere with shiga toxin trafficking to the endoplasmic reticulum
LG186 BIG1 Arfl Dissociation of COP I vesicles from the Golgi HelLa cells
GBF1
M69 aptamer  Cytohesin-1 ~ Arfl Actin remodelling Jurkat T cells
Cytohesin-2 Inhibition of adhesion
K61 aptamer ~ Cytohesin-1 ~ Arfl Inhibition of serum-induced ERK MAP Kinase activation HelLa cells
Cytohesin-2
SecinH3 Cytohesin-1 ~ Arfl Insulin resistance HepG2 cells; rat and
Cytohesin-2  Arf6 human f pancreatic cells
Cytohesin-3 Inhibition of superoxide anion production Neutrophils
Inhibition of degranulation
Activation of Mac-1-dependent adhesion, phagocytosis and migration
Inhibition of LFA-1 dependent adhesion
Inhibition of migration 3T3-L1 cells
Inhibition of neuritis outgrowth N1E-115 neublastoma cells
Regulation of B-1 integrin internalization and of B-1 integrin-dependent adhesion =~ HelLa cells
Steppke Insulin resistance Fly cells

Arf: ADP-ribosylation factor; GBF: Golgi-specific Brefeldin A-resistance factor; BIG: Brefeldin A-inhibited GEF.

mas'"”, glioma cell lines'"'

cancers' . Several studies have correlated the levels of
Arf6 protein expression with increased cell motility“lOJ
and the invasive phenotype[109’110’112]. The invasive capacity
and the metastatic behavior of cancer cells are under the
control of Arfe!""”, Silencing of Arf6 or expression of
dominant negative mutants reduces cancer cell motility
and invasion"”""*"*'" Tn addition to enhanced expres-
sion of Arf6, aberrant functions of regulators of Arfs
(including subsets of Arf-GEFs and Arf-GAPs) have
also been associated with the invasive and metastatic phe-
notype of cancer cells". The expression of GEP100/
BRAG2 (an Arf-GEF for Arf6) is increased in invasive
breast carcinoma compared to non-invasive breast tu-
mors!""”. The recruitment of GEP100 to EGF receptors
in breast cancer cells activates Arf6 and stimulates cell
invasion""”. As previously reported for Arf6 in breast
s silencing of GEP100 reduces the invasive
and metastatic phenotypes of these breast cancer cells' .
Elevated expression of EFAG, another Arf6-GEF, re-
cently reported in low and high-grade glioma tissues, has
also been linked to cell invasiveness' . Although there is
no available inhibitor of Arf6 activation by GEP100 or
EFAGA, the proof of concept that small-inhibitors of
Arf-GEFs could be used for cancer therapeutics is now
emerging[114]. Depending on the cellular context the selec-
tive inhibition of Arf6-GEFs may block cell morjlitymj,

U as well as in primary lung

carcinomas
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invasion and metastasis whereas targeting Arfl1-GEFs
would induce inhibition of cancer cell growth""”.,

CONCLUSION

The availability of inhibitors of Arfs with selectivity
for individual BFA-sensitive Arf-GEFs localized to the
Golgi were instrumental to understanding the spatiotem-
poral activation and function of Golgi-associated Arfs in
anterograde (ER-to-Golgi) and retrograde (Golgi-to-ER)
transport mechanisms in cells. Inhibitors that target the
BFA-insensitive pathways have been developed (Table 1).
However these inhibitors are specific for the cytohesin
family of Arf-GEFs and cannot be used to discriminate
between the Arf pathways regulated by cytohesin-1, cy-
tohesin-2 or cytohesin-3. Though there is no inhibitor
for the BRAG family of Arf-GEFs, several proofs of
principle indicate that Arf-GEFs are druggable targets
in vivo and that the design of compounds targeting the
Arf/Arf-GEF complexes could yield inhibitors with
potential for development into anti-cancer and anti-
inflammatory drugs.
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Name of journal
World Journal of Pharmacology

ISSN
ISSN 2220-3192 (online)

Editor-in-Chief

Geoffrey Burnstock, PhD, DSc, FAA, FRCS(Hon), FRCP (Hon),
FmedSci, FRS, Professor, Autonomic Neuroscience Centre, Univer-
sity College Medical School, Royal Free Campus, Rowland Hill Street,
London NW3 2PF, United Kingdom
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Published by
Baishideng Publishing Group Co., Limited

SPECIAL STATEMENT

All articles published in this journal represent the viewpoints of the
authors except where indicated otherwise.

Biostatistical editing

Statistical review is performed after peer review. We invite an ex-
pert in Biomedical Statistics to evaluate the statistical method used
in the papet, including #test (group or paired comparisons), chi-
squared test, Ridit, probit, logit, regression (linear, curvilinear, or
stepwise), correlation, analysis of variance, analysis of covariance,
ete. The reviewing points include: (1) Statistical methods should
be described when they are used to verify the results; (2) Whether
the statistical techniques are suitable or correct; (3) Only homoge-
neous data can be averaged. Standard deviations are preferred to
standard errors. Give the number of observations and subjects ().
Losses in observations, such as drop-outs from the study should be
reported; (4) Values such as ED50, LD50, IC50 should have their
95% confidence limits calculated and compared by weighted probit
analysis (Bliss and Finney); and (5) The word ‘significantly’ should
be replaced by its synonyms (if it indicates extent) or the P value (if
it indicates statistical significance).

Conflict-of-interest statement

In the interests of transparency and to help reviewers assess any po-
tential bias, IWJP requires authors of all papers to declare any compet-
ing commercial, personal, political, intellectual, or religious interests
in relation to the submitted work. Referees are also asked to indi-
cate any potential conflict they might have reviewing a particular
papet. Before submitting, authors are suggested to read “Uniform
Requirements for Manuscripts Submitted to Biomedical Journals:
Ethical Considerations in the Conduct and Reporting of Research:
Conflicts of Interest” from International Committee of Medical
Journal Editors (ICMJE), which is available at: http://wwwicmje.
otg/ethical_4conflicts.html.

Sample wording: [Name of individual] has received fees for serv-
ing as a speaker, a consultant and an advisory board member for [names
of organizations], and has received research funding from [names of
organization|. [Name of individual] is an employee of [name of or-
ganization|. [Name of individual] owns stocks and shates in [name of
organization]. [Name of individual] owns patent [patent identification
and brief description].

Statement of informed consent

Manuscripts should contain a statement to the effect that all human
studies have been reviewed by the appropriate ethics committee or it
should be stated clearly in the text that all persons gave their informed
consent ptior to their inclusion in the study. Details that might disclose
the identity of the subjects under study should be omitted. Authors
should also draw attention to the Code of Ethics of the World Medi-
cal Association (Declaration of Helsinki, 1964, as revised in 2004).

Statement of human and animal rights
When reporting the results from experiments, authors should follow
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the highest standards and the trial should conform to Good Clini-
cal Practice (for example, US Food and Drug Administration Good
Clinical Practice in FDA-Regulated Clinical Trials; UK Medicines
Research Council Guidelines for Good Clinical Practice in Clini-
cal Trials) and/or the Wotld Medical Association Declaration of
Helsinki. Generally, we suggest authors follow the lead investigator’
s national standard. If doubt exists whether the research was con-
ducted in accordance with the above standards, the authors must
explain the rationale for their approach and demonstrate that the
institutional review body explicitly approved the doubtful aspects of
the study.

Before submitting, authors should have their study approved by
the relevant research ethics committee or institutional review board. If
human participants were involved, manuscripts must be accompanied
by a statement that the experiments were undertaken with the under-
standing and appropriate informed consent of each participant. Any
personal item or information will not be published without explicit
consents from the involved patients. If experimental animals were
used, the materials and methods (experimental procedures) section
must clearly indicate that appropriate measures were taken to minimize
pain or discomfort, and details of animal care should be provided.

SUBMISSION OF MANUSCRIPTS

Manuscripts should be typed in 1.5 line spacing and 12 pt. Book
Antiqua with ample margins. Number all pages consecutively, and
start each of the following sections on a new page: Title Page, Ab-
stract, Introduction, Materials and Methods, Results, Discussion,
Acknowledgements, References, Tables, Figures, and Figure Leg-
ends. Neither the editors nor the publisher are responsible for the
opinions expressed by contributors. Manuscripts formally accepted
for publication become the permanent property of Baishideng
Publishing Group Co., Limited, and may not be reproduced by any
means, in whole or in part, without the written permission of both
the authors and the publisher. We reserve the right to copy-edit and
put onto our website accepted manuscripts. Authors should follow
the relevant guidelines for the care and use of laboratory animals
of their institution or national animal welfare committee. For the
sake of transpatency in regard to the performance and reporting of
clinical trials, we endorse the policy of the ICMJE to refuse to pub-
lish papers on clinical trial results if the trial was not recorded in a
publicly-accessible registry at its outset. The only register now avail-
able, to our knowledge, is http://www.clinicaltrials.gov sponsored
by the United States National Library of Medicine and we encour-
age all potential contributors to register with it. However, in the case
that other registers become available you will be duly notified. A
letter of recommendation from each author’s organization should
be provided with the contributed article to ensure the privacy and
secrecy of research is protected.

Authors should retain one copy of the text, tables, photo-
graphs and illustrations because rejected manuscripts will not be
returned to the author(s) and the editors will not be responsible
for loss or damage to photographs and illustrations sustained dur-
ing mailing,

Online submissions

Manuscripts should be submitted through the Online Submission
System at: http://www.wignet.com/esps/. Authors are highly rec-
ommended to consult the ONLINE INSTRUCTIONS TO AU-
THORS (http://wwwwignet.com/2220-3192/g_info_20100722180909.
htm) before attempting to submit online. For assistance, authors
encountering problems with the Online Submission System may
send an email desctibing the problem to wjpharmaco@wignet.com,
or by telephone: +86-10-85381891. If you submit your manusctipt
online, do not make a postal contribution. Repeated online submis-
sion for the same manuscript is strictly prohibited.

MANUSCRIPT PREPARATION

All contributions should be written in English. All articles must be
submitted using word-processing software. All submissions must be
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typed in 1.5 line spacing and 12 pt. Book Antiqua with ample mar-
gins. Style should conform to our house format. Required informa-
tion for each of the manuscript sections is as follows:

Title page
Title: Title should be less than 12 words.

Running title: A short running title of less than 6 words should be
provided.

Authorship: Authorship credit should be in accordance with the
standard proposed by ICMJE, based on (1) substantial contribu-
tions to conception and design, acquisition of data, or analysis and
interpretation of data; (2) drafting the article or revising it critically
for important intellectual content; and (3) final approval of the ver-
sion to be published. Authors should meet conditions 1, 2, and 3.

Institution: Author names should be given first, then the complete
name of institution, city, province and postcode. For example, Xu-
Chen Zhang, Li-Xin Mei, Department of Pathology, Chengde
Medical College, Chengde 067000, Hebei Province, China. One au-
thor may be represented from two institutions, for example, George
Sgourakis, Department of General, Visceral, and Transplantation
Surgery, Essen 45122, Germany; George Sgourakis, 2nd Surgical
Department, Korgialenio-Benakio Red Cross Hospital, Athens
15451, Greece

Author contributions: The format of this section should be:
Author contributions: Wang CL and Liang L. contributed equally
to this work; Wang CL, Liang L, Fu JE Zou CC, Hong F and Wu
XM designed the research; Wang CL, Zou CC, Hong F and Wu
XM performed the research; Xue JZ and Lu JR contributed new
reagents/analytic tools; Wang CL, Liang L and Fu JF analyzed the
data; and Wang CL, Liang I and Fu JF wrote the paper.

Supportive foundations: The complete name and number of sup-
portive foundations should be provided, e.g. Supported by National
Natural Science Foundation of China, No. 30224801

Correspondence to: Only one corresponding address should be
provided. Author names should be given first, then author title, af-
filiation, the complete name of institution, city, postcode, province,
country, and email. All the letters in the email should be in lower
case. A space interval should be inserted between country name and
email address. For example, Montgomery Bissell, MD, Professor of
Medicine, Chief, Liver Center, Gastroenterology Division, Universi-
ty of California, Box 0538, San Francisco, CA 94143, United States.
montgomery.bissell@ucsf.edu

Telephone and fax: Telephone and fax should consist of +, coun-
try number, district number and telephone or fax number, e.g. Tele-
phone: +86-10-85381891 Fax: +86-10-85381893

Peer reviewers: All articles received are subject to peer review.
Normally, three experts are invited for each article. Decision for
acceptance is made only when at least two experts recommend
an article for publication. Reviewers for accepted manuscripts are
acknowledged in each manuscript, and reviewers of articles which
were not accepted will be acknowledged at the end of each issue.
To ensure the quality of the articles published in IW]P, reviewers of
accepted manuscripts will be announced by publishing the name,
title/position and institution of the reviewer in the footnote ac-
companying the printed article. For example, reviewers: Professor
Jing-Yuan Fang, Shanghai Institute of Digestive Disease, Shanghai,
Affiliated Renji Hospital, Medical Faculty, Shanghai Jiaotong Uni-
versity, Shanghai, China; Professor Xin-Wei Han, Department of
Radiology, The First Affiliated Hospital, Zhengzhou University,
Zhengzhou, Henan Province, China; and Professor Anren Kuang,
Department of Nuclear Medicine, Huaxi Hospital, Sichuan Univer-
sity, Chengdu, Sichuan Province, China.
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Instructions to authors

Abstract

There are unstructured abstracts (no less than 256 words) and
structured abstracts (no less than 480). The specific requirements
for structured abstracts ate as follows:

An informative, structured abstracts of no less than 480 words
should accompany each manuscript. Abstracts for original contri-
butions should be structured into the following sections. AIM (no
more than 20 words): Only the purpose should be included. Please
wtite the aim as the form of “To investigate/study/...; MATERI-
ALS AND METHODS (no less than 140 words); RESULTS (no
less than 294 words): You should present P values where appropri-
ate and must provide relevant data to illustrate how they were ob-
tained, e.g. 6.92 + 3.86 25 3.61 + 1.67, P < 0.001; CONCLUSION (no
more than 26 words).

Key words
Please list 5-10 key words, selected mainly from Index Medicus, which
reflect the content of the study.

Text

For articles of these sections, original articles and brief articles, the
main text should be structured into the following sections: INTRO-
DUCTION, MATERIALS AND METHODS, RESULTS and
DISCUSSION, and should include appropriate Figures and Tables.
Data should be presented in the main text or in Figures and Tables,
but not in both. The main text format of these sections, editorial,
topic highlight, case report, letters to the editors, can be found at:
http:/ /www.wignet.com/2220-3192/g_info_20100725072755.htm.

1llustrations

Figures should be numbered as 1, 2, 3, ex., and mentioned cleatly
in the main text. Provide a brief title for each figure on a sepa-
rate page. Detailed legends should not be provided under the
figures. This part should be added into the text where the figures
are applicable. Figures should be either Photoshop or Illustra-
tor files (in tiff, eps, jpeg formats) at high-resolution. Examples
can be found at: http://www.wjgnet.com/1007-9327/13/4520.
pdf; http://www.wijgnet.com/1007-9327/13/4554.pdf; http://
www.wjgnet.com/1007-9327/13/4891.pdf; http://www.
wijgnet.com/1007-9327/13/4986.pdf; http://www.wjgnet.
com/1007-9327/13/4498.pdf. Keeping all elements compiled is
necessary in line-art image. Scale bars should be used rather than
magnification factors, with the length of the bar defined in the leg-
end rather than on the bar itself. File names should identify the fig-
ure and panel. Avoid layering type directly over shaded or textured
areas. Please use uniform legends for the same subjects. For exam-
ple: Figure 1 Pathological changes in atrophic gastritis after treat-
ment. A: ..; B .5 Gy De s Er L Bl Gr Lt Tt s our principle
to publish high resolution-figures for the printed and E-versions.

Tables

Three-line tables should be numbered 1, 2, 3, e¢#., and mentioned
cleatly in the main text. Provide a brief title for each table. Detailed
legends should not be included under tables, but rather added into
the text where applicable. The information should complement,
but not duplicate the text. Use one horizontal line under the title, a
second under column heads, and a third below the Table, above any
footnotes. Vertical and italic lines should be omitted.

Notes in tables and illustrations

Data that are not statistically significant should not be noted. *P <
0.05,"P < 0.01 should be noted (P > 0.05 should not be noted). If
there are other series of P values, ‘P < 0.05 and “P < 0.01 are used.
A third seties of P values can be expressed as ‘P < 0.05 and P <0.01.
Other notes in tables or under illustrations should be expressed as
'E, °F, ’F; or sometimes as other symbols with a superscript (Arabic
numerals) in the upper left corner. In a multi-curve illustration, each
curve should be labeled with ® o, m, O, A, /\, ez., in a certain se-
quence.
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Acknowledgments

Brief acknowledgments of persons who have made genuine con-
tributions to the manuscript and who endorse the data and conclu-
sions should be included. Authors are responsible for obtaining
written permission to use any copyrighted text and/or illustrations.

REFERENCES

Coding system

The author should number the references in Arabic numerals ac-
cording to the citation order in the text. Put reference numbers in
square brackets in superscript at the end of citation content or after
the cited author’s name. For citation content which is part of the
narration, the coding number and square brackets should be typeset
normally. For example, “Crohn’s disease (CD) is associated with
increased intestinal permeability!?”, Tf references are cited directly
in the text, they should be put together within the text, for example,
“Prom references””*Y, we know that...”

When the authors write the references, please ensure that the
order in text is the same as in the references section, and also ensutre
the spelling accuracy of the first author’s name. Do not list the same
citation twice.

PMID and DOI

Pleased provide PubMed citation numbers to the reference list, e.g.
PMID and DOI, which can be found at http://www.ncbi.nlm.nih.
gov/sites/entrez?db=pubmed and http://www.crossref.org/Sim-

pleTextQuery/, respectively. The numbers will be used in E-version
of this journal.

Style for journal references

Authors: the name of the first author should be typed in bold-faced
letters. The family name of all authors should be typed with the ini-
tial letter capitalized, followed by their abbreviated first and middle
initials. (For example, Lian-Sheng Ma is abbreviated as Ma LS, Bo-
Rong Pan as Pan BR). The title of the cited article and italicized
journal title (journal title should be in its abbreviated form as shown
in PubMed), publication date, volume number (in black), start page,
and end page [PMID: 11819634 DOI: 10.3748/wjg.13.5396].

Style for book references

Authors: the name of the first author should be typed in bold-faced
letters. The surname of all authors should be typed with the initial
letter capitalized, followed by their abbreviated middle and first
initials. (For example, Lian-Sheng Ma is abbreviated as Ma LS, Bo-
Rong Pan as Pan BR) Book title. Publication number. Publication
place: Publication press, Year: start page and end page.

Format

Journals

English journal article (list all anthors and include the PMID where applicable)

1 Jung EM, Clevert DA, Schreyer AG, Schmitt S, Rennert J,
Kubale R, Feuerbach §, Jung E Evaluation of quantitative con-
trast harmonic imaging to assess malignancy of liver tumors:
A prospective controlled two-center study. World | Gastroenterol
2007; 13: 6356-6364 [PMID: 18081224 DOI: 10.3748/wjg13.
63506]

Chinese journal article (list all anthors and include the PMID where applicable)

2 Lin GZ, Wang X7, Wang P, Lin |, Yang FD. Immunologic
effect of Jianpi Yishen decoction in treatment of Pixu-diar-
rhoea. Shijie Huaren Xiaohua Zazhi 1999; 7: 285-287

In press

3 Tian D, Araki H, Stahl E, Bergelson J, Kreitman M. Signature
of balancing selection in Arabidopsis. Proc Natl Acad Sci USA
20006; In press

Organization as author
Diabetes Prevention Program Research Group. Hyperten-
sion, insulin, and proinsulin in participants with impaired glucose
tolerance. Hypertension 2002; 40: 679-686 [PMID: 12411462
PMCID:2516377 DOI:10.1161/01.HYP.0000035706.28494.
09]
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Both personal anthors and an organization as anthor

5  Vallancien G, Emberton M, Harving N, van Moorselaar RJ;
Alf-One Study Group. Sexual dysfunction in 1, 274 European
men suffering from lower urinary tract symptoms. | Uro/
2003; 169: 2257-2261 [PMID: 12771764 DOI1:10.1097/01.ju.
0000067940.76090.73]

No anthor given

6 21st century heart solution may have a sting in the tail. BM]
2002; 325: 184 [PMID: 12142303 DOI:10.1136/bm;j.325.
7357.184]

Volume with supplement

7 Geraud G, Spierings EL, Keywood C. Tolerability and safety
of frovatriptan with short- and long-term use for treatment
of migraine and in comparison with sumatriptan. Headache
2002; 42 Suppl 2: $93-99 [PMID: 12028325 DOI1:10.1046/
j.1526-4610.42.52.7 X]

Issue with no volume

8  Banit DM, Kaufer H, Hartford JM. Intraoperative frozen
section analysis in revision total joint arthroplasty. Clin Orthep
Relat Res 2002; (401): 230-238 [PMID: 12151900 DOI:10.10
97,/00003086-200208000-00026]

No volume or issue

9 Outreach: Bringing HIV-positive individuals into care. HRSA
Careaction 2002; 1-6 [PMID: 12154804|

Books

Personal anthor(s)

10 Sherlock S, Dooley J. Diseases of the liver and billiary system.
9th ed. Oxford: Blackwell Sci Pub, 1993: 258-296

Chapter in a book (list all anthors)

11 Lam SK. Academic investigatot’s perspectives of medical
treatment for peptic ulcer. In: Swabb EA, Azabo S. Ulcer
disease: investigation and basis for therapy. New York: Marcel
Dekker, 1991: 431-450

Author(s) and editor(s)

12 Breedlove GK, Schorfheide AM. Adolescent pregnancy.
2nd ed. Wieczorek RR, editor. White Plains (NY): March of
Dimes Education Services, 2001: 20-34

Conference proceedings

13 Harnden P, Joffe JK, Jones WG, editors. Germ cell tumours V.
Proceedings of the 5th Germ cell tumours Conference; 2001
Sep 13-15; Leeds, UK. New York: Springer, 2002: 30-56

Conference paper

14  Christensen S, Oppacher F. An analysis of Koza's computa-
tional effort statistic for genetic programming, In: Foster JA,
Lutton E, Miller J, Ryan C, Tettamanzi AG, editors. Genetic
programming. EuroGP 2002: Proceedings of the 5th Euro-
pean Conference on Genetic Programming; 2002 Apr 3-5;
Kinsdale, Ireland. Berlin: Springer, 2002: 182-191

Electronic journal (list all authors)

15 Morse SS. Factors in the emergence of infectious diseases.
Emerg Infect Dis serial online, 1995-01-03, cited 1996-06-05;
1(1): 24 screens. Available from: URL: http://www.cde.gov/
ncidod/eid/index.htm

Patent (list all authors)

16 Pagedas AC, inventor; Ancel Surgical R&D Inc., assignee.
Flexible endoscopic grasping and cutting device and positioning
tool assembly. United States patent US 20020103498. 2002 Aug 1

Statistical data
Write as mean * SD or mean *+ SE.

Statistical expression

Express 7 test as 7 (in italics), I test as F (in italics), chi square test as
3’ (in Greek), related coefficient as 7 (in italics), degree of freedom
as v (in Greek), sample number as # (in italics), and probability as P (in
italics).

Units

Use SI units. For example: body mass, m (B) = 78 kg; blood pres-
sure, p (B) = 16.2/12.3 kPa; incubation time, t (incubation) = 96 h,
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blood glucose concentration, ¢ (glucose) 6.4 £ 2.1 mmol/L; blood
CEA mass concentration, p (CEA) = 8.6 24.5 ug/L; CO, volume
fraction, 50 mL/L CO,, not 5% CO,; likewise for 40 g/L formal-
dehyde, not 10% formalin; and mass fraction, 8 ng/g, efe. Arabic
numerals such as 23, 243, 641 should be read 23243 641.

The format for how to accurately write common units and
quantums can be found at: http://www.wjgnet.com/2220-3192/
g_info_20100725073806.htm.

Abbreviations

Standard abbreviations should be defined in the abstract and on
first mention in the text. In general, terms should not be abbrevi-
ated unless they are used repeatedly and the abbreviation is helpful
to the reader. Permissible abbreviations are listed in Units, Symbols
and Abbreviations: A Guide for Biological and Medical Editors and
Authors (Ed. Baron DN, 1988) published by The Royal Society of
Medicine, London. Certain commonly used abbreviations, such as
DNA, RNA, HIV, LD50, PCR, HBV, ECG, WBC, RBC, CT, ESR,
CSE, IgG, ELISA, PBS, ATP, EDTA, mAb, can be used directly
without further explanation.

Italics

Quantities: 7 time or temperature, ¢ concentration, 4 area, /length,
m mass, 17 volume.

Genotypes: gyrA, arg 1, ¢ mye, ¢ fos, ete.

Restriction enzymes: EcoRl, Hindl, BawHI, Kbo 1, Kpn 1, ete.

Biology: H. pylori, E coli, ete.

Examples for paper writing
Editorial: http:/ /wwwiwjgnet.com/2220-3192/g_info_20100725071
851.htm

Frontier: http:/ /wwwwijgnet.com/2220-3192/g_info_20100725071
932.htm

Topic highlight: http:/ /wwwwijgnet.com/2220-3192/¢_info_20100
725072121 . htm

Obsetvation: http:/ /wwwwijgnet.com/2220-3192/¢_info_20100725
072232.htm

Guidelines for basic research: http://wwwwijgnet.com/2220-3192/
g info_20100725072344.htm

Guidelines for clinical practice: http:/ /wwwwijgnet.com/2220-319
2/g_info_20100725072543.htm

Review: http:/ /wwwwignet.com/2220-3192/¢_info_201007250726
56.htm

Original articles: http:/ /wwwwijgnet.com/2220-3192/g_info_2010
0725072755.htm

Brief articles: http://www.wjgnet.com/2220-3192/¢_info_2010072
5072920.htm

Case report: http:/ /www.wignet.com/2220-3192/g_info_20100725
073015.htm

Letters to the editor: http://www.wjgnet.com/2220-3192/¢_info_2
0100725073136.htm

Book reviews: http://wwwwijgnet.com/2220-3192/g_info_2010072
5073214.htm
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Guidelines: http:/ /www.wignet.com/2220-3192/¢_info_201007250
73300.htm

SUBMISSION OF THE REVISED MANUSCRIPTS
AFTER ACCEPTED

Please revise your article according to the revision policies of WJP.
The revised version including manuscript and high-resolution image
figures (if any) should be re-submitted online (http://www.wjgnet.
com/2220-31920ffice/). The author should send the copyright
transfer letter, responses to the reviewers, English language Grade B
certificate (for non-native speakers of English) and final manuscript
checklist to wjpharmaco@wijgnet.com.

Language evaluation

The language of a manuscript will be graded before it is sent for
revision. (1) Grade A: priority publishing; (2) Grade B: minor lan-
guage polishing; (3) Grade C: a great deal of language polishing
needed; and (4) Grade D: rejected. Revised articles should reach
Grade A or B.

Copyright assignment form
Please download a Copytight assignment form from http://www.
wjgnet.com/2220-3192/¢_info_20100725073726.htm.

Responses to reviewers

Please tevise your article according to the comments/suggestions
provided by the reviewers. The format for responses to the reviewers’
comments can be found at: http://www.wignet.com/2220-3192/
g _info_20100725073445.htm.

Proof of financial support
For paper supported by a foundation, authors should provide a
copy of the document and serial number of the foundation.

Links to documents related to the manuscript

WP will be initiating a platform to promote dynamic interactions
between the editors, peer reviewers, readers and authors. After a
manuscript is published online, links to the PDF version of the
submitted manuscript, the peer-reviewers’ report and the revised
manuscript will be put on-line. Readers can make comments on
the peer reviewer’s report, authors’ responses to peer reviewers,
and the revised manuscript. We hope that authors will benefit from
this feedback and be able to revise the manuscript accordingly in a
timely manner.

Science news releases

Authors of accepted manuscripts are suggested to write a science
news item to promote their articles. The news will be released rap-
idly at EurckAlert/AAAS (http://www.eurckalert.org). The title for
news items should be less than 90 characters; the summary should
be less than 75 words; and main body less than 500 words. Science
news items should be lawful, ethical, and strictly based on your
original content with an attractive title and interesting pictures.

Publication fee

IVJP is an international, peer-reviewed, OA, online journal. Articles
published by this journal are distributed under the terms of the
Creative Commons Attribution Non-commercial License, which
permits use, distribution, and reproduction in any medium, provided
the original work is properly cited, the use is non commercial and is
otherwise in compliance with the license. Authors of accepted ar-
ticles must pay a publication fee. Publication fee: 600 USD per article.
Editorial, topic highlights, book reviews and letters to the editor are
published free of charge.
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