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Abstract
Therapeutic monoclonal antibodies have become an 
important class of modern medicines. The established 
technologies for therapeutic antibody discovery such 
as humanization of mouse antibodies, phage display 
of human antibody libraries and transgenic animals 
harboring human IgG genes have been practiced suc-
cessfully so far, and many incremental improvements 
are being made constantly. These methodologies are 
responsible for currently marketed therapeutic anti-
bodies and for the biopharma industry pipeline which 
are concentrated on only a few dozen targets. A key 
challenge for wider application of biotherapeutic ap-
proaches is the paucity of truly validated targets for 
biotherapeutic intervention. The efforts to expand the 
target space include taking the pathway approach to 
study the disease correlation. Since many new targets 
are multi-spanning and multimeric membrane proteins 
there is a need to develop more effective methods to 
generate antibodies against these difficult targets. The 
pharmaceutical properties of therapeutic antibodies are 
an active area for study concentrating on biophysical 
characteristics such as thermal stability and aggrega-

tion propensity. The immunogenicity of biotherapeutics 
in humans is a very complex issue and there are no 
truly predictive animal models to rely on. The in silico 
and T-cell response approaches identify the potential 
for immunogenicity; however, one needs contingency 
plans for emergence of anti-product antibody response 
for clinical trials.

© 2012 Baishideng. All rights reserved.

Key words: Antibody; Biotherapeutics; Biophysical 
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INTRODUCTION
Biotherapeutics have become an important component of  
modern medicine, pursued not only by emerging biotech 
firms but also by well-established research-driven pharma-
ceutical companies. In fact, nowadays biotherapeutic proj-
ects comprise up to one-third of  the R and D pipelines 
in many major pharmaceutical companies. Further, these 
protein therapeutic projects are found in some important 
disease areas such as immunology/inflammation, oncol-
ogy, metabolic diseases, neuro-degenerative diseases, tissue 
repair/regeneration, thrombosis/hemostasis and many 
forms of  genetic deficiencies. The composition matter of  
the industry-wide biotherapeutic pipeline includes engi-
neered therapeutic proteins, classic monoclonal antibodies 
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(mAb), antibody drug conjugates (ADC) and novel en-
gineered binding proteins based on immunoglobulin do-
mains and other scaffolds in a variety of  configurations[1]. 
In the past two decades the industry accumulated vast 
amount of  experience in selecting biotherapeutic entities 
of  different kinds for better pharmaceutical properties 
and safety profile, and also established effective processes 
to move candidates through preclinical studies to clinical 
trials[2]. It is remarkable for such a young discipline to be-
come a reliable source of  novel medicines. Nevertheless, 
in order to achieve sustained success, it is time to pru-
dently reflect the challenges currently facing the biothera-
peutics field[3]. 

TARGET SPACE AND APPROACHES FOR 
TARGET DISCOVERY
The last decades of  the 20th century was the golden years 
of  the pharmaceutical industry when many transform-
ing therapeutics were discovered. The targets of  these 
innovative medicines were so called “low-hanging fruits” 
because their biological functions and disease correlations 
were relatively simple and had been studies for years or 
even decades. It was widely anticipated that the successful 
human genome sequencing at the beginning of  the new 
millennium would greatly expand the target space for 
pharmaceutical industry[4]. However, more than a decade 
later the whole industry still struggles with the paucity of  
new targets that are truly validated and druggable. This 
situation was first recognized for small molecule drug 
discovery, and here we contend that it is increasingly so 
for biotherapeutics as well. The general reason is that 
the gene structure and sequence alone does not reveal 
pleiotropic biological functions or the pathological con-
sequences of  its abnormal expression and regulation. For 
current forms of  biotherapeutics, the immediate target 
interaction takes place in extracellular space or on cell 
membrane, which further limits their potential targets to 
this fraction of  the whole proteome.

There are many approaches aimed at establishing the 
correlation of  genes/gene products with diseases, or to 
validate them as targets for therapeutic intervention. We 
think there are two trends that represent broad industry 
effort to break the target discovery/validation bottleneck, 
one is the pathway approach and the other extensive col-
laboration with academics. 

The pathway approach for target discovery 
If  genome sequencing projects accomplished putting 
genes as entries into a dictionary, all the “omics” stud-
ies annotate these entries: assigning the functions to the 
genes/gene products. The best way for annotating all 
genes/gene products is to organize them into molecular 
pathways whose spatial/temporal response to stimuli and 
dynamic interactions with one another lead to biological 
outputs[4]. Abnormalities of  one node (gene/gene prod-
uct) in a pathway may lead to the malfunction of  this 
pathway or the pathways that intersect with it, which then 

causes diseases. In this view the drug discovery efforts 
may focus on correcting or compensating the abnormal-
ity of  the pathway to achieve normal output. Therefore, 
the targets for drug intervention can be the defective 
node itself  or other related nodes in the pathway[5].

Target discovery activities within the pathway ap-
proach include pathway construction and disease linkage. 
Modern technologies for studying systems biology, such 
as transcriptomics, proteomics, metabolomics and inter-
actomics, are deployed to sketch out or to confirm path-
ways. Using carefully designed phenotypical assays that 
recapitulate pathway defects, one can screen for com-
pounds that affect desired outcome. Since a large number 
of  pathways are actuated initially by the interaction of  the 
cell surface receptors and their cognate ligands, antibod-
ies that specifically block such receptor-ligand interac-
tions are naturally good tools for pathway studies aimed 
at target discovery and validation. If  these antibodies lead 
to desired outcome then they can be optimized into drug 
candidates. 

In the pathway approach, clinical studies are a critical 
step for target validation, where not only the particular 
diseases linkage is established to the targeted pathways, 
but also extrapolations are attempted for relevance in 
other diseases. As such, the results are meaningful for 
the indications being tested and for revealing other 
nodes in the pathway as potential alternatives. Case in 
point, mTOR was initially being targeted for immune 
suppression by rapamycin[6]. The very growth inhibition 
by targeting mTOR led to new and better drug entities 
for treating cancers[7,8]. Then other nodes in the same 
pathway such as IGF-R and PI3K are being targeted for 
cancer treatment[9,10]. It seems that companies adopting 
the pathway approach for target discovery do have more 
robust drug pipeline.

Extensive collaboration with academics 
While pharmaceutical/biotech industry spends significant 
resources on research which is tilted toward drug discov-
ery and development, government/non-governmental 
organization also provides considerable support to aca-
demic medical/life science research with more emphasis 
on the understanding of  basic mechanisms of  biology. 
In fact, these supports have fueled many important dis-
coveries in the life sciences[11] and yielded some remark-
able drug targets[12]. The interest from pharmaceutical 
industry to form research collaborations increased in the 
past decades, with notable arrangements between Sandoz 
(now Novartis) and Dana Farber Cancer Institute, and 
between Merck and Harvard Medical School as well as 
others struck by Pfizer, GSK, AstraZeneca and Johnson 
& Johnson. Many of  these collaborations focus on tar-
get validation/early drug discovery. To further harness 
the scientific discoveries in the research community, the 
pharmaceutical industry started setting up units to co-
localize with academic research clusters. For example, 
Pfizer established Centers for Technology Innovation in 
Boston, New York and San Francisco. These centers pro-
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vide technology know-how to support target validation 
by academic researchers. It is anticipated that such close 
collaborations will lead to more validated targets and will 
help replenish the early drug discovery pipeline.

PLATFORMS FOR ANTIBODY HIT 
DISCOVERY
Hybridoma
Among all the approved antibody therapeutics, the 
majority are humanized rodent antibodies. Nowadays, 
however, fully human antibodies including entities from 
phage displayed human antibody libraries and from trans-
genic rodents with human antibody genes are a more 
common approach and have become a bigger fraction 
of  the industry wide discovery/development pipeline[13]. 
This phenomenon reflects technology evolution for ther-
apeutic antibody discovery coinciding with the looming 
expiration of  some key technology patents. Table 1 lists 
a comparison of  major antibody discovery technology 
platforms.

Rodents with wild-type immunoglobulin (Ig) genes 
remain an important source for therapeutic antibody dis-
covery. With established protocols[14] and many improve-
ments, some industrial laboratories very often obtain de-
sirable hit clones of  low pico-molar affinity, thus setting 
a good start for therapeutic antibody engineering. The 
technical improvements are centered on enhancing im-
mune response, increasing hybridoma fusion efficiency, 
incorporating activity assays early in screen and automa-
tion for higher assay throughput. Incidentally, these tech-
nical improvements are also applicable to the antibody 
generation using transgenic rodents (see below). 

Besides incremental improvements in hybridoma 
technologies, next generation sequencing (NGS) has 
been explored for antibody discovery through animal 
immunization[15]. In its current form, the V-genes of  
relevant B-cell repertoire are “digitally immortalized” by 

NGS before certain presumed individual clones are re-
combinantly produced and phenotyped. It is also worth 
mentioning that efforts are made to directly identify bio-
logically/biochemically relevant antibodies from single 
mouse or human B cells[16-19]. In all these novel efforts 
to speed up and enhance the traditional methods, it is 
necessary to build compatible experimental workstream 
for recombinant expression in order to identify desired 
antibodies especially those rare clones.

A significant challenge to immunization based an-
tibody discovery is related to the nature of  new targets 
themselves, many of  which are multispanning membrane 
proteins. Therefore, conventional biochemistry in prepar-
ing soluble protein as immunogens does not work well 
for this target class. Great efforts have been made to car-
ry out immunizations using DNA vectors, viral-like par-
ticles and even viruses in order to deliver protein antigens 
in their native form to the host animals. Cells of  different 
lineage over-expression target membrane proteins were 
also used for immunization[20]. 

Humanization 
Humanization is the step that converts rodent antibody 
leads into human biotherapeutic candidates, and after 
more than 20 years of  practice the technology became 
very mature in this area. The objective of  humanization 
is to reduce the immunogenicity risk which is thought 
to be borne in the amino acid sequences. Therefore, a 
straightforward way is to decrease the murine portion 
on the sequence level, for which various humanization 
methods have been developed. Technically, those meth-
ods can be classified into two groups: rational methods 
and empirical methods[21]. Rational methods, including 
complementarity determining region (CDR) grafting[22,23], 
specificity determining residue (SDR) grafting[24,25], re-
surfacing[26,27], superhumanization[28,29], and human string 
content optimization[30], rely on the iterative design cycles 
for generating a small number of  variants to retain de-
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Table 1  Comparison of major technology platforms for therapeutic antibody discovery

Platforms Main applications Major advantages Key disadvantages FDA approved therapeutic antibodies

Hybridoma Generate hits and research 
reagents

Mature technology and 
cost effective

Potential 
immunogenicity

Orthoclone, Zevalin, Bexxar

Humanization Generate therapeutic 
candidates

Well established and 
low cost

Not fully human 
antibodies

ReoPro, Rituxan, Simulect, Remicade, Erbitux, Adcetris, 
Zenapax, Synagis, Herceptin, Mylotarg, Mabcampath, 

Xolair, Actemra, Avastin, Tysabri, Lucentis, Soliris, 
Cimzia, Perjeta

Phage display Generate hits and 
therapeutic candidates

Large library size 
(> 10E10) and robust 

screening; fully human 
antibodies

Not all antibodies express 
well in Escherichia coli 

and require engineering 

Humira and Benlysta

Yeast display Improve affinity and 
stability

Eukaryotic host; 
targeted sorting by 

FACS

Relatively small library 
size

None

Transgenic 
Rodents

Generate therapeutic 
candidates

High affinity fully 
human antibodies

Technology accessibility Vectibis, Ilaris, Simponi, Stelara, Arzerra, Prolia, Yervoy

FDA: Food and Drug Administration; FACS: Fluorescence activated cell sorting. 
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sired properties and then validating. For these methods to 
be successful, in-depth knowledge of  the sequence and 
structure information becomes a key factor. One notable 
advantage of  rational methods is that it can directly gen-
erate antibody variants in full IgG antibody format and 
this can streamline the downstream process since it elimi-
nates the potential degeneration of  antibody characteris-
tics arising from reformatting. On the other hand, empiri-
cal methods, including framework repair[31,32], framework 
shuffling[33], guided selection[34], humaneering[35] and CDR 
repair[36], rely on the library generation and subsequent 
screening or selection to identify the desired variants, thus 
unlike rational design for the single variant, the design of  
the library and the choice of  selection strategy are critical. 
The advantage of  empirical methods is that it can retain 
or even improve the affinity and thus could be combined 
with affinity maturation. And the disadvantage is that the 
antibody variants from libraries are usually in single-chain 
variable fragment (scFv) or antigen-binding fragment 
(Fab) format and then need to be converted into final 
IgG format. It is worth mentioning that the principles 
and experiences in humanizing mouse antibodies have 
been applied to engineering antibodies from other spe-
cies such as rat and rabbit.

Phage display 
Phage display, initially developed by George Smith[37] 
for peptide epitope mapping, is now recognized as the 
most powerful technology for the construction of  hu-
man antibody libraries and for the directed evolution of  
proteins[38]. The technology has been successfully de-
ployed to construct large diversity scFv, Fab and single-
domain antibody (sdAb) libraries for the identification of  
traditionally hard to obtain human antibodies for large 
panel of  antigens[39], thus circumventing the hurdle of  
obtaining large number of  human monoclonal antibodies 
because of  both the ethical challenge of  obtaining immu-
nized human B-lymphocytes and the technical challenge 
in human B cell immortalization approaches[40]. Now, 
phage displayed antibody libraries are one of  the two ma-
jor sources of  fully human antibodies, the other one be-
ing the transgenic mice carrying human immunoglobulin 
gene locus[13,41]. Currently there are two FDA approved 
therapeutic mAbs (Humira and Benlysta) and at least 
8 other fully human mAbs for cancer therapy alone in 
different stages of  clinical trials[42] that are derived from 
phage displayed antibody libraries.

Very often hits from panning of  naive phage dis-
played antibody libraries need to go through affinity 
maturation to become therapeutic candidates. Different 
approaches, such as saturation mutagenesis, phage dis-
play and ribosome display[43], have been developed and 
successfully applied to improve the affinity of  the initial 
hits from even sub-micro molar level to the range that 
meets the therapeutic requirements as long as the initial 
antibody hits are confirmed to bind to the right epitope. 
Further, more human antibody structures and sequences 
have become public accessible, which will enable more 

rational design for the affinity maturation of  initial hits. 
Recently, a more powerful and robust affinity maturation 
technology namely yeast display is being developed (dis-
cussed below). 

There is a potential drawback that not only affinity 
but also biophysical property is less desirable from naive 
phage displayed antibody libraries (Fabs or scFvs), be-
cause the displayed antibodies are represented as Fabs or 
scFvs, and expressed in Escherichia coli a prokaryotic sys-
tem. This phenomenon can be further exacerbated with 
synthetic antibody libraries. To overcome this potential 
drawback, one can carry out initial rounds of  bio-panning 
of  phage displayed antibody libraries to generate hits, fol-
lowed by displaying the hit pools on yeast. Using this ap-
proach, the large number of  initial hits will be sorted by 
fluorescence activated cell sorting (FACS) technology ac-
cording to their binding to the target, which depends on 
their affinity as well as their expression, post-translational 
processing and eventual display on the surface of  yeast, a 
eukaryote. 

In recent years, NGS has found many applications in 
therapeutic antibody discovery. Deep sequencing helps 
characterize an antibody library made from the Ig V gene 
pool from hundreds of  people[44], or from cord blood 
cells[45], thus providing a better guidance for the design of  
new versions of  phage displayed human antibody librar-
ies to capture and represent in vitro the natural human Ig 
V gene repertoire at the maximum level[46,47]. With all this 
newly learned knowledge one can more easily maintain 
the characters of  a CDR when designing a synthetic or 
semi-synthetic antibody library for better performance. 
The knowledge also helps the smarter affinity maturation 
design with minimum mutations in CDRs. It is generally 
believed that the immunogenicity of  therapeutic antibod-
ies could be reduced if  they have higher identity to natu-
ral human B cell antibodies[41,48].

The ultimate power of  phage displayed antibody 
libraries will be harnessed when both robust cell based 
phage biopanning and label-free cell-based assays for 
initial phage antibody hits are being established and op-
timized, which will in due course, increase the chance 
of  identifying therapeutic antibodies for more challeng-
ing and less explored targets such as G-protein coupled 
receptors (7TMs) and other multi-spanning membrane 
proteins. In our opinion, phage display along with other 
two mainstream technologies, namely, mouse hybridoma 
technology and transgenic mice carrying human immu-
noglobulin locus will yield more novel therapeutic anti-
bodies in the years to come.

Yeast display 
In most cases, initial antibody hits generated through 
various methods need to be further improved in many 
aspects, such as affinity, stability and isoelectric point 
(pI), to meet requirements as biotherapeutics. Among 
the methods used for affinity maturation, yeast surface 
display is a convenient yet very effective approach. In this 
approach, an antibody or antibody fragment of  interest is 
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displayed on yeast surface by fusing to yeast a-agglutinin 
subunit 2 (Aga2p). Aga2p is linked through double di-
sulfide bonds to a-agglutinin subunit 1 (Aga1p), which 
is overexpressed on yeast surface in a display strain. 
Tags are usually fused to C-terminus of  the displayed 
antibody, which are used for checking display levels. De-
sired regions of  an antibody are mutagenized to create 
mutagenic libraries. Yeast displayed antibody mutagenic 
libraries are then double stained with antigen and anti-
tag antibody to check antigen binding and display level. 
FACS is used iteratively to select strong binding popula-
tion among displayed variants derived from the antibody 
hits of  previous round[49]. Depending on the cell staining-
sorting protocol, one can selectively improve a specific el-
ement of  affinity such as off-rate[50]. Using such a proto-
col, a 10 000-fold increase of  affinity can be achieved for 
an antibody against its target, of  which 1000 fold can be 
gained from the off-rate improvement. In addition, non-
antibody binding domains can be displayed for affinity 
maturation, Jin et al[51] reported a 200  000-fold increase of  
receptor αL integrin inserted domain using yeast display. 

One challenge for therapeutic antibody development 
is the presence of  undesirable post-translational modifi-
cation (PTM) sites in complimentary determining regions 
(CDR) which can cause detrimental modification during 
production, processing and storage. Using yeast display, 
one can include saturation mutagenesis strategies to re-
place the undesired amino acids in the PTM sites during 
mutagenic library construction for affinity maturation. In 
this way, the iterative selection procedure of  yeast display 
will yield clones with required affinity and without unde-
sired PTM sites. 

As a eukaryotic host yeast has the quality control ma-
chinery for proper protein folding, which all antibodies 
or antibody fragments need to go through before being 
displayed on the cell surface. Therefore, the antibodies or 
antibody fragments displayed on yeast surface are most 
likely well folded. This feature is well suited for improve-
ment of  other pharmaceutical properties of  therapeutic 
antibodies. For example, one can control library sort-
ing to maintain diversity of  output, and as a result, to 
increase likelihood of  finding clones with increased Tm 
and desired pI. 

In addition to improving antibody affinity and bio-
physical properties, yeast display has also been used for 
de novo selection of  binders from either immune[52] or 
nonimmune libraries[53]. There are two obvious advantag-
es in using yeast display for primary hit selection. Firstly, 
clones isolated by yeast display have to pass eukaryotic 
post-translational quality control machinery and are likely 
to have better biophysical properties. Secondly, one can 
use FACS to estimate affinity and dissociation rate of  
yeast-displayed binders without the need for recombinant 
expression. This saves time and cost and can increase 
throughput of  the binders to be tested. One drawback of  
using yeast display for primary hit selection is its relatively 
smaller library size than phage display. Typical library 
sizes for yeast display range from 108 to 109[54], while 

phage library can be as large as 1011[55]. However, recent 
efforts on improving yeast transformation efficiency have 
achieved 1010 library size for displaying human antibod-
ies, which could increase its competitiveness against other 
display systems in terms of  library size[56].

Transgenic rodents 
The initial attempt using mice to generate fully human 
antibodies directly was made by immunizing SCID mice 
harboring reconstituted immune system from grafted hu-
man hematopoietic stem cells (HSC)[57]. Nowadays there 
are mouse strains that accept human hematopoietic stem 
grafts more readily and develop more human like im-
mune system[58-60]. Among the challenges in using these 
mice is the tedious work of  HSC grafting, since the suc-
cessfully reconstituted immune system will not pass to 
the progeny. 

Mice carrying partial human immunoglobulin gene 
loci that functionally replaces their own immunoglobulin 
genes were first developed in the 1990’s, with KM mouse 
and XenoMouse as the most representative ones[61,62]. The 
key common features of  the first generation of  human 
Ig transgenic mice are the inclusion of  partial human Ig 
V gene repertoire and human CH genes. It is generally 
thought these features contributed to the suboptimal 
antibody response to immunogens. As a consequence, 
when these animals are used for therapeutic antibody 
discovery, much larger cohorts have to be immunized in 
order to yield adequate pools of  hits to screen. Antibod-
ies generated from these mice have started to contribute 
to the current biotherapeutics pipeline. 

Efforts have been made to create new strains of  
transgenic mice. One area of  focus is to include more 
complete human Ig repertoire coded by larger portions 
of  human immunoglobulin loci. The other area of  focus 
is to keep more murine cis elements required for efficient 
B-cell receptor (BCR) assembly and signaling[63]. New 
strains of  mouse and rat that incorporate the above im-
provements have been or being created by firms such as 
Ablexis (www.ablexis.com), Harbour Antibodies (www.
harbourantibodies.com), Kymab (www.kymab.com), and 
OMT (www.openmonoclonaltechnology.com). Further, 
many of  these companies attempt new technology access 
models that potentially provide more benefits to industry-
wide therapeutic antibody discovery.

BISPECIFIC ANTIBODIES 
Conventional therapeutic antibodies have a large molecu-
lar weight, and are bivalent and mono-specific for target 
binding. For accessing many potential new targets and 
harnessing body’s disease fighting power, it is highly de-
sirable to have biotherapeutic entities that are smaller and 
capable of  binding to multiple different targets at right 
compartment, biochemically stable yet having required 
serum half-life. The “bispecific” biotherapeutics not only 
has sound scientific rationale but also has achieved clini-
cal efficacy[64,65]. 
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The most successful class of  bispecific antibodies to 
date involved T-cell recruitment by anti-CD3 moiety and 
another moiety for tumor cell targeting. Catumaxomab 
was the first approved bispecific antibody targeting Ep-
Cam and CD3. In patients with malignant ascite due to 
epithelial carcinomas, it can improve puncture free sur-
vival to 46 d versus 11 d in the control group, and overall 
survival to 71 d vs 44 d in the control[66]. There are now 
five programs in early stage clinical trials that shared this 
similar concept--Blinatumomab (CD19 × CD3), MT110 
(EpCam × CD3) and MT111 (CEA × CD3) by Microm-
et, FBTA05 (CD20 × CD3) by Trion and IMCgp100 
(gp100 × CD3) by Immunocore. Remarkably, Blinatu-
momab showed 80% response rate at a dose level of  0.06 
mg per square meter[67] in a phase II trial. Blintumomab 
also led to clearance of  tumor cells in bone marrow and 
liver. The clinical benefits therefore provide strong valida-
tion for the effective tumor cell eradication by T-cell re-
cruitment using bispecific antibodies. Initial formats such 
as triomab and quandroma had issues in manufacturing 
due to heterogeneity[68]. BiTE (for bispecific T-cell engag-
er) based on the fusion of  two scFvs was used to build 
Blinatumomab. However, the shorter half-life of  BiTE 
requires continuous infusion. Improvement in the format 
may further help for efficacy and manufacturability.

There are other classes of  bispecific antibodies that 
are in clinical trials[68]. They are either simultaneous tar-
geting of  multiple receptors-examples are anti-EGFR 
× anti-HER3, anti-Her2 × anti-Her3, anti-Ang2 × anti-
VEGF, or targeting two ligands-such as anti-IL4 × anti-
IL13. MEHD7945A, a two-in-one antibody against 
EGFR and HER3, was developed based on that com-
plete inhibition of  downstream MAPK and AKT path-
ways can only be achieved when both EGFR and HER3 
are inhibited simultaneously. This bispecific antibody is 
expected to be efficacious for broader patient popula-
tions. Interestingly, MEHD7945A provided impressive 
tumor killing in multiple tumor models, and was more 
active than either EGFR antibody or HER3 antibody in 
several tumor models[69]. Yet it would be critical to see 
if  the benefits can be realized in the more complicated 
patient populations. The validation of  this class of  bispe-
cific antibodies could be another important leap forward. 
It would bring up a whole spectrum of  possible combi-
nations. Different combinations would require different 
formats. It is equally encouraging to see a huge effort and 
availability of  a large number of  formats that can poten-
tially support the various needs.

STABILITY AND AGGREGATION
Stability and aggregation level of  biologic drugs are the 
two critical factors affecting their pharmaceutical proper-
ties such as protein production, formulation, shelf  life, 
dosing route, in vivo half-life and immunogenicity. There-
fore, great efforts are made on stability enhancement and 
aggregation reduction for biotherapeutics.

Both sequence- and structure-based approaches have 

been successfully applied to improve the biotherapeutic 
stability. Sequence based analyses such as the germlining 
analysis[70,71], sequence consensus analysis[72], and sequence 
covariance analysis[73] have all revealed potential amino 
acid changes to improve protein stability. These methods 
are based on the contemplation that more frequent ami-
no acids or amino acid pairs in germline or a large num-
ber of  homologous sequences are more likely than other 
amino acid combinations to increase protein stability. The 
covariance method, in particular, has improved the melt-
ing temperature (Tm) of  a scFv by an impressive 11.2  ℃ 
by a single point mutation in the VH framework[74].

The structure based engineering attempts to stabilize 
fragile regions either by inserting extra stabilizing interac-
tions, such as salt bridges[74] or disulfide bonds[75], or by 
eliminating incompatible interactions such as charges be-
ing buried in hydrophobic core[76]. On the experimental 
side, the clever deployment of  display technology[77] has 
also produced stabilizing amino acid changes.

With all the point mutation data collected from se-
quence design, structure based design, random screening 
and display, it is more likely than ever to establish a set 
of  empirical rules to predict the effects of  mutations on 
protein stability. Algorithms like I-Mutant[78] are the pio-
neers, though the accuracy of  these algorithms is still less 
than desired[79].

The progress in thermal stability engineering has 
largely benefited from the high throughput screening 
techniques such as differential scanning fluorimetry[80]. 
Unfortunately, a similar high throughput approach has 
not been established to screen for mutations affecting 
aggregation. The low throughput HPLC technology is 
still the status quo for quantifying protein aggregation. 
Further, aggregation is sensitive to growth condition and 
purification procedure, which makes it more complicated 
for studying intrinsic factors influencing protein aggrega-
tion.

Mutations designed on structure or sequence consid-
erations have been reported to significantly reduce the 
aggregation level of  target proteins. For instance, a single 
F29D mutation could make a single domain VH antibody 
totally soluble even when heated to 95  ℃[81]. The encour-
aging examples in literature demonstrate that our current 
understanding of  the aggregation mechanisms can guide 
us operationally in designing a small mutagenesis library 
that covers several point mutations to suppress protein 
aggregation.

Two major mechanisms work independently or col-
laboratively to induce aggregation. The first is the non-
native interaction among proteins in their fully or partially 
unfolded states. The second is the hydrophobic attraction 
among charge-neutral monomers in their native states. 
If  the first mechanism is the major cause, the aggrega-
tion can be remedied by mutations that enhance protein 
stability. In this scenario, the higher the protein stability 
is, the lower the protein aggregation propensity is[82]. If  
the second mechanism dominates, the aggregation can 
be reduced by mutations that either drive the isoelectric 
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point away from the buffer pH or reduce solvent exposed 
hydrophobic surface area. The introduction of  highly 
soluble glycan is also an alternative[83]. In this scenario 
aggregation and stability are not necessarily correlated in 
any fashion.

In antibody therapeutics sometimes CDRs epitomize 
the issues for stability and aggregation. Changing residues 
within and around CDRs have improved the stability and 
reduced the aggregation on several Fv domains[81] with-
out changing the affinity, indicating in these cases not 
every residue affecting biophysical properties in CDRs 
participates in target binding. This strategy may become 
necessary when there are no other alternatives. 

IMMUNOGENICITY
Approximately 40% of  the approved chimeric antibod-
ies and 9% of  humanized antibodies induce marked anti-
drug antibody responses in vivo[84]. On the other hand, 
fully human antibody therapeutics can still be immu-
nogenic. For example, 12% of  patients treated with the 
fully-human antibody adalimunab (Humira) developed 
anti-drug antibodies[85,86]. Neutralizing anti-drug antibod-
ies interfere with drug-target interaction, thus decreasing 
the efficacy directly, while non-neutralizing anti-drug anti-
bodies may lead to abnormal pharmacokinetics in affect-
ed individuals. In rare cases anti-drug antibodies might 
lead toxicity due to the formation of  immune complexes. 
The concern and consequence of  immune responses to 
the non-human sequences has led to the development of  
fully human antibodies using human antibody sequences 
or using transgenic mice bearing the human antibody 
genome. Yet even in fully human antibodies the antigen-
specific CDRs still can break the tolerance and become 
immunogenic. This is exemplified by the fact that human 
sera from healthy donors contain detectable levels of  
anti-idiotype antibody to a wide variety of  autoantibodies, 
indicating that the immune tolerance system is actually 
leaky[87]. The presence of  CD4+ T helper cell epitopes in 
the V region have been described as correlating with im-
mune responses to antibodies.

The main approach to minimizing the immunogenic-
ity of  antibody therapeutics has been replacing as much 
of  the non-human part of  the sequences as possible with 
the human antibody sequences. Identification and modi-
fication of  CD4+ T cell epitopes may lead to a reduced 
immunogenicity. Computational models and in vitro T cell 
stimulation tests have been developed to predict CD4+ T 
cell epitopes, each of  these methods has limitations and 
tends to under- or over-predict CD4+ T cell epitopes[88]. 
Additionally, antibody aggregation and post-translational 
modifications such as glycosylation, glycation, deamida-
tion and oxidation of  amino acid side chains can confer 
immunogenicity as well and should be avoided[89]. 

Efforts have also been made to predict immunoge-
nicity of  biotherapeutic candidates using various animal 
models. Although these animal models are helpful in un-
derstanding the mechanisms underlying immunogenicity 

of  therapeutic proteins, they have limited predictive value 
because of  species differences[90]. Therefore, at the pres-
ent time the immunogenicity is still an important domain 
of  translational studies in clinical development of  bio-
therapeutics.

CONCLUSION
This review summarized ongoing strategies actively pur-
sued by both biopharma and academics to overcome 
some of  current challenges in biotherapeutics discovery. 
These efforts will inevitably lead to new opportunities for 
the biopharma industry and will benefit patients. With 
the increased understanding of  antibody structure and 
function, more rationale design approaches for further 
engineering the initial hits identified by contemporary 
screening/selection technologies are enabling the gen-
eration of  antibodies with improved pharmacological 
and physicochemical properties. Further, the ongoing 
efforts in discovery of  new biologics targets aided by 
the advances in systems biology, extensive investigation 
of  bi-specific antibodies and ADC for enhancement of  
therapeutic effects, wide application of  NGS for harness-
ing the power of  natural human antibody repertoires, 
together with increased investment and enthusiasm from 
both industry and academia will ultimately bring new 
safer and more effective biologic therapies to patients in 
the years ahead. 
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GENERAL INFORMATION
World Journal of  Biological Chemistry (World J Biol Chem, WJBC, online 
ISSN 1949-8454, DOI: 10.4331), is a monthly, open-access (OA), 
peer-reviewed journal supported by an editorial board of  529 ex-
perts in biochemistry and molecular biology from 40 countries.

The biggest advantage of  the OA model is that it provides free, 
full-text articles in PDF and other formats for experts and the public 
without registration, which eliminates the obstacle that traditional 
journals possess and usually delays the speed of  the propagation and 
communication of  scientific research results. The open access model 
has been proven to be a true approach that may achieve the ultimate 
goal of  the journals, i.e., the maximization of  the value to the read-
ers, authors and society.

Maximization of personal benefits
The role of  academic journals is to exhibit the scientific levels of  
a country, a university, a center, a department, and even a scientist, 
and build an important bridge for communication between scientists 
and the public. As we all know, the significance of  the publication of  
scientific articles lies not only in disseminating and communicating 
innovative scientific achievements and academic views, as well as pro-
moting the application of  scientific achievements, but also in formally 
recognizing the "priority" and "copyright" of  innovative achievements 
published, as well as evaluating research performance and academic 
levels. So, to realize these desired attributes of  WJBC and create a 
well-recognized journal, the following four types of  personal benefits 
should be maximized. The maximization of  personal benefits refers 
to the pursuit of  the maximum personal benefits in a well-considered 
optimal manner without violation of  the laws, ethical rules and the 
benefits of  others. (1) Maximization of  the benefits of  editorial board 
members: The primary task of  editorial board members is to give a 
peer review of  an unpublished scientific article via online office sys-
tem to evaluate its innovativeness, scientific and practical values and 
determine whether it should be published or not. During peer review, 
editorial board members can also obtain cutting-edge information in 
that field at first hand. As leaders in their field, they have priority to 
be invited to write articles and publish commentary articles. We will 
put peer reviewers’ names and affiliations along with the article they 
reviewed in the journal to acknowledge their contribution; (2) Maxi-
mization of  the benefits of  authors: Since WJBC is an open-access 
journal, readers around the world can immediately download and 
read, free of  charge, high-quality, peer-reviewed articles from WJBC 
official website, thereby realizing the goals and significance of  the 
communication between authors and peers as well as public reading; 
(3) Maximization of  the benefits of  readers: Readers can read or use, 
free of  charge, high-quality peer-reviewed articles without any limits, 
and cite the arguments, viewpoints, concepts, theories, methods, 
results, conclusion or facts and data of  pertinent literature so as to 
validate the innovativeness, scientific and practical values of  their own 
research achievements, thus ensuring that their articles have novel 
arguments or viewpoints, solid evidence and correct conclusion; and 
(4) Maximization of  the benefits of  employees: It is an iron law that a 
first-class journal is unable to exist without first-class editors, and only 
first-class editors can create a first-class academic journal. We insist 
on strengthening our team cultivation and construction so that every 
employee, in an open, fair and transparent environment, could con-
tribute their wisdom to edit and publish high-quality articles, thereby 

realizing the maximization of  the personal benefits of  editorial board 
members, authors and readers, and yielding the greatest social and 
economic benefits.

Aims and scope
The major task of  WJBC is to rapidly report the most recent devel-
opments in the research by the close collaboration of  biologists and 
chemists in area of  biochemistry and molecular biology, including: 
general biochemistry, pathobiochemistry, molecular and cellular 
biology, molecular medicine, experimental methodologies and the 
diagnosis, therapy, and monitoring of  human disease.

Columns
The columns in the issues of  WJBC will include: (1) Editorial: To 
introduce and comment on major advances and developments in the 
field; (2) Frontier: To review representative achievements, comment 
on the state of  current research, and propose directions for future re-
search; (3) Topic Highlight: This column consists of  three formats, in-
cluding (A) 10 invited review articles on a hot topic, (B) a commentary 
on common issues of  this hot topic, and (C) a commentary on the 10 
individual articles; (4) Observation: To update the development of  old 
and new questions, highlight unsolved problems, and provide strate-
gies on how to solve the questions; (5) Guidelines for Basic Research: 
To provide guidelines for basic research; (6) Guidelines for Clinical 
Practice: To provide guidelines for clinical diagnosis and treatment; 
(7) Review: To review systemically progress and unresolved problems 
in the field, comment on the state of  current research, and make sug-
gestions for future work; (8) Original Articles: To report innovative 
and original findings in biochemistry and molecular biology; (9) Brief  
Articles: To briefly report the novel and innovative findings in bio-
chemistry and molecular biology; (10) Case Report: To report a rare 
or typical case; (11) Letters to the Editor: To discuss and make reply to 
the contributions published in WJBC, or to introduce and comment 
on a controversial issue of  general interest; (12) Book Reviews: To 
introduce and comment on quality monographs of  biochemistry and 
molecular biology; and (13) Guidelines: To introduce Consensuses and 
Guidelines reached by international and national academic authorities 
worldwide on the research in biochemistry and molecular biology.
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Instructions to authors

Indexed and abstracted in
PubMed Central, PubMed, Digital Object Identifier, and Direc-
tory of  Open Access Journals.

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 expert 
in Biomedical Statistics to evaluate the statistical method used in the 
paper, including t-test (group or paired comparisons), chi-squared 
test, Ridit, probit, logit, regression (linear, curvilinear, or stepwise), 
correlation, analysis of  variance, analysis of  covariance, etc. The re-
viewing 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 homogeneous data can be 
averaged. Standard deviations are preferred to standard errors. Give 
the number of  observations and subjects (n). 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 cal-
culated 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 poten-
tial bias, WJBC 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 
paper. 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://www.icmje.
org/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 shares 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 prior 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 Medical Association (Declaration of  Helsinki, 1964, 
as revised in 2004).

Statement of human and animal rights
When reporting the results from experiments, authors should follow 
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 Clinical 
Trials) and/or the World Medical Association Declaration of  Hel-
sinki. Generally, we suggest authors follow the lead investigator’s na-
tional standard. If  doubt exists whether the research was conducted 
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 make their study approved by 

the relevant research ethics committee or institutional review board. 
If  human participants were involved, manuscripts must be accompa-
nied by a statement that the experiments were undertaken with the 
understanding and appropriate informed consent of  each. Any per-
sonal item or information will not be published without explicit con-
sents 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  transparency 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, photographs 
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 during mailing.

Online submissions
Manuscripts should be submitted through the Online Submission 
System at: http://www.wjgnet.com/esps/. Authors are highly 
recommended to consult the ONLINE INSTRUCTIONS TO 
AUTHORS (http://www.wjgnet.com/1949-8454/g_ info_ 
20100316155305.htm) before attempting to submit online. For 
assistance, authors encountering problems with the Online Submi
ssion System may send an email describing the problem to wjbc@
wjgnet.com, or by telephone: +86-10-85381892. If  you submit your 
manuscript online, do not make a postal contribution. Repeated 
online submission 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 typed in 1.5 line spacing and 12 pt. Book Antiqua with ample 
margins. Style should conform to our house format. Required in-
formation 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 
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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 JF, 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 L and Fu JF wrote the paper.

Supportive foundations: The complete name and number of  
supportive foundations should be provided, e.g. Supported by Na-
tional 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  +, 
country number, district number and telephone or fax number, e.g. 
Telephone: +86-10-85381892 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 WJBC, review-
ers of  accepted manuscripts will be announced by publishing the 
name, title/position and institution of  the reviewer in the footnote 
accompanying the printed article. For example, reviewers: Professor 
Jing-Yuan Fang, Shanghai Institute of  Digestive Disease, Shang-
hai, Affiliated Renji Hospital, Medical Faculty, Shanghai Jiaotong 
University, 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.

Abstract
There are unstructured abstracts (no less than 256 words) and 
structured abstracts (no less than 480). The specific requirements 
for structured abstracts are 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 
write 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 appropriate 
and must provide relevant data to illustrate how they were obtained, 
e.g. 6.92 ± 3.86 vs 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 DIS-
CUSSION, 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 high-
light, case report, letters to the editors, can be found at: http://www.
wjgnet.com/1949-8454/g_info_20100316160646.htm. 

Illustrations
Figures should be numbered as 1, 2, 3, etc., and mentioned clearly 
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.wjgnet.com/1007-9327/13/4554.pdf; http://
www.wjgnet.com/1007-9327/13/4891.pdf; http://www.
wjgnet.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 ex-
ample: Figure 1  Pathological changes in atrophic gastritis after treat-
ment. A: ...; B: ...; C: ...; D: ...; E: ...; F: ...; G: …etc. It is our principle 
to publish high resolution-figures for the printed and E-versions.

Tables
Three-line tables should be numbered 1, 2, 3, etc., and mentioned 
clearly 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. aP < 
0.05, bP < 0.01 should be noted (P > 0.05 should not be noted). If  
there are other series of  P values, cP < 0.05 and dP < 0.01 are used. 
A third series of  P values can be expressed as eP < 0.05 and fP < 0.01. 
Other notes in tables or under illustrations should be expressed as 
1F, 2F, 3F; 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 ●, ○, ■, □, ▲, △, etc., in a certain se-
quence.

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.
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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[1,2]”. If  references are cited directly 
in the text, they should be put together within the text, for example, 
“From references[19,22-24], 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 ensure 
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. Publica-
tion place: Publication press, Year: start page and end page.

Format
Journals 
English journal article (list all authors and include the PMID where applicable)
1	 Jung EM, Clevert DA, Schreyer AG, Schmitt S, Rennert J, 

Kubale R, Feuerbach S, Jung F. Evaluation of  quantitative con-
trast harmonic imaging to assess malignancy of  liver tumors: 
A prospective controlled two-center study. World J Gastroenterol 
2007; 13: 6356-6364 [PMID: 18081224   DOI: 10.3748/wjg.13. 
6356]

Chinese journal article (list all authors and include the PMID where applicable)
2	 Lin GZ, Wang XZ, Wang P, Lin J, 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 
2006; In press

Organization as author
4	 Diabetes Prevention Program Research Group. Hyperten-

sion, insulin, and proinsulin in participants with impaired glu-
cose tolerance. Hypertension 2002; 40: 679-686 [PMID: 12411462   
PMCID:2516377   DOI:10.1161/01.HYP.0000035706.28494. 
09]

Both personal authors and an organization as author 
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. J Urol 
2003; 169: 2257-2261 [PMID: 12771764   DOI:10.1097/01.ju. 
0000067940.76090.73]

No author given
6	 21st century heart solution may have a sting in the tail. BMJ 

2002; 325: 184 [PMID: 12142303   DOI:10.1136/bmj.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: S93-99 [PMID: 12028325   DOI:10.1046/
j.1526-4610.42.s2.7.x]

Issue with no volume
8	 Banit DM, Kaufer H, Hartford JM. Intraoperative frozen 

section analysis in revision total joint arthroplasty. Clin Orthop 
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 author(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 authors)
11	 Lam SK. Academic investigator’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.cdc.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 t test as t (in italics), F test as F (in italics), chi square test as 
χ2 (in Greek), related coefficient as r (in italics), degree of  freedom 
as υ (in Greek), sample number as n (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, 
blood glucose concentration, c (glucose) 6.4 ± 2.1 mmol/L; blood 
CEA mass concentration, p (CEA) = 8.6 24.5 mg/L; CO2 volume 
fraction, 50 mL/L CO2, not 5% CO2; likewise for 40 g/L formal-
dehyde, not 10% formalin; and mass fraction, 8 ng/g, etc. Arabic 
numerals such as 23, 243, 641 should be read 23 243 641.
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The format for how to accurately write common units and 
quantums can be found at: http://www.wjgnet.com/1949-8454/
g_info_20100309232449.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, 
CSF, IgG, ELISA, PBS, ATP, EDTA, mAb, can be used directly 
without further explanation.

Italics
Quantities: t time or temperature, c concentration, A area, l length, 
m mass, V volume.
Genotypes: gyrA, arg 1, c myc, c fos, etc.
Restriction enzymes: EcoRI, HindI, BamHI, Kbo I, Kpn I, etc.
Biology: H. pylori, E coli, etc.

Examples for paper writing
Editorial: http://www.wjgnet.com/1949-8454/g_info_20100316 
155524.htm

Frontier: http://www.wjgnet.com/1949-8454/g_info_20100312 
091506.htm

Topic highlight: http://www.wjgnet.com/1949-8454/g_info_2010 
0316155725.htm

Observation: http://www.wjgnet.com/1949-8454/g_info_20100316 
155928.htm

Guidelines for basic research: http://www.wjgnet.com/1949-8454/
g_info_20100312092119.htm

Guidelines for clinical practice: http://www.wjgnet.com/1949-84 
54/g_info_20100312092247.htm

Review: http://www.wjgnet.com/1949-8454/g_info_2010031616 
0234.htm

Original articles: http://www.wjgnet.com/1949-8454/g_info_2010 
0316160646.htm

Brief  articles: http://www.wjgnet.com/1949-8454/g_info_201003 
12092528.htm

Case report: http://www.wjgnet.com/1949-8454/g_info_20100316 
161452.htm

Letters to the editor: http://www.wjgnet.com/1949-8454/g_info_ 
20100309232142.htm

Book reviews: http://www.wjgnet.com/1949-8454/g_info_201003 
12092929.htm

Guidelines: http://www.wjgnet.com/1949-8454/g_info_20100312 
093057.htm

SUBMISSION OF THE REVISED MANUSCRIPTS 
AFTER ACCEPTED
Please revise your article according to the revision policies of  WJBC. 
The revised version including manuscript and high-resolution image 
figures (if  any) should be re-submitted online (http://www.wjgnet.
com/esps/). 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 
wjbc@wjgnet.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 Copyright assignment form from http://www.
wjgnet.com/1949-8454/g_info_20100309233100.htm.

Responses to reviewers
Please revise 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.wjgnet.com/1949-8454/
g_info_20100309232833.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 
WJBC 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 EurekAlert/AAAS (http://www.eurekalert.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
WJBC is an international, peer-reviewed, Open-Access, 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 articles must pay a publication fee. The related 
standards are as follows. Publication fee: 1365 USD per article. Edi-
torial, topic highlights, original articles, brief  articles, book reviews 
and letters to the editor are published free of  charge.
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