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ABSTRACT: Potential toxicity and risk of inducing allergy and
inflammation have always been a great concern of using
nanomaterials in biomedicine. In this work, we investigate the
serum behaviors of graphene oxide (GO) and how such
behaviors are affected by its surface modification such as
PEGylation. The results show that, when incubated with
human sera, unfunctionalized GO adsorbs a significant amount
of serum proteins and strongly induces complement C3 cleavage
(part of the complement activation cascade), generating C3a/
C3a(des-Arg), an anaphylatoxin involved in local inflammatory
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responses, whereas PEGylated nano-GO (nGO-PEG) exhibits dramatic reductions in both protein binding in general and
complement C3 activation. Moreover, we uncover that PEGylation on GO nanosheets apparently generates an interesting
nanointerface, evidenced by the acquired certain selectivity and increased binding capacities of nGO-PEG toward a few serum
proteins. Further mass spectrometry analysis identifies six nGO-PEG binding proteins, four of which are immune-related factors,
including C3a/C3a(des-Arg). A series of Western blot analysis demonstrate that nGO-PEG binds up to 2-fold amount of C3a/
C3a(des-Arg) than unfunctionalized GO, and can efficiently decrease the level of C3a/C3a(des-Arg) in treated sera, preventing
the normal interaction of C3a with its receptor. In a proof-of-concept experiment, we demonstrate that nGO-PEG may serve to
help eliminate the C3a/C3a(des-Arg) induced by other nanomaterials such as as-made GO, indicating a new strategy to
modulate the immune responses evoked by one nanomaterial through the addition of another type of nanomaterial. Our results
highlight the great importance of nanobio interface in regulating the biological effects of nanomaterials.

KEYWORDS: graphene oxide, nanobio interface, serum behavior, immune response, anaphylatoxin, C3a/C3a(des-Arg)

1. INTRODUCTION

In nanomedicine, a majority of imaging nanoprobes or
therapeutic nanoparticles are usually intravenously adminis-
trated directly into the circulating blood. The interactions
between serum proteins and foreign nanomaterials, as well as
the possible immune responses and complement activations,
are thus fundamental issues in the development of nano-
medicine.'~® Previous studies have uncovered that certain
nanomaterials bound with proteins could result in protein
aggregation,”® protein disfunction,” blood coagulation,” and the
exposure of normally embedded epitopes to the local
environment.'® Whether and how the immune system
recognizes and reacts to the administrated nanomaterials is
also regarded as a major problem that regulates both safety and
functions of nanotheranostics."'~*?

The complement system is a phylogenetically ancient part of
the innate immune system, consisting of a group of small
proteins found in the blood which can mediate opsonization of
bacteria, activation of inflammation, as well as clearance of
immune complexes.'* Complement activation occurs through
three different pathways: the classical, lectin and alternative
pathways, all of which lead to C3 cleavage into two activation
products, C3a and C3b. The larger fragment, C3b, triggers a
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cascade of further cleavage and activation events leading to the
formation of the cell-killing membrane attack complex
(MAC),15 whereas the smaller one, C3a, functions as an
anaphylatoxin to mediates chemotaxis, local inflammatory
responses, and smooth muscle contraction, as well as enhances
vascular permeability. C3a is then quickly processed to lose its
C-terminal arginine, generating acylation stimulating protein
(ASP, also referred to as C3a(des-Arg)),'® an adipogenic
cytokine involved in the pathogenesis of obesity. Increased
levels of ASP have been reported in patients with obesity,
diabetes, and cardiovascular diseases.” Because of the high
proinflammatory potential of C3a and its relationship to a
number of diseases," ! it is particularly important to study
complement C3 cleavage and any variations in blood C3a level
when encountered with nanomaterials.

Graphene and its derivatives such as graphene oxide (GO),
are two-dimensional (2D) sp” carbon nanomaterials and have
attracted tremendous attention due to their intriguing physical,
chemical and mechanical properties.zz_25 In recent years, the
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biomedical applications of graphene derivatives have also been
widely explored by a large number of groups.**™’ Various
graphene-based diagnostic platforms have been fabricated for in
vitro or ex vivo detection of biomolecules with great
sensitivity.>® With ultrahigh surface area, functionalized
derivatives are able to serve as novel nanocarriers for loading
and intracellular delivery of both small drug molecules and
biomarcomolecules such as DNA and small interfering
RNA.**75° with strong absorbance in the near-infrared region,
GO or reduced GO (rGO) after coating with biocompatible
polymers such as polyethylene glycol (PEG) can be utilized as
cancer therapeutic agents for in vivo photothermal ablation of
tumors in animal experiments with high efficacy.*>'~%¢
Imaging guided cancer therapy using GO-based nanocomposite
as theranostic probes has also been demonstrated in our latest
work.** Graphene-based nanomedicine appears to be promising
and may bring novel opportunities for future disease diagnosis
and treatment.

Potential toxicity has always been a great concern of using
nanomaterials in biomedicine. Although a number of previous
reports have shown that, different from pristine graphene or as-
made GO which exhibit noticeable in vitro and in vivo
toxicity,””>”® appropriately functionalized GO does not
possess obvious toxicity to animals, and its in vivo behaviors
are closely relevant to its surface chemistry and size,**~** how
GO and functionalized nano-GO (e.g, nGO-PEG) interact
with the immune system, particularly proinflammatory factors,
is a crucial question in the future exploration of GO-based
materials in nanomedicine, and still remains to be addressed. In
this work, we start to look into the above question by
investigating and comparing the interactions of serum proteins
with GO and nGO-PEG, the latter of which has ultrasmall sizes
and is functionalized by a 10 kDa amine-terminated six-arm-
branched PEG polymer (10k-6br-PEG-NH,).® Interestingly,
unlike GO, which adsorbs a significant amount of serum
proteins in a nonspecific manner, nGO-PEG not only exhibits
reduced protein binding in general but also certain selectivity
and increased affinities toward a few proteins. Six nGO-PEG
binding proteins are identified, and four of them are immune-
related factors, including C3a/C3a(des-Arg). Further compar-
ison of the sera treated with GO and nGO-PEG show that
nGO-PEG is able to induce certain level of complement C3
cleavage, but to a much less extent than GO does. More
importantly, nGO-PEG possesses up to 2-fold binding capacity
toward C3a/C3a(des-Arg) than GO does, resulting in
dramatically decreased level of C3a/C3a(des-Arg) in treated
sera. Remarkably, this unique property of nGO-PEG enables it
to effectively modulate C3a/C3a(des-Arg) content when
complement C3 is activated by foreign objects such as
unfunctionalized GO. This novel phenomenon suggests the
potential use of nGO-PEG to attenuate the consequences of
complement C3 activation induced by other nanomaterials for
better biocompatibility.

2. EXPERIMENTAL SECTION

2.1. Preparation and Characterization of GO and nGO-PEG.
GO and nGO-PEG were prepared as previously described.*>®* Briefly,
GO was synthesized from graphite following a modified Hummers
method. nGO-PEG was prepared by conjugating 10k-6br-PEG-NH,
(Sunbio Inc., South Korea) to as made GO via amide formation. The
reaction was then filtered through Amicon Ultra Centrifugal Filters
with molecular weight cutoff (MWCO) of 100 kDa (Millipore,
Carrigtwohill, co. cork, Ireland) and repeatedly washed using ultrapure
water to remove excess PEG polymer.
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The concentration of nGO-PEG was calculated using its absorbance
at 230 nm (mass extinction coefficient of 65 mg/mL/cm).44 Both as
made GO and nGO-PEG were characterized by FT-IR using Hyperion
series spectrometer (Bruker), AFM analysis using a MutiMode V AFM
(Veeco), and DLS on a Zen3690 (Malvern) at the scattering angle 6 =
17°.

2.2. Preparation of Human Serum. Human serum samples were
prepared from twenty healthy male volunteers (aged 23—4S years)
according to approved local protocols. Blood drawn from each
individual was allowed to clot at room temperature, and serum was
extracted, pooled, and stored in aliquots at —80 °C. Immediately
before use, serum samples were thawed on ice.

2.3. Serum Protein Adsorption on Unfunctionalized GO. 0.4
mg/mL GO was incubated with undiluted sera (sample:sera =1:1v/v)
at 37 °C for 1 h. GO and bound proteins were precipitated by
centrifugation at 21 000 g for 30 min at 4 °C. Pellets were carefully
washed four times with ice-cold washing buffer (phosphate buffer (1 X
PBS), pH 7.5, 800 mM KCl, 0.01% TWEEN 20), and resuspended in
1X Laemmli loading buffer.®

2.4, Biotin-streptavidin Pull-down Assay. One mg/mL PEG
polymer and 0.4 mg/mL nGO-PEG were biotinylated at the terminal
amines by addition of 0.5 mM NHS-biotin (Sigma-aldrich, St. Louis,
MO, USA), and stirred at room temperature overnight. Excess NHS-
biotin was removed by filtration through Amicon Ultra Centrifugal
Filters (MWCO 100 kDa) and washed over eight times using 1 X PBS
(pH 7.5). The concentration of biotinylated nGO-PEG was calculated
using its absorbance at 230 nm with the same mass extinction
coefficient.

Biotin-streptavidin pull-down assay were carried out by incubating
different samples (0.05 mg/mL biotinylated nGO-PEG, 0.05 mg/mL
nGO-PEG, 0.25 mg/mL biotinylated PEG or saline as control) with
undiluted sera (sample:sera = 1:1 v/v) at 37 °C for 1 h, chilled on ice
for 20 min, and then mixed with 50 uL streptavidin agarose beads
(Pierce/Thermo Scientific, Rockford, USA). Following incubation at 4
°C for 1 h, beads and bound proteins were precipitated by brief
centrifugation, washed three times with 750 uL of ice-cold washing
buffer, and resuspended in 50 uL 2 X Laemmli loading buffer. Protein
samples were separated on 12% sodium dodecyl sulfate polyacrylamide
gel electrophoresis (SDS-PAGE) and analyzed by silver staining,
Coomassie Blue staining for further mass spectrometry identification,
or Western blot using a mouse monoclonal antibody raised against
human C3a/C3a(des-Arg) (Santa Cruz Biotechnology Inc., Santa
Cruz, CA, USA).

2.5. Mass Spectrometry Protein Identification. Individual
protein bands were excised and subjected to in-gel trypsin digestion.
Peptide mixtures were analyzed by LC-MS/MS using a high
performance liquid chromatography system (Michrom BioResources
Inc.) coupled to a Finnigan LTQ ion trap mass spectrometer (Thermo
Fisher Scientific, Waltham, MA) equipped with a nanospray ion
source, in the Instrumental Analysis Center at Shanghai Jiaotong
University. Mass spectral data were used to interrogate the Swiss-Prot
and NCBInr protein databases for statistically significant protein
matches.

2.6. In vitro Complement C3 Activation Assay. Complement
activation reactions were carried out by mixing different material
samples or saline as indicated in the text with undiluted sera
(sample:sera = 1:4 v/v), followed by incubation at 37 °C for 1 h.
Reactions were then terminated on the ice. Following separation on
12% SDS-PAGE, complement C3 cleavage product C3a/C3a(des-
Arg) was analyzed by Western blot using antihuman C3a/C3a(des-
Arg) antibody. For preparation of the C3a/C3a(des-Arg)-elevated
serum samples, same activation procedure was used except that the
reactions were incubated at 37 °C for 30 min.

2.7. Calcium Flux Assay. U937 cells (human macrophage cell
line, a gift from Dr. Yun Zhao) were cultured in RPMI 1640 medium
supplemented with 10% fetal bovine serum (FBS). The intracellular
Ca®* changes were measured using fura-2/AM fluorescence assay
(sigma-Aldrich, St. Louis, MO, USA) as previously described.®” Briefly,
1 X 10° U937 cells were incubated at 37 °C in the dark with 3 uM
fura-2/AM. After 30 min incubation, cells were washed twice,
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resuspended in Hank’s Balanced Salt Solutions (HBSS, 137 mM NaCl,
5 mM KCJ, 1.3 mM CaCl,, 0.8 mM MgSO,, 0.6 mM Na,HPO,, 0.4
mM KH,PO,, 3.0 mM NaHCO;, 5.6 mM glucose, pH 7.4), stimulated
with different serum samples or serum pull-down samples as indicated
in the text, and then immediately analyzed using a Varioskan Flash
Microplate Reader (Thermo Fisher Scientific, Waltham, MA). The
free cytosolic Ca®* concentrations were calculated as previously
described.”

3. RESULTS AND DISCUSSION

3.1. Preparation and Functionalization of GO Nano-
sheets. GO was prepared from graphite following the modified
Hummer’s protocol.*** nGO-PEG was synthesized from GO
sheets by covalent conjugation with 10k-6br-PEG-NH, via
amide formation as previously described,®® and confirmed by
zeta potential shift (from —47.6 mV to —13.5 mV, Figure 1a) as

Sample GO nGO-PEG

Zeta potential

(mV) -47.6%27

()

-13.5%15

Onm)|

GO

Saline

il

Figure 1. Characterization of GO and nGO-PEG used in the study.
(a) Zeta potential and (b) AFM images of GO and nGO-PEG. (c)
Photos of GO and nGO-PEG at the same concentration (0.08 mg/
mL) in saline and human sera after centrifugation at 21000 g for S
min.

nGO-PEG

Sera Saline Sera

well as infrared (IR) spectra (see the Supporting Information,
Figure S1). Atomic force microscope (AFM) images showed
that different from GO with large sizes up to a few ym, nGO-
PEG nanosheets were mainly single- or double-layered
ultrasmall sheets with a size range of 10—50 nm (Figure 1b).
As shown in Figure lc, the majority of GO precipitated out
after centrifugation in normal saline (0.9% NaCl) or human
sera at 21 000 g for 5 min, whereas no noticeable aggregation
was observed in nGO-PEG samples under the same conditions,
demonstrating its greatly improved dispersibility in physio-
logical solutions.

3.2. Alterations in the Capacity and Selectivity of GO
Nanosheets for Serum Proteins upon PEGylation. As a
common functionalization approach, PEGylation is widely used
in nanobiotechnology to increase biocompatibility of nanoma-
terials and decrease nonspecific adsorption of biomolecules on
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their surfaces.”*®*™7" We first investigated the adsorption of

serum proteins on GO and how PEGylation affects such
interactions. Unfunctionalized GO was incubated with human
sera at 37 °C for 1 h, and then precipitated by centrifugation at
21000 g. Given the excellent dispersibility in serum without
precipitation even under harsh centrifugation, nGO-PEG was
biotinylated at PEG terminal amines (nGO-PEG-biotin) before
incubation with sera, and then pulled down using streptavidin
agarose beads (Figure 2a) for separation and further analysis.
To ensure specificity, both biotinylated PEG (PEG-biotin) and
nGO-PEG without biotinylation were used as controls in the
biotin-streptavidin pull-down reactions. As expected, after
centrifugation, the color of collected beads turned black only
in the nGO-PEG-biotin containing reaction but not in the
control reaction which contained nGO-PEG without bio-
tinylation (data not shown), suggesting successful and specific
separation of nGO-PEG-biotin using streptavidin agarose beads
in our assay.

After extensive washing (800 mM KCl in PBS) of GO
precipitates and beads-bound nGO-PEG-biotin collected from
sera, tightly bound proteins were eluted and analyzed by SDS-
PAGE (Figure 2b). The majority of serum proteins
coprecipitated with GO, most likely via nonspecific hydro-
phobic adsorptions, whereas PEGylation significantly decreased
the total amount of protein binding (compare lane 1, lane 2,
and lane 4), similar to previous reports.””’>”* Interestingly,
PEGylation altered protein binding selectivity as well. As shown
in Figure 2b, besides several protein bands common to all pull-
down reactions, which were disregarded as nonspecific ones, a
number of protein bands presented only in the nGO-PEG-
biotin lane (compare lane 4 with lane 3, lane S, and lane 6),
suggesting highly selective protein binding on nGO-PEG.
Among these specific bands, at least four of them (indicated by
arrow heads) appeared in rather increased amounts compared
to those adsorbed on unfunctionalized GO, suggesting
enhanced affinities and/or specificities toward nGO-PEG.

3.3. Selective Binding of Immune Factors to nGO-PEG.
Two of the above protein bands with better separation and
clean background (Figure 2b, indicated by solid arrow heads)
were selected for further identification by mass spectrometry
(LC-MS/MS, see the Supporting Information, Table S1). Six
proteins, including four glycoproteins, were identified (Figure
2b and Table 1). Band No. 1, which migrated at around 9 kDa,
contained platelet factor 4 (PF4) ,”* vitronectin (10 kDa subunit
V10),” and C3a/C3a(des-Arg). Noting that C3a and C3a(des-
Arg) are hard to distinguish for C3a(des-Arg) is shorter by only
one arginine at the C-terminus. The band of approximately 34
kDa (Band No. 2) contained clusterin (« chain and /§ chain),”®
thrombin,”” and histidine-rich glycoprotein (HRG, N-terminal
domain).”® Three of the glycoproteins, clusterin, HRG, and
vitronectin, despite their various physiological functions, have
all been implicated in regulating immune responses: clusterin
and vitronectin, in particular, are both regulators of the
complement mediated cytolysis. Therefore, together with C3a,
an important intermediate product of the complement
activation cascade triggering immune responses, four out of
six identified nGO-PEG-binding proteins are related to the
body’s defense system, implicating possible effects of nGO-PEG
on the immune system, especially on complement and other
related processes. The other two identified proteins (PF4 and
thrombin) are two coagulation factors that, during the blood
clotting process, are released from platelet and generated from
its proenzyme, respectively.”*’” Rather abundant amounts of
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Figure 2. PEGylation of GO altered its interactions with serum proteins. (a) Biotin-streptavidin pull-down assay. nGO-PEG was biotinylated at PEG
terminal amines before incubation with sera at 37 °C for 1 h, and then pulled down using streptavidin agarose beads followed by extensive washing
(800 mM KCl in PBS). Bound proteins were eluted, separated by 12% SDS-PAGE, and then analyzed by silver staining or LC-MS/MS identification.
(b) Silver staining of serum proteins associated with different GO nanosheets. Lane 1: normal human sera used in the study. Lane 2:
unfunctionalized GO was incubated with human sera at 37 °C for 1 h, and then precipitated by centrifugation at 21,000 g, followed by washing using
800 mM KCl in PBS. Bound proteins were eluted, separated by 12% SDS-PAGE, and silver stained. Lane 3—6: biotin-streptavidin pull-down assay
was performed using biotinylated PEG (PEG-biotin, lane 3), biotinylated nGO-PEG (nGO-PEG-biotin, lane 4), nGO-PEG without biotinylation
(nGO-PEG, lane 5), and saline as control (Beads only, lane 6), respectively. Four protein bands appeared in obviously higher densities in lane 4 than
in lane 2 are marked by arrow heads, among which the two bands labeled by solid arrowhead #1 and #2 were cut out and identified by LC-MS/MS,

and results are listed on the right.

thrombin were recovered in the second band, as indicated by
the large number of its peptide hits, possibly because of its
“trypsin-like” nature”” and nGO-PEG’s known association with
trypsin in our previous report.65 However, the association of
thrombin and PF4 with nGO-PEG in serum might be a pseudo
effect and is unlikely to reflect the actual events that happen in
blood, since their circulation levels are extremely low, but
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increase by more than 3 orders of magnitude during serum
preparation (clotting).”***%!

The LC-MS/MS data further revealed the high selectivity of
nGO-PEG, because among the many serum proteins or their
subunits that migrate at around 9 kDa or 34 kDa on reducing
SDS-PAGE, only six of them were identified to associate with
nGO-PEG. Furthermore, these identified proteins possess
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Table 1. nGO-PEG-Associated Serum Proteins

cytolysis.

function

complement C3 activation products; proinflammatory/adipogenic cytokine.

inhibit complement MAC formation; promote cell adhesion and spreading.

part of the complement MAC; protects cells against apoptosis and complement-mediated

multifunctional; regulate immune complex and pathogen clearance, cell adhesion,

angiogenesis, coagulation and apoptosis

swiss- peptide

protein band glycoprotein port pl hits

C3a/C3a(des- 1 no P01024  9.69 12
Arg)

Vitronectin 1 yes P04004  5.46 17
Clusterin 2 yes P10909  5.85 3
HRG 2 yes P04196 7.09 9
PF4 no P02776 8.72 11
Thrombin 2 yes P00734  5.55 376

released from activated platelets; heparin binding; promote coagulation.

serine protease; coagulation cascade; catalyze coagulation-related reactions

different isoelectric points (pls), ranging from 5.46 to 9.69
(Table 1), suggesting that their binding to PEGylated GO
surface is likely through some specific interactions other than
simple nonspecific electrostatic attraction. Take Band No. 1 for
example, the anaphylatoxin family consists of three 9 kDa
homologous proteins (C3a, C4a, and CSa), which are all
generated enzymatically during complement activation, pos-
sessing similar functions and close pls, yet only C3a was
identified here. The selectivity of nGO-PEG for C3a/C3a(des-
Arg) was further analyzed and confirmed by Western blot using
monoclonal antibody against C3a/C3a(des-Arg). As shown in
Figure 3, compared to unfunctionalized GO that bound both

Foreign materials

I activate

4 [C3a| Carboxypeptidase [G3a(des-Arg)
c3 "”n"e"553< {(Anaphylatoxin) (Obesity-related hormone) |
C3b.
(Subunit of C5 convertase) e
(@) g oo — ]
= :

pull-down (Streptavidin Agarose) 2

+ £ 150
i o@p £ I
GO 00.9*- oeo® “Go*‘ 2
o =

D 100
H
=

C3a/ g 5
C3a(des-Arg) 9,5
&

1 2 3 4 O 9

GO nGO-PEG
(b) (c)

Figure 3. Selective binding of nGO-PEG to C3a/C3a(des-Arg). (a)
Diagram of the complement C3 activation pathway. (b) Samples of
serum proteins bound to GO and nGO-PEG were prepared as
described in Figure 2, followed by 12% SDS-PAGE and Western blot
analysis using a monoclonal antibody against human C3a/C3a(des-
Arg). (c) Relative quantification of the C3a/C3a(des-Arg) levels in
(b). Error bars represent the standard deviation (n = 3). *P < 0.005.

C3a/C3a(des-Arg) and C3 with no apparent difference, the
same amount of nGO-PEG exhibited almost no detectable
binding to C3, but rather nearly 2-fold binding to C3a/
C3a(des-Arg). Since the peptide sequence of C3a/C3a(des-
Arg) is also present in C3, the selective binding of C3a/
C3a(des-Arg) over C3 by nGO-PEG indicate that the
differences in the overall conformations and secondary
structures of C3 and C3a/C3a(des-Arg) might contribute to
their interactions with nGO-PEG. Taken together, the above
results all demonstrate selective and efficient association of GO
nanosheets with certain immune factors after the PEGylation,
which clearly changes the surface chemistry, resulting in altered
nanobio interface for protein binding,
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3.4. Complement C3 Cleavage Induced by GO
Nanosheets. The complement system helps clear foreign
objects (e.g., pathogens) from blood in a process beginning
with its activation by these intruders or relating triggers. Since
the three different complement activation pathways all lead to
enzymatic cleavage of complement factor C3 to C3a and C3b,
our finding that PEGylation can effectively alter the interactions
of C3 and C3a/C3a(des-Arg) with GO and nGO-PEG suggests
that it might affect the C3 cleavage process as well. To
investigate whether GO and nGO-PEG can induce comple-
ment C3 cleavage, and whether PEGylation could affect such a
process, GO, nGO-PEG, coating polymer (PEG), and zymosan
(a glucan known to activate complement,® as positive control)
were incubated with human sera at 37 °C, respectively, and the
serum level of C3a/C3a(des-Arg) in each reaction, which
represents the degree of C3 splitting, was analyzed by Western
blot (Figure 4). Compared to saline treatment (negative

Saline PEG GO  nGO-PEG Zymosan

C3al/
C3a(des-Arg)

Figure 4. Reduced complement C3 cleavage after PEGylation. Human
sera was incubated with 80 yg/mL GO, 80 ug/mL nGO-PEG, 0.5 mg/
mL PEG, and 10 mg/mL zymosan (as positive control) at 37 °C,
respectively, and C3 cleavage in each reaction was analyzed by
Western blot using antihuman C3a/C3a(des-Arg) antibody.

control), coating polymer PEG alone did not cause activation
of C3 even at high concentrations, consistent with its good
biocompatibility. Treatment with unfunctionalized GO resulted
in the largest increase in C3a/C3a(des-Arg) level among all
reactions, showing its dramatic stimulatory effect on C3
cleavage. In the case of nGO-PEG treatment, although there
was a significant reduction in the level of C3a/C3a(des-Arg)
comparing to GO treatment, nGO-PEG was still able to induce
C3 cleavage to an extent similar to zymosan, demonstrating
moderate improvement of complement compatibility by this
type of PEGylation.

3.5. High Binding Capacity of nGO-PEG toward C3a/
C3a(des-Arg). We have shown that nGO-PEG, when
incubated with human sera at 37 °C, can not only trigger
complement C3 cleavage, but also selectively bind to one of the
cleavage products C3a and/or its derivative C3a(des-Arg). Two
questions thus arise as whether C3 cleavage induce by nGO-
PEG is required for its binding to C3a/C3a(des-Arg), and what
is the ultimate effect on serum C3a/C3a(des-Arg) level after
nGO-PEG treatment. To address the first question, we bound
nGO-PEG-biotin to streptavidin agarose first to prepare nGO-
PEG-conjugated agarose beads. These conjugated beads were
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then incubated with sera at 4 °C, under which condition no
complement C3 activation would occur. Normal streptavidin
agarose beads were used as control. After incubation, beads and
bound proteins were removed from each reaction. C3a/
C3a(des-Arg) remained in the supernatant as well as its total
amount before beads removal were analyzed by Western blot
(Figure Sa). Total levels of C3a/C3a(des-Arg) in both

4°C
Total _Supernatant
nGO-PEG + - + - Sera
1 2 3 4 5
(a)
4°C 37°C
Total Supernatant
nGO-PEG + + - + - Sera
C3al
C3a(des-Arg)
6 7 8 ] 10 1
(b)
6
arc 4°c 4 %

pull-down ( Streptavidin Agarose)

= |

Fold stimulation of Ca®*

nGO-PEG <+ - + - 5 i
C3al
C3a(des-Arg) |—| "L| ’-L‘ H
12 13 14 15 0 -+ -+ nGOPEG
Control 2y e Supernatant Beads
(c) (d)

Figure 5. High binding capacity of nGO-PEG toward C3a/C3a(des-
Arg) and inhibition of C3a function by nGO-PEG binding. Pull-down
assay was performed using either nGO-PEG-conjugated streptavidin
agarose beads (+) or unconjugated streptavidin agarose beads (—) at
indicated incubation temperature: (a) 4 and (b) 37 °C, respectively.
After sera incubation, fractions were collected before (Total) and after
(Supernatant) beads removal. The amount of C3a/C3a(des-Arg) in
each fraction was analyzed by Western blot using antihuman C3a/
C3a(des-Arg) antibody. (c) Western blot of C3a/C3a(des-Arg)
associated with streptavidin agarose beads after pull-down. (d)
Regulation of free cytosolic Ca** in U937 cells. Fura-2/AM-loaded
U937 cells were incubated with indicated serum samples, samples from
the 37 °C pull-down assay, or HBSS buffer as the control. The changes
of cytosolic Ca®* concentrations were measured immediately as
described in the Experimental Section. + represents 33 yg/mL beads-
conjugated nGO-PEG in the reaction. Zy represents C3a-elevated sera
prepared by pretreatment with 10 mg/mL zymosan at 37 °C. Error
bars represent the standard deviation (n = 4). *P < 0.05.

reactions (lane 1 and lane 2) were the same as that in normal
sera (lane S), confirming that no C3 cleavage was induced
during incubation. Majority of the C3a/C3a(des-Arg) was
found to coprecipitate with nGO-PEG-conjugated beads (lane
14), leaving trace amount of it in treated supernatant (lane 3),
hence its binding to nGO-PEG does not require C3 activation.
Similar experiments were performed to address the second
question, except that the incubation of sera with either the
control beads (normal streptavidin agarose beads, nGO-PEG -)
or nGO-PEG-conjugated beads (nGO-PEG +) was carried out
at 37 °C instead of 4 °C (Figure Sb, Sc). At 37 °C, normal
streptavidin agarose beads (nGO-PEG -) did not activate
complement C3 (compare lane 8 with lane 6 and lane 11).
Even though some C3a/C3a(des-Arg) was induced by nGO-
PEG (compare lane 7 with lane 6 and lane 8), the binding
capacity of nGO-PEG to C3a/C3a(des-Arg) was high enough
(lane 12) to clear not only the newly generated C3a/C3a(des-
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Arg), but also most of the pre-existing ones from sera,
ultimately resulting in the significantly decreased level of C3a/
C3a(des-Arg) in nGO-PEG treated supernatant (lane 9).

3.6. nGO-PEG as A Potential Inhibitor of C3a
Function. C3a functions through binding to its receptor
C3aR (a cell surface G protein-coupled receptor) in target cells
to mediate chemotaxis and inflammatory responses.”> The
binding of C3a to C3aR induces a quick rise in free cytosolic
Ca®", which can be analyzed using U937 cells, a human
macrophage cell line expressing C3aR.”** As shown in Figure
Sd, normal sera caused about 2-fold increase in the free
cytosolic Ca** level in U937 cells, whereas C3a-elevated sera,
prepared by pretreatment with 10 mg/mL zymosan at 37 °C,
greatly stimulated intracellular Ca** flux, resulting in a S-fold
rise of free cytosolic Ca®".

To further investigate the effect of nGO-PEG binding on the
activity of C3a, we prepared nGO-PEG-bound C3a and
separated it from sera as described in parts b and ¢ in Figure
S using nGO-PEG-conjugated beads (nGO-PEG +) at 37 °C.
For comparison, normal streptavidin agarose beads (nGO-PEG
—) were used in the mock reaction. The beads with associated
proteins as well as the supernatants were then tested for their
abilities to stimulate intracellular Ca** flux in U937 cells (Figure
5d). The supernatant after nGO-PEG-beads separation showed
significantly decreased calcium stimulation compared to both
normal sera and the mock supernatant (nGO-PEG -), and the
cytosolic Ca** level remained almost the same as that in the
control U937 cells, consistent with the barely detectable C3a/
C3a(des-Arg) level in Western blot analysis (Figure Sb, lane 9).
Although after pull-down a large amount of C3a/C3a(des-Arg)
was found to associated with nGO-PEG (Figure Sc, lane 12),
these nGO-PEG-bound C3a exhibited little calcium stimulatory
activity, evidenced by the similar cytosolic Ca** levels observed
in cells treated with nGO-PEG-conjugated beads (nGO-PEG
+) and normal streptavidin agarose beads (nGO-PEG —). Our
results suggest that the binding of nGO-PEG to C3a can
suppress C3a function by interfering with the interaction
between C3a and its receptor C3aR.

3.7. nGO-PEG as A Potential Regulator of C3a/
C3a(des-Arg) Level. C3a is an anaphylatoxin causing
chemotaxis, local inflammatory responses, and allergic-like
reactions, while its derivative C3a(des-Arg) is an adipogenic
cytokine involved in the pathogenesis of obesity. Therefore,
compare to other nanomaterials that can induce similar level of
complement C3 activation, nGO-PEG might have lower risk of
causing immune responses, because it can retain the
anaphylatoxin C3a produced from C3 cleavage and prevent
the normal interaction between C3a and its receptor.
Furthermore, given its high C3a/C3a(des-Arg) binding
capacity as well as the fact that its binding to C3a/C3a(des-
Arg) and C3 activation are two separate events, nGO-PEG
should also be able to bind C3a/C3a(des-Arg) generated by
other complement-activating materials, adjusting the serum
C3a/C3a(des-Arg) level. As a proof-of-concept demonstration,
two types of complement-activating materials, zymosan (a
natural glucan from yeast) and unfunctionalized GO (a
synthetic nanomaterial), were incubated with sera at 37 °C,
respectively. These C3a/C3a(des-Arg)-elevated sera were then
treated with nGO-PEG-conjugated beads. As shown in Figure
6, nGO-PEG treatment successfully restored the basal C3a/
C3a(des-Arg) level in GO-treated supernatant (lane 3), and for
sera incubated with the relatively weaker activator, zymosan,
nGO-PEG treatment led to a decrease of C3a/C3a(des-Arg)
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Figure 6. Modulation of the C3a/C3a(des—Arg) level in C3a/C3a(des-
Arg)-elevated sera by nGO-PEG treatment. (a) C3a/C3a(des-Arg)-
elevated sera were prepared by preincubating normal sera with either 5
mg/mL zymosan or 40 pug/mL unfunctionalized GO, and then
incubated with nGO-PEG-conjugated beads (+) and control beads
(=), respectively. After removal of the beads, C3a/C3a(des-Arg)
remained in the supernatant was analyzed by Western blot. All
incubations were carried out at 37 °C. (b) Relative quantification of
the western analysis data in a. + corresponds 40 pg/mL beads-
conjugated nGO-PEG in the reaction. Error bars represent the
standard deviation (n = 3). *P < 0.01.

below the basal level (lane 5), suggesting a potential application
of nGO-PEG as an efficient remover for C3a/C3a(des-Arg).

4. CONCLUSION

In this study, we investigated the effects of PEGylation on
serum behaviors of GO nanosheets by comparing their
interactions with serum proteins. Compared with unfunction-
alized GO, nGO-PEG showed dramatic reductions in both
protein binding in general and the ability to induce comple-
ment C3 cleavage as expected. However, interestingly, both the
pull-down assay and subsequent LC-MS/MS data revealed
certain selectivity and increased binding capacities of nGO-PEG
toward a few serum proteins, six of which were identified,
including C3a/C3a(des-Arg), a proinflammatory/obesity-re-
lated adipogenic cytokine produced from C3 cleavage during
complement activation. A series of Western blot analysis
confirmed the high binding capacity of nGO-PEG with C3a/
C3a(des-Arg), enabling the former to serve as a potential
regulator of the later and its related diseases. Evidently,
PEGylation can selectively affect the interactions between GO
nanosheets and different serum factors, likely due to the
changes of surface chemistry which lead to variations at the
nanobio interface. Future work is required to further investigate
the selective interactions of nGO-PEG with C3a/C3a(des-Arg)
and other serum factors. Given the apparent size difference
between nGO-PEG and as made GO, the potential size effect
on the above interactions may be investigated as well.
Nevertheless, our findings demonstrate an interesting aspect
of the changes at the nanobio interface and in serum behaviors
of GO nanosheets after PEGylation, and suggest novel
potentials of nGO-PEG in biomedical researches as well as in
nanobiotechnology. Furthermore, the proof-of-concept dem-
onstration brings up an interesting idea that, when dealing with
biocompatibility issues, instead of traditional functionalization
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strategies, one nanomaterial may be used to help enhance the
biocompatibilities of other nanomaterials.
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Supporting Table S1 LC-MS/MS raw data.

Raw data
P (pro) Sf Score Coverage MW Accession Peptide (Hits)
Band # 1
1-1  Gene_Symbol=VTN Vitronectin 1.35E-11 193 20.23 5.20 54305.3 IP100298971.1 17(170000)
12 Gene_Symbol=C3 Complement C3 (Fragment) 3.88E-09 1.62 20.24 1.40 187146.3  1P100783987.2 12(120000)
1-3  Gene_Symbol=LOC100133511 complement 3.88E-09 1.62 20.24 1.80 144808.2  1P100887739.3 12(120000)
C3-like, partial
1-4  Gene_Symbol=C3 ¢cDNA FLJ57339, 3.88E-09 1.62 20.24 2.10 122591.7  1P100942927.1 12(120000)
highly similar to Complement C3
1-5  Gene_Symbol=PF4 Platelet factor 4 2.88E-07 2.75 30.19 20.80 10844.9 1P100022446.1 11(110000)
Band # 2
2-1  Gene_Symbol=F2 Prothrombin (Fragment) 7.55E-14 12.88 140.32 24.80 70036.5 IP100019568.1 376 (376 00 0 0)
2-2  Gene_Symbol=F2 Uncharacterized protein 1.28E-13  9.27 10032 19.20 65408.2 IP100975497.1 223 (223000 0)
2-3  Gene Symbol=HRG Histidine-rich glycoprotein =~ 4.37E-10  2.81 30.25 7.00 59578.0 1P100022371.1  9(90000)
2-4  Gene_Symbol=CLU Isoform 2 of Clusterin 1.10E-05 1.76  20.18 4.60 57832.3 IPI00400826.1 3(30000)
2-5  Gene_Symbol=CLU clusterin isoform 3 1.10E-05 1.76  20.18 5.00 53642.6  1P100954954.1 3(30000)
2-6  Gene_Symbol=CLU CLU 1.10E-05 1.76  20.18 8.10 33532.5 IPI00976752.1 3(30000)
2-7  Gene_Symbol=CLU Clusterin 1.10E-05 1.76  20.18 7.30 37196.7 IPI00978715.1 3(30000)
2-8  Gene_ Symbol=CLU Isoform 1 of Clusterin 1.10E-05 1.76  20.18 5.10 52494.3 1P100291262.3 3(30000)
2-9  Gene_Symbol=CLU 54 kDa protein 1.10E-05 1.76 20.18 4.90 53509.5 IP100793848.1 3(30000)
Raw data extended
Band #1, 1-1. Gene_Symbol=VTN Vitronectin Accession number: IP100298971.1
Sequence MH+ z P Sf XC DeltaCn  Sp RSp Ions
R.VDTVDPPYPR.S 1159.27 2 1e-006 0.94 3.254 0.409 9831 1 16/18
R.VDTVDPPYPR.S 1159.27 2 4e-007 0.96 3.598 0.517 968.7 1 16/18
R.VDTVDPPYPR.S 1159.27 2 7e-006 0.95 3.613 0.482 946.6 1 16/18
R.VDTVDPPYPR.S 1159.27 2 1e-006 0.96 3.464 0.527 9953 1 16/18
R.VDTVDPPYPR.S 1159.27 2 1e-006 0.96 3.609 0.489 1012.0 1 16/18
R.VDTVDPPYPR.S 1159.27 2 2e-006 0.95 3.496 0.498 976.7 1 16/18
R.STAQYWLGCPAPGHL.- 1670.89 2 2e-009 0.98 4.562 0.639 1812.8 1 21/28
R.STAQYWLGCPAPGHL.- 1670.89 2 2e-009 0.96 3.889 0.613 13974 1 19/28
R.STAQYWLGCPAPGHL.- 1670.89 2 2e-009 0.98 4.309 0.610 18255 1 21/28
R.SIAQYWLGCPAPGHL.- 1670.89 2 4e-010 0.96 4.109 0.568 13182 1 19/28
R.SIAQYWLGCPAPGHL.- 1670.89 2 2e-011 0.97 4.579 0.629 15715 1 20/28
R.SIAQYWLGCPAPGHL.- 1670.89 2 4e-011 0.97 3.938 0.539 1595.0 1 20/28
R.SIAQYWLGCPAPGHL.- 1670.89 2 5e-009 0.98 4.380 0.672 1923.0 1 22/28
R.SIAQYWLGCPAPGHL.- 1670.89 2 le-011 0.98 4.524 0.688 1575.6 1 21/28
R.STAQYWLGCPAPGHL.- 1670.89 2 3e-011 0.98 4.584 0.641 17102 1 21/28
R.STAQYWLGCPAPGHL.- 1670.89 2 2e-009 0.97 4.435 0.641 1547.0 1 20/28
R.STAQYWLGCPAPGHL.- 1670.89 2 1e-009 0.97 4.059 0.565 1589.6 1 20/28




Raw data extended

Band #1, 1-2. Gene_Symbol=C3 Complement C3 (Fragment) Accession number: [P100783987.2

Band #1, 1-3. Gene_Symbol=LOC100133511 complement C3-like, partial Accession number: IPI00887739.3

Band #1, 1-4. Gene_Symbol=C3 cDNA FLJ57339, highly similar to Complement C3

Accession number: IP100942927.1

Sequence MH+ z P St XC DeltaCn  Sp RSp ITons
R.FISLGEACKK.V 1153.35 2 1e-006 0.64 2213 0.115 462.7 1 13/18
R.FISLGEACKK.V 1153.35 2 5e-006 0.68 2.298 0.114 5320 1 13/18
R.FISLGEACKK.V 1153.35 2 0.0009 0.80 2.703 0.257 5258 1 13/18
K.VFLDCCNYITELR.R 1703.90 2 6e-005 0.97 3.920 0.405 22296 1 19/24
K.VFLDCCNYITELR.R 1703.90 2 5e-007 0.98 4.820 0.523 2586.5 1 2124
K.VFLDCCNYITELR.R 1703.90 2 2e-008 0.98 4.789 0.534 2438.1 1 21/24
K.VFLDCCNYITELR.R 1703.90 2 4e-009 0.98 4364 0.514 23417 1 20/24
K.VFLDCCNYITELR.R 1703.90 2 2e-008 0.98 4372 0.608 2648.1 1 21/24
K.VFLDCCNYITELR.R 1703.90 2 2e-008 0.98 4.604 0.509 25519 1 21/24
K.VFLDCCNYITELR.R 1703.90 2 7e-009 0.98 4.467 0.508 2516.0 1 21/24
K.VFLDCCNYITELR.R 1703.90 2 5e-009 0.98 4.586 0.484 25703 1 2124
K.VFLDCCNYITELR.R 1703.90 2 1e-007 0.98 4437 0.616 26173 1 21/24
Raw data extended

Band #1, 1-5. Gene_Symbol=PF4 Platelet factor 4 Accession number: IP100022446.1

Sequence MH+ z P St XC DeltaCn  Sp RSp ITons
R.HITSLEVIK.A 1040.24 2 0.0004 0.82 2427 0.387 4328 1 12/16
R.HITSLEVIK.A 1040.24 2 1e-005 0.90 2.868 0.478 5189 1 13/16
R.HITSLEVIK.A 1040.24 2 2e-005 0.86 2.659 0.351 4902 1 13/16
R.HITSLEVIK.A 1040.24 2 9¢-006 0.88 2.719 0.395 5288 1 13/16
R.HITSLEVIK.A 1040.24 2 7e-005 0.87 2.455 0.403 5287 1 13/16
R.KICLDLQAPLYK.K 1462.75 2 0.0002 0.96 3.844 0.461 1356.7 1 16/22
K.ICLDLQAPLYK.K 1334.58 2 3e-005 091 3.043 0.321 101821 15/20
K.ICLDLQAPLYK.K 1334.58 2 0.0001 0.93 3.301 0.325 113541 15/20
K.ICLDLQAPLYK.K 1334.58 2 3e-007 091 2.955 0.502 765.1 1 14/20
K.ICLDLQAPLYK.K 1334.58 2 2e-005 0.96 3.347 0.419 1419.0 1 17/20
K.ICLDLQAPLYK.K 1334.58 2 0.0001 0.96 3.774 0.440 122191 17/20
Raw data extended

Band #2, 2-1. Gene_Symbol=F2 Prothrombin (Fragment) Accession number: IP100019568.1

Sequence MH+ z P Sf XC DeltaCn  Sp RSp Ions
R.VTGWGNLK.E 875.01 1 2¢-005 0.70 2.065 0.293 4612 1 11/14
R.VTGWGNLK.E 875.01 1 1e-005 0.59 2.054 0.281 3879 1 10/14
R.GDACEGDSGGPFVMK.S 1527.63 2 8e-009 0.98 4.728 0.587 17079 1 21/28
R.EETAASLLQAGYKGR.V 1465.64 2 5e-007 0.90 3.219 0.480 6928 1 16/26




R.ETAASLLQAGYKGR.V
R.ETAASLLQAGYKGR.V
R.ETAASLLQAGYKGR.V
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ENLDRDIALMK.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.YGFYTHVFR.L

1465.64
1465.64
1465.64
1252.40
1252.40
1318.53
1252.40
1252.40
1252.40
1252.40
1252.40
1252.40
1252.40
1252.40
1252.40
1252.40
1252.40
1252.40
1252.40
1252.40
1252.40
1252.40
1252.40
1190.33
1190.33
1252.40
1252.40
1252.40
1252.40
1190.33
1190.33
1190.33
1190.33
1252.40
1252.40
1190.33
1190.33
1190.33
1252.40
1252.40
1190.33
1252.40
1190.33
1190.33
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0.0002
2e-007
2e-011
4e-007
2e-006
3e-007
2e-005
1e-006
7e-007
3e-005
2e-005
4e-005
5e-006
5e-005
5e-006
2e-006
6e-009
2e-006
1e-006
2e-006
7e-006
5e-007
1e-006
1e-005
1e-005
1e-007
7e-007
6e-007
2e-007
2e-005
2e-005
2e-005
3e-005
7e-007
1e-007
3e-005
4e-005
4e-005
0.0001
3e-006
1e-005
1e-006
1e-005
3e-005

0.71
0.93
0.96
0.95
0.96
0.87
0.96
0.96
0.96
0.66
0.85
0.87
0.97
0.93
0.97
0.97
0.83
0.85
0.97
0.97
0.62
0.97
0.97
0.96
0.94
0.97
0.97
0.97
0.95
0.96
0.96
0.96
0.96
0.96
0.97
0.95
0.95
0.96
0.88
0.95
0.95
0.96
0.95
0.95

2.899
3.530
3.910
3.562
3.730
3.146
3.440
3.534
3.837
2.614
3.032
3.296
3.829
3.808
3.935
3.821
3.096
3.137
4.055
4.069
2318
3.558
4.133
3.510
3.453
3.909
4.106
3.553
3.154
3.549
3.623
3.671
3.645
3.802
3.898
3.407
3.636
3.480
2.891
3.267
3.540
3.475
3.610
3.718

0.157
0.555
0.531
0.595
0.564
0.187
0.517
0.582
0.546
0.482
0.561
0.560
0.588
0.437
0.544
0.572
0.506
0.547
0.548
0.570
0.512
0.612
0.627
0.512
0.477
0.617
0.617
0.590
0.546
0.475
0.469
0.480
0.495
0.603
0.554
0.493
0.509
0.495
0.464
0.515
0.487
0.551
0.516
0.504

554.1
726.9
1190.6
1013.6
1251.8
572.2
1273.7
1241.6
1188.1
195.0
291.4
282.5
1656.1
1267.5
1673.6
1521.4
2732
267.2
1730.5
1694.5
208.0
1625.9
1442.4
1075.5
922.4
1539.5
1639.7
1607.4
1231.8
1309.0
1113.5
1299.3
1257.1
1346.1
1435.4
1113.4
943.2
1103.1
771.5
1345.6
973.1
1486.3
951.7
953.3

1
1

1
1

15/26
16/26
19/26
16/22
17/22
16/20
18/22
18/22
17/22
12/22
14/22
14/22
19/22
23/44
19/22
19/22
14/22
14/22
19/22
19/22
12/22
19/22
18/22
14/16
13/16
19/22
19/22
18/22
18/22
15/16
14/16
15/16
15/16
17/22
18/22
14/16
13/16
14/16
14/22
17/22
13/16
18/22
13/16
13/16




K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.KSPQELLCGASLISDR.W
R.KSPQELLCGASLISDR.W
R.KSPQELLCGASLISDR.W
R.KSPQELLCGASLISDR.W
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.KSPQELLCGASLISDR.W
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.KSPQELLCGASLISDR.W
R.KSPQELLCGASLISDR.W
R.KSPQELLCGASLISDR.W
R.KSPQELLCGASLISDR.W
R.KSPQELLCGASLISDR.W
R.KSPQELLCGASLISDR.W
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L

1190.33
1190.33
1252.40
1252.40
1252.40
1190.33
1190.33
1190.33
1252.40
1190.33
1190.33
1252.40
1252.40
1190.33
1190.33
1252.40
1190.33
1190.33
1252.40
1252.40
1252.40
1774.99
1774.99
1774.99
1774.99
1190.33
1190.33
1190.33
1774.99
1190.33
1252.40
1252.40
1774.99
1774.99
1774.99
1774.99
1774.99
1774.99
1190.33
1252.40
1252.40
1252.40
1252.40
1190.33
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1e-005
5e-006
1e-007
2e-007
2e-006
le-005
9e-006
9e-005
1e-007
4e-006
0.0001
5e-007
1e-006
1e-005
6e-006
2e-006
3e-005
2e-005
3e-006
8e-007
1e-006
8e-009
2¢-010
7e-006
2e-012
4e-006
le-005
3e-005
3e-012
3e-005
3e-006
7e-006
le-012
2e-006
le-012
1e-006
2e-013
2e-012
9e-006
9e-007
8e-008
1e-007
4e-006
5e-006

0.96
0.96
0.94
0.94
0.93
0.96
0.95
0.95
0.95
0.94
0.94
0.97
0.97
0.96
0.95
0.97
0.94
0.96
0.93
0.96
0.97
0.98
0.98
0.94
0.98
0.94
0.96
0.95
0.98
0.95
0.96
0.93
0.98
0.96
0.98
0.96
0.98
0.98
0.93
0.95
0.92
0.95
0.95
0.93

3.585
3.467
3.199
3.313
3.533
3.563
3.482
3314
3.461
3.416
3.214
3.558
3.484
3.439
3.559
3.780
3.099
3.387
3.349
3.529
3.719
4.405
4.290
4.081
5.121
3.132
3.451
3.356
4.799
3.276
3.299
3.235
4.860
4.121
4.837
4.260
4.815
4.753
3.050
3.335
3.227
3.537
3.216
3.117

0.536
0.524
0.527
0.567
0.453
0.502
0.498
0.494
0.562
0.486
0.504
0.590
0.562
0.528
0.538
0.568
0.462
0.505
0.585
0.545
0.568
0.584
0.596
0.460
0.618
0.453
0.523
0.492
0.644
0.543
0.584
0.510
0.619
0.483
0.635
0.551
0.621
0.620
0.431
0.528
0.549
0.546
0.584
0.411

1100.6
1090.0
1004.5
1027.7
908.0

1098.5
961.4

1110.0
1094.1
921.1

958.8

1542.6
1753.1
1060.3
904.1

1581.9
941.6

1111.0
817.1

1186.5
1666.2
1717.9
1991.0
1222.9
1675.0
945.0

1109.0
1074.0
1803.6
952.4

1388.2
921.7

2090.1
1464.0
1906.6
1329.8
1880.6
1749.5
943.2

1146.8
860.8

1101.9
1235.7
1025.4

14/16
14/16
16/22
16/22
15/22
14/16
13/16
14/16
16/22
13/16
13/16
18/22
19/22
14/16
13/16
19/22
13/16
14/16
15/22
17/22
19/22
23/30
23/30
28/60
22/30
13/16
14/16
14/16
23/30
13/16
18/22
15/22
24/30
31/60
23/30
29/60
23/30
23/30
13/16
17/22
14/22
16/22
16/22
13/16




K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
R.VTGWGNLKETWTANVGK.G
R.VTGWGNLKETWTANVGK.G
K.KPVAFSDYIHPVCLPDR.E
R.VTGWGNLKETWTANVGK.G
K.KPVAFSDYIHPVCLPDR.E
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.VTGWGNLKETWTANVGK.G
K.YGFYTHVFR.L
K.KPVAFSDYIHPVCLPDR.E
R.VTGWGNLKETWTANVGK.G
R.VTGWGNLKETWTANVGK.G
R.VTGWGNLKETWTANVGK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.SPQELLCGASLISDR.W
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.SPQELLCGASLISDR.W

1190.33
1190.33
1252.40
1252.40
1190.33
1252.40
1190.33
1862.08
1862.08
2015.29
1862.08
2015.29
1252.40
1190.33
1252.40
1862.08
1190.33
2015.29
1862.08
1862.08
1862.08
1252.40
1252.40
1252.40
1190.33
1646.82
1252.40
1190.33
1190.33
1190.33
1252.40
1252.40
1190.33
1646.82
1646.82
1646.82
1646.82
1646.82
1646.82
1646.82
1646.82
1252.40
1252.40
1646.82

NN NN W DWW NN NN NN

[ S I S T S S S T O L O e O L S S S L S L O L S O A S L S )

w W

NN NN W

1e-005
1e-005
2e-006
6e-006
le-005
le-006
8e-006
8e-010
2e-009
4e-011
6e-009
2e-011
1e-007
9e-006
le-006
2e-010
6e-006
8e-014
3e-010
1e-006
4e-007
2e-006
2e-006
1e-006
5e-006
le-005
le-006
7e-006
8e-006
4e-006
7e-007
2e-006
9e-005
6e-009
4e-007
2e-010
2e-009
2e-005
6e-006
4e-005
5e-009
1e-005
2e-005
2e-008

0.94
0.93
0.95
0.94
0.93
0.97
0.94
0.91
0.97
0.96
0.97
0.96
0.94
0.92
0.96
0.98
0.92
0.95
0.98
0.97
0.93
0.93
0.94
0.97
0.93
0.93
0.97
0.93
0.91
0.92
0.97
0.95
0.93
0.97
0.97
0.97
0.97
0.92
0.93
0.95
0.97
0.96
0.97
0.98

3.093
3.072
3.479
2.950
2.948
3.860
3.121
4.038
4.936
4.858
5.087
4.470
3.303
2.849
3.463
5.145
2.616
4.725
5.029
4.671
4.134
3.463
3.139
3.826
2.929
3.832
3.740
3.039
2.846
2.791
3.722
3.461
2.953
4.172
4.362
4.868
4.728
3.984
3.874
4.205
5.066
3.806
4.082
4.775

0.541
0.393
0.612
0.618
0.477
0.575
0.463
0.487
0.537
0.443
0.556
0.456
0.515
0.404
0.574
0.552
0.340
0.355
0.551
0.516
0.558
0.592
0.544
0.584
0.451
0.531
0.574
0.450
0.423
0.388
0.549
0.498
0.540
0.631
0.559
0.583
0.567
0.414
0.429
0.412
0.566
0.502
0.540
0.567

956.2
933.1
1121.1
1134.5
969.1
1410.5
928.1
601.7
1369.2
1435.9
1201.7
1396.9
1138.7
973.0
1216.8
1579.9
1118.4
13223
1620.3
1549.1
729.7
764.7
1012.6
1327.8
967.0
733.9
1732.1
950.4
695.0
919.4
1380.5
1141.7
516.9
1454.4
1361.1
1336.6
1393.7
1031.5
1120.4
1396.6
1388.0
1408.4
1930.4
1563.6

1
1
1

13/16
13/16
16/22
16/22
13/16
18/22
13/16
28/64
20/32
30/64
20/32
30/64
16/22
13/16
17/22
22/32
14/16
29/64
22/32
21/32
29/64
14/22
16/22
18/22
13/16
16/28
18/22
13/16
13/16
13/16
19/22
16/22
14/16
21/28
20/28
20/28
20/28
26/56
27/56
31/56
20/28
18/22
19/22
21/28




K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.SPQELLCGASLISDR.W
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.SPQELLCGASLISDR.W
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.SPQELLCGASLISDR.W
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L

1646.82
1646.82
1646.82
1646.82
1252.40
1252.40
1252.40
1646.82
1252.40
1190.33
1646.82
1646.82
1646.82
1646.82
1252.40
1252.40
1252.40
1252.40
1646.82
1646.82
1646.82
1190.33
1190.33
1252.40
1252.40
1646.82
1190.33
1252.40
1252.40
1646.82
1190.33
1190.33
1252.40
1190.33
1190.33
1252.40
1252.40
1252.40
1252.40
1190.33
1190.33
1252.40
1252.40
1190.33
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1e-008
2e-008
1e-008
4e-006
6e-006
2e-005
3e-005
3e-009
2e-005
4e-006
1e-006
8e-005
2e-007
3e-006
8e-005
2e-005
7e-005
5e-005
le-005
1e-006
1e-006
0.0002
3e-005
4e-007
5e-007
4e-006
0.0009
6e-007
6e-006
3e-005
5e-005
8e-005
2e-007
2e-006
6e-006
1e-006
3e-007
2e-005
0.0003
0.0008
0.0001
2e-006
8e-005
2e-005

0.98
0.97
0.97
0.95
0.97
0.96
0.97
0.98
0.97
0.89
0.97
0.97
0.97
0.97
0.96
0.97
0.97
0.97
0.95
0.96
0.97
0.91
0.86
0.94
0.97
0.97
0.90
0.95
0.97
0.96
0.78
0.87
0.96
0.92
0.89
0.96
0.94
0.96
0.95
0.87
0.91
0.93
0.95
0.92

4574
4.940
4.998
4294
3.736
3.173
3.977
4.610
4.016
2478
4.539
4.503
4.540
4.530
3.262
3.583
4.028
4.030
4.113
4327
4.744
2.954
2.303
3.328
3.789
4.857
2.709
3.354
4.158
4.389
2425
2.738
3.644
3.030
2.882
3.641
3.212
3.640
3.108
2.760
2.959
3.036
3.144
3.067

0.635
0.552
0.586
0.449
0.464
0.396
0.466
0.640
0.430
0.581
0.598
0.614
0.546
0.612
0.398
0.437
0.436
0.440
0.586
0.499
0.619
0.538
0.506
0.570
0.570
0.591
0.567
0.592
0.602
0.596
0.227
0.394
0.534
0.451
0.418
0.573
0.539
0.541
0.566
0.341
0.438
0.534
0.511
0.451

1528.8
1356.6
1341.8
1349.1
1729.1
1796.4
1844.2
1545.0
1737.3
284.9
1560.5
1527.9
1401.5
1479.4
17143
1831.0
1806.6
1769.1
861.7
1239.8
1371.5
369.5
269.3
997.8
1886.5
1335.6
375.7
998.1
1458.8
1074.1
3342
357.2
1363.8
774.6
452.4
1356.2
1091.1
1327.7
1193.8
433.5
424.1
1026.1
1225.7
620.3

1

21/28
20/28
20/28
29/56
18/22
18/22
18/22
22/28
18/22
13/16
21/28
21/28
20/28
21/28
18/22
19/22
18/22
18/22
17/28
19/28
21/28
13/16
13/16
16/22
19/22
21/28
13/16
17/22
18/22
18/28
13/16
13/16
17/22
13/16
13/16
18/22
16/22
18/22
18/22
13/16
14/16
16/22
18/22
13/16




K.YGFYTHVFR.L
K.GQPSVLQVVNLPIVERPVCK.D
K.GQPSVLQVVNLPIVERPVCK.D
K.YGFYTHVFR.L
K.GQPSVLQVVNLPIVERPVCK.D
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.GQPSVLQVVNLPIVERPVCK.D
R.ETAASLLQAGYK.G
K.SPQELLCGASLISDR.W
K.GQPSVLQVVNLPIVERPVCK.D
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.WYQMGIVSWGEGCDR.D
R.WYQMGIVSWGEGCDR.D
K.SPQELLCGASLISDR.W
R.WYQMGIVSWGEGCDR.D
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.WYQMGIVSWGEGCDR.D
R.WYQMGIVSWGEGCDR.D
K.YGFYTHVFR.L
K.SPQELLCGASLISDR.W
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.SPQELLCGASLISDR.W
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.WYQMGIVSWGEGCDR.D
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.GQPSVLQVVNLPIVER.P

1190.33
2233.63
2233.63
1190.33
2233.63
1190.33
1252.40
1190.33
1190.33
2233.63
1252.40
1646.82
2233.63
1190.33
1190.33
1190.33
1190.33
1252.40
1845.02
1845.02
1646.82
1845.02
1190.33
1252.40
1190.33
1252.40
1190.33
1190.33
1845.02
1845.02
1190.33
1646.82
1190.33
1252.40
1252.40
1646.82
1190.33
1190.33
1845.02
1190.33
1190.33
1252.40
1252.40
1749.05
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3e-005
2e-010
1e-006
1e-005
2e-010
4e-006
6e-006
1e-006
0.0009
7e-008
2e-006
2¢-005
2e-006
1e-005
0.0003
5e-006
0.0004
8e-007
2e-008
3e-007
1e-006
2e-009
1e-005
3e-006
3e-006
3e-006
0.0003
6e-005
3e-009
2e-007
8e-006
1e-006
6e-006
2e-007
6e-007
0.0004
1e-005
5e-006
2e-005
4e-006
5e-005
2e-006
1e-006
5e-007

0.91
0.93
0.94
0.93
0.94
0.94
0.96
0.92
0.92
0.93
0.95
0.95
0.88
0.92
0.90
0.93
0.88
0.96
0.98
0.98
0.94
0.98
0.94
0.96
091
0.95
0.94
0.94
0.97
0.96
0.95
0.90
0.95
0.96
0.97
0.86
0.95
0.92
0.80
0.94
0.96
0.95
0.94
0.97

2.849
4.502
4.366
3.125
4.685
3.340
3.619
2.635
3.024
4.267
3.295
4.077
3.688
2.906
2.846
3.148
2.741
3.381
4.587
4.446
3.455
4972
3.333
3.583
2.996
3.233
3.403
3.349
4.588
4.075
3.401
3.398
3.430
3.480
3.726
2.822
3.371
2.952
2.385
3.323
3.282
3.258
3.302
4.523

0.453
0.516
0.587
0.417
0.576
0.462
0.546
0.548
0.449
0.513
0.579
0.556
0.418
0.398
0.424
0.503
0.412
0.566
0.565
0.564
0.563
0.468
0.432
0.567
0.466
0.586
0.504
0.515
0.542
0.536
0.445
0.569
0.445
0.519
0.590
0.487
0.503
0.354
0.453
0.403
0.453
0.523
0.457
0.550

493.1
5833
590.0
837.9
548.0
690.7
1406.1
4711
524.4
640.6
1063.5
813.6
486.5
7513
610.7
569.6
4469
13415
2056.1
1805.5
886.8
2046.4
7742
1293.6
6514
1063.9
5775
644.4
1541.0
1213.9
1062.9
486.5
1042.9
1319.9
1458.9
586.5
811.6
766.2
340.1
961.9
1160.9
1078.7
1029.4
1178.5

1
1
1
1
1
1
1

14/16
18/38
18/38
14/16
18/38
14/16
18/22
14/16
14/16
19/38
17/22
18/28
18/38
14/16
13/16
14/16
13/16
18/22
23/28
22/28
18/28
23/28
14/16
18/22
12/16
17/22
14/16
14/16
20/28
18/28
14/16
16/28
14/16
17/22
18/22
16/28
15/16
14/16
17/28
14/16
15/16
17/22
17/22
20/30




K.GQPSVLQVVNLPIVER.P
K.GQPSVLQVVNLPIVER.P
K.GQPSVLQVVNLPIVER.P
K.YGFYTHVFR.L
K.GQPSVLQVVNLPIVER.P
K.YGFYTHVFR.L
K.GQPSVLQVVNLPIVER.P
K.SPQELLCGASLISDR.W
K.GQPSVLQVVNLPIVER.P
K.GQPSVLQVVNLPIVER.P
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
K.GQPSVLQVVNLPIVER.P
R.ETAASLLQAGYK.G
K.GQPSVLQVVNLPIVER.P
K.GQPSVLQVVNLPIVER.P
K.GQPSVLQVVNLPIVER.P
K.GQPSVLQVVNLPIVER.P
K.GQPSVLQVVNLPIVER.P
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.SPQELLCGASLISDR.W
R.ETAASLLQAGYK.G
K.GQPSVLQVVNLPIVER.P
K.GQPSVLQVVNLPIVER.P
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.GQPSVLQVVNLPIVER.P
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
K.GQPSVLQVVNLPIVER.P
K.GQPSVLQVVNLPIVER.P
K.GQPSVLQVVNLPIVER.P
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.GQPSVLQVVNLPIVER.P
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
K.GQPSVLQVVNLPIVER.P

1749.05
1749.05
1749.05
1190.33
1749.05
1190.33
1749.05
1646.82
1749.05
1749.05
1190.33
1252.40
1190.33
1252.40
1749.05
1252.40
1749.05
1749.05
1749.05
1749.05
1749.05
1190.33
1190.33
1646.82
1252.40
1749.05
1749.05
1190.33
1190.33
1749.05
1190.33
1190.33
1252.40
1749.05
1749.05
1749.05
1252.40
1190.33
1252.40
1190.33
1749.05
1190.33
1252.40
1749.05

[NSTE S I ST S S

w NN W

L O e O R S S S L O R O R O S S S e O R O e S S R T O e S L I S L S R U U S R S L SIS N SR "I ST S T S RS

2e-008
9e-011
2e-009
0.0001
4e-009
0.0001
2e-008
0.0007
2e-007
2e-006
6e-007
1e-006
4e-005
2e-007
4e-009
2e-005
5e-009
2e-008
6e-009
1e-006
5e-007
0.0001
0.0001
8e-005
0.0008
9¢-009
7e-011
3e-006
2e-005
1e-010
7e-006
1e-006
1e-006
3e-010
9e-010
3e-009
3e-006
2e-005
2e-006
0.0002
8e-007
5e-005
8e-007
2e-008

0.97
0.98
0.98
0.92
0.98
0.92
0.94
0.86
0.95
0.94
0.94
0.97
0.91
0.94
0.98
0.94
0.98
0.98
0.98
0.93
0.94
0.91
0.91
0.94
0.94
0.98
0.98
0.94
0.92
0.98
0.91
0.91
0.96
0.97
0.98
0.98
0.93
091
0.96
0.92
0.97
0.91
0.97
0.97

4.473
5.219
4.845
3.020
5.110
2.951
4.263
3.045
4.718
4.122
3.081
3.704
2.825
3.021
5.217
2.864
5.245
5.182
5.315
4.119
4384
2.654
2.726
3.948
3.123
5.167
5.115
3.224
2.811
5.389
2.802
3.094
3.377
4.606
4.729
4.758
3.263
2.929
3.457
2.851
4.403
2.964
3.701
4.676

0.534
0.614
0.513
0.470
0.560
0.433
0.443
0.574
0.456
0.432
0.467
0.616
0.449
0.469
0.592
0.544
0.574
0.557
0.570
0.454
0.439
0.383
0.428
0.595
0.525
0.539
0.534
0.576
0.548
0.573
0.496
0.465
0.536
0.557
0.570
0.571
0.583
0.529
0.548
0.530
0.618
0.569
0.608
0.503

1497.7
2075.8
1801.1
558.6
1526.8
668.1
1060.5
459.9
986.3
1104.8
846.2
1430.6
655.4
1120.4
1958.3
1056.8
1748.1
1612.1
2090.1
917.3
1011.9
751.0
645.9
627.1
1109.6
1815.4
1733.4
565.2
494.2
1839.7
636.5
535.4
1394.2
1397.1
1615.1
1694.0
863.7
419.5
1317.1
592.6
1188.5
530.0
1314.7
1531.2

22/30
25/30
24/30
14/16
22/30
14/16
32/60
14/28
30/60
31/60
14/16
18/22
13/16
17/22
24/30
17/22
23/30
22/30
24/30
30/60
31/60
14/16
14/16
17/28
17/22
23/30
23/30
14/16
14/16
23/30
13/16
13/16
18/22
22/30
22/30
23/30
15/22
13/16
17/22
13/16
19/30
12/16
18/22
22/30




K.GQPSVLQVVNLPIVER.P
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.GQPSVLQVVNLPIVER.P
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.GQPSVLQVVNLPIVER.P
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.GQPSVLQVVNLPIVER.P
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.GQPSVLQVVNLPIVER.P
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.GQPSVLQVVNLPIVER.P
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.GQPSVLQVVNLPIVER.P
K.YGFYTHVFR.L

1749.05
1190.33
1190.33
1252.40
1252.40
1252.40
1749.05
1190.33
1252.40
1252.40
1749.05
1252.40
1252.40
1190.33
1190.33
1190.33
1749.05
1252.40
1252.40
1190.33
1252.40
1190.33
1252.40
1252.40
1749.05
1252.40
1190.33
1749.05
1190.33
1190.33
1252.40
1252.40
1252.40
1252.40
1190.33
1190.33
1190.33
1252.40
1190.33
1252.40
1252.40
1190.33
1749.05
1190.33
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1e-008
0.0007
0.0002
2e-006
3e-007
le-007
6e-006
4e-006
6e-005
3e-007
4e-006
2e-006
3e-006
0.001
2e-005
2e-006
5e-009
3e-007
3e-006
4e-006
5e-008
2e-006
4e-007
0.0001
1e-006
le-007
2e-006
7e-009
le-006
3e-006
5e-007
1e-006
0.0001
2e-007
6e-005
9e-005
6e-006
5e-006
6e-006
6e-006
8e-006
8e-006
1e-007
4e-005

0.97
0.83
0.79
0.97
0.96
0.94
0.95
0.92
0.96
0.94
0.96
0.93
0.95
0.90
0.87
0.88
0.97
0.96
0.96
0.93
0.96
0.89
0.95
0.96
0.94
0.96
0.90
0.96
0.88
0.88
0.93
0.96
0.97
0.97
0.90
0.92
0.90
0.96
0.92
0.94
0.96
0.91
0.92
0.93

4.541
2315
2.207
3.974
3.728
3.167
4.008
2.661
3.512
3.119
4325
3.317
3.312
2.701
2.409
2.777
4.343
3.388
3.919
2.795
3.140
2.559
3.169
3.673
3.738
3.686
2.495
3.658
2.874
2324
3.288
3.281
3.629
3.582
2.829
2.685
2.961
3.383
2972
3.192
3.548
2.868
3.556
2.787

0.504
0.456
0.362
0.606
0.559
0.572
0.486
0.450
0.559
0.550
0.585
0.513
0.545
0.466
0.417
0.397
0.542
0.571
0.560
0.530
0.624
0.466
0.519
0.605
0.463
0.578
0.477
0.523
0.464
0.370
0.521
0.561
0.574
0.571
0.420
0.581
0.408
0.522
0.504
0.545
0.492
0.504
0.555
0.509

1484.9
395.8
387.9
1369.5
1225.5
991.5
1187.1
690.3
1220.4
1022.0
1044 4
904.9
1137.4
510.5
527.2
4177
1615.5
1235.4
1135.9
682.5
1469.7
518.2
1159.9
1085 4
992.7
11383
4912
1374.7
4422
601.2
867.0
1302.1
1466.7
1472.9
581.8
528.2
503.2
1473.1
619.5
916.7
1400.2
4550
695.3
673.8

1
1
1

20/30
12/16
12/16
18/22
18/22
16/22
19/30
14/16
17/22
17/22
18/30
15/22
18/22
13/16
13/16
13/16
22/30
18/22
16/22
14/16
18/22
13/16
17/22
17/22
18/30
17/22
14/16
20/30
12/16
14/16
16/22
17/22
18/22
18/22
13/16
13/16
13/16
18/22
13/16
16/22
17/22
13/16
17/30
14/16




R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.IVEGSDAEIGMSPWQVMLFR.K
R.IVEGSDAEIGMSPWQVMLFR.K
R.IVEGSDAEIGMSPWQVMLFR.K
R.ETAASLLQAGYK.G
R.IVEGSDAEIGMSPWQVMLFR.K
R.IVEGSDAEIGMSPWQVMLFR.K
R.IVEGSDAEIGMSPWQVMLFR.K
R.IVEGSDAEIGMSPWQVMLFR.K
R.IVEGSDAEIGMSPWQVMLFR.K
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
R.ETAASLLQAGYK.G
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.ETAASLLQAGYK.G

1252.40
1252.40
1190.33
1252.40
1252.40
1252.40
1190.33
1190.33
1252.40
1190.33
1252.40
1252.40
1190.33
1190.33
1190.33
1252.40
1190.33
1252.40
1252.40
2266.63
2266.63
2266.63
1252.40
2266.63
2266.63
2266.63
2266.63
2266.63
1190.33
1190.33
1190.33
1252.40
1252.40
1252.40
1252.40
1252.40
1190.33
1190.33
1252.40
1252.40
1252.40
1190.33
1190.33
1252.40
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2e-007
5e-006
5e-006
9e-007
5e-007
2e-007
3e-005
4e-006
5e-007
1e-006
0.0001
1e-005
1e-006
1e-006
0.0003
6e-007
8e-007
2e-006
6e-006
9e-010
4e-012
1e-013
6e-007
1e-013
2e-012
le-012
6e-012
3e-013
0.0001
0.0005
2e-006
6e-006
3e-007
1e-007
2e-008
3e-007
4e-005
4e-006
2e-007
1e-006
1e-007
2e-005
3e-005
3e-006

0.95
0.96
0.90
0.94
0.96
0.96
0.86
0.92
0.95
0.92
0.94
0.94
0.90
0.90
0.94
0.96
0.93
0.95
0.96
0.98
0.98
0.98
0.95
0.98
0.98
0.98
0.98
0.98
0.90
0.86
0.92
0.95
0.95
0.94
0.94
0.95
0.87
0.87
0.95
0.95
0.96
0.83
0.88
0.94

3.368
3.730
2.592
3.298
3.371
3.440
2.741
2.937
3.494
2.858
3.165
3.306
2.826
2.806
3.098
3.503
3.119
3.426
3.490
5.857
6.423
6.006
3.509
5.832
6.327
6.248
6.055
6.239
2.805
2232
2.873
3.315
3.362
3.166
3.332
3.337
2.463
2.347
3.733
3.253
3.431
2414
2.824
3.374

0.604
0.550
0.483
0.534
0.587
0.580
0.432
0.513
0.536
0.633
0.551
0.589
0.411
0.418
0.504
0.564
0.522
0.532
0.534
0.634
0.603
0.567
0.563
0.497
0.672
0.595
0.602
0.605
0.389
0.368
0.466
0.533
0.595
0.577
0.567
0.511
0.402
0.414
0.613
0.587
0.579
0.287
0.470
0.547

1043.7
1299.2
577.8
1013.0
1190.9
13354
423.5
535.0
1027.9
518.3
1081.7
906.2
596.6
551.5
747.6
1191.5
717.1
1121.3
1378.0
1295.8
1309.0
2485.0
1004.7
3152.0
1321.2
1170.6
2990.2
2477.7
633.5
636.5
717.0
1134.2
981.0
889.2
853.3
1048.3
494.9
558.2
763.1
909.3
1038.2
466.4
446.3
910.0

1
1
1

17/22
17/22
13/16
16/22
18/22
17/22
12/16
13/16
16/22
12/16
16/22
16/22
13/16
13/16
14/16
18/22
13/16
17/22
19/22
24/38
24/38
36/76
17/22
37/76
24/38
23/38
37/76
34/76
13/16
13/16
13/16
17/22
17/22
17/22
17/22
17/22
13/16
13/16
16/22
17/22
18/22
13/16
12/16
16/22




R.ETAASLLQAGYK.G 1252.40 2 2e-008 0.88 2.839 0.525 4377 1 15/22
K.YGFYTHVFR.L 1190.33 2 2¢-006 0.86 2.492 0.464 4437 1 12/16
K.YGFYTHVFR.L 1190.33 2 2e-007 0.89 2.773 0.480 3781 1 13/16
K.YGFYTHVFR.L 1190.33 2 2¢-005 0.92 2.890 0.538 5228 1 13/16
K.YGFYTHVFR.L 1190.33 2 0.0003 0.92 2.798 0.434 800.1 1 13/16
K.YGFYTHVFR.L 1190.33 2 6e-005 0.90 2.759 0.448 6192 1 13/16
R.ETAASLLQAGYK.G 1252.40 2 8e-005 0.84 2473 0.426 3153 1 17/22
K.YGFYTHVFR.L 1190.33 2 7e-005 0.90 2.487 0.374 7009 1 14/16
K.YGFYTHVFR.L 1190.33 2 0.0004 0.90 2.883 0.480 3669 1 13/16
R.ETAASLLQAGYK.G 1252.40 2 0.0001 0.85 2.575 0.487 4398 1 15/22
R.ETAASLLQAGYK.G 1252.40 2 4e-005 0.95 3.299 0.517 11999 1 17/22
R.ETAASLLQAGYK.G 1252.40 2 2¢-005 0.92 2.996 0.585 700.6 1 15/22
K.YGFYTHVFR.L 1190.33 2 0.0003 0.90 2.752 0.490 426.1 1 13/16
K.YGFYTHVFR.L 1190.33 2 0.0004 0.87 2.393 0.474 4103 1 13/16
R.ETAASLLQAGYK.G 1252.40 2 0.0006 0.93 3.167 0.540 909.1 1 16/22
R.ETAASLLQAGYK.G 1252.40 2 5e-007 0.94 2.828 0.540 11189 1 17/22
R.ETAASLLQAGYK.G 1252.40 2 2e-008 0.95 3.237 0.573 11099 1 17/22
R.ETAASLLQAGYK.G 1252.40 2 2e-005 091 2.779 0.547 780.5 1 15/22
R.ETAASLLQAGYK.G 1252.40 2 0.0006 091 2.556 0.518 901.6 1 16/22
R.ETAASLLQAGYK.G 1252.40 2 0.0002 0.87 2.333 0.490 810.6 1 15/22
Raw data extended

Band #2, 2-2. Gene Symbol=F2 Uncharacterized protein Accession number: [IP100975497.1

Sequence MH+ z P Sf XC DeltaCn  Sp RSp Ions
R.VTGWGNLK.E 875.01 1 2e-005 0.70 2.065 0.293 4612 1 11/14
R.VTGWGNLK.E 875.01 1 1e-005 0.59 2.054 0.281 3879 1 10/14
R.GDACEGDSGGPFVMK.S 1527.63 2 8e-009 0.98 4.728 0.587 17079 1 21/28
K.YGFYTHVFR.L 1190.33 2 1e-005 0.96 3.510 0.512 10755 1 14/16
K.YGFYTHVFR.L 1190.33 2 1e-005 0.94 3.453 0.477 9224 1 13/16
K.YGFYTHVFR.L 1190.33 2 2¢-005 0.96 3.549 0.475 1309.0 1 15/16
K.YGFYTHVFR.L 1190.33 2 2¢-005 0.96 3.623 0.469 11135 1 14/16
K.YGFYTHVFR.L 1190.33 2 2¢-005 0.96 3.671 0.480 12993 1 15/16
K.YGFYTHVFR.L 1190.33 2 3e-005 0.96 3.645 0.495 1257.1 1 15/16
K.YGFYTHVFR.L 1190.33 2 3e-005 0.95 3.407 0.493 11134 1 14/16
K.YGFYTHVFR.L 1190.33 2 4e-005 0.95 3.636 0.509 9432 1 13/16
K.YGFYTHVFR.L 1190.33 2 4e-005 0.96 3.480 0.495 1103.1 1 14/16
K.YGFYTHVFR.L 1190.33 2 1e-005 0.95 3.540 0.487 973.1 1 13/16
K.YGFYTHVFR.L 1190.33 2 1e-005 0.95 3.610 0.516 951.7 1 13/16
K.YGFYTHVFR.L 1190.33 2 3e-005 0.95 3.718 0.504 9533 1 13/16
K.YGFYTHVFR.L 1190.33 2 1e-005 0.96 3.585 0.536 1100.6 1 14/16
K.YGFYTHVFR.L 1190.33 2 5e-006 0.96 3.467 0.524 1090.0 1 14/16
K.YGFYTHVFR.L 1190.33 2 1e-005 0.96 3.563 0.502 1098.5 1 14/16
K.YGFYTHVFR.L 1190.33 2 9¢-006 0.95 3.482 0.498 9614 1 13/16




K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.KSPQELLCGASLISDR.W
R.KSPQELLCGASLISDR.W
R.KSPQELLCGASLISDR.W
R.KSPQELLCGASLISDR.W
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.KSPQELLCGASLISDR.W
K.YGFYTHVFR.L
R.KSPQELLCGASLISDR.W
R.KSPQELLCGASLISDR.W
R.KSPQELLCGASLISDR.W
R.KSPQELLCGASLISDR.W
R.KSPQELLCGASLISDR.W
R.KSPQELLCGASLISDR.W
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.VTGWGNLKETWTANVGK.G
R.VTGWGNLKETWTANVGK.G
R.VTGWGNLKETWTANVGK.G
K.YGFYTHVFR.L
R.VTGWGNLKETWTANVGK.G
K.YGFYTHVFR.L
R.VTGWGNLKETWTANVGK.G
R.VTGWGNLKETWTANVGK.G
R.VTGWGNLKETWTANVGK.G
K.YGFYTHVFR.L
K.SPQELLCGASLISDR.W
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.SPQELLCGASLISDR.W

1190.33
1190.33
1190.33
1190.33
1190.33
1190.33
1190.33
1774.99
1774.99
1774.99
1774.99
1190.33
1190.33
1190.33
1774.99
1190.33
1774.99
1774.99
1774.99
1774.99
1774.99
1774.99
1190.33
1190.33
1190.33
1190.33
1190.33
1190.33
1862.08
1862.08
1862.08
1190.33
1862.08
1190.33
1862.08
1862.08
1862.08
1190.33
1646.82
1190.33
1190.33
1190.33
1190.33
1646.82
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9e-005
4e-006
0.0001
1e-005
6e-006
3e-005
2e-005
8e-009
2e-010
7e-006
2e-012
4e-006
1e-005
3e-005
3e-012
3e-005
le-012
2e-006
le-012
1e-006
2e-013
2e-012
9e-006
5e-006
1e-005
1e-005
1e-005
8e-006
8e-010
2e-009
6e-009
9e-006
2e-010
6e-006
3e-010
1e-006
4e-007
5e-006
1e-005
7e-006
8e-006
4e-006
9e-005
6e-009

0.95
0.94
0.94
0.96
0.95
0.94
0.96
0.98
0.98
0.94
0.98
0.94
0.96
0.95
0.98
0.95
0.98
0.96
0.98
0.96
0.98
0.98
0.93
0.93
0.94
0.93
0.93
0.94
091
0.97
0.97
0.92
0.98
0.92
0.98
0.97
0.93
0.93
0.93
0.93
0.91
0.92
0.93
0.97

3.314
3.416
3.214
3.439
3.559
3.099
3.387
4.405
4.290
4.081
5.121
3.132
3.451
3.356
4.799
3.276
4.860
4.121
4.837
4.260
4.815
4.753
3.050
3.117
3.093
3.072
2.948
3.121
4.038
4.936
5.087
2.849
5.145
2.616
5.029
4.671
4.134
2.929
3.832
3.039
2.846
2.791
2.953
4.172

0.494
0.486
0.504
0.528
0.538
0.462
0.505
0.584
0.596
0.460
0.618
0.453
0.523
0.492
0.644
0.543
0.619
0.483
0.635
0.551
0.621
0.620
0.431
0.411
0.541
0.393
0.477
0.463
0.487
0.537
0.556
0.404
0.552
0.340
0.551
0.516
0.558
0.451
0.531
0.450
0.423
0.388
0.540
0.631

1110.0
921.1
958.8
1060.3
904.1
941.6
1111.0
1717.9
1991.0
1222.9
1675.0
945.0
1109.0
1074.0
1803.6
952.4
2090.1
1464.0
1906.6
1329.8
1880.6
1749.5
9432
1025 4
956.2
933.1
969.1
928.1
601.7
1369.2
1201.7
973.0
1579.9
1118.4
1620.3
1549.1
729.7
967.0
733.9
950.4
695.0
919.4
516.9
1454 4

1

14/16
13/16
13/16
14/16
13/16
13/16
14/16
23/30
23/30
28/60
22/30
13/16
14/16
14/16
23/30
13/16
24/30
31/60
23/30
29/60
23/30
23/30
13/16
13/16
13/16
13/16
13/16
13/16
28/64
20/32
20/32
13/16
22/32
14/16
22/32
21/32
29/64
13/16
16/28
13/16
13/16
13/16
14/16
21/28




K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.YGFYTHVFR.L
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.SPQELLCGASLISDR.W
K.YGFYTHVFR.L
K.SPQELLCGASLISDR.W
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L

K.GQPSVLQVVNLPIVERPVCK.D
K.GQPSVLQVVNLPIVERPVCK.D

K.YGFYTHVFR.L

K.GQPSVLQVVNLPIVERPVCK.D

K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L

K.GQPSVLQVVNLPIVERPVCK.D

K.SPQELLCGASLISDR.W

K.GQPSVLQVVNLPIVERPVCK.D

K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L

1646.82
1646.82
1646.82
1646.82
1646.82
1646.82
1646.82
1646.82
1646.82
1646.82
1646.82
1646.82
1646.82
1190.33
1646.82
1646.82
1646.82
1646.82
1646.82
1646.82
1646.82
1190.33
1646.82
1190.33
1190.33
1190.33
1190.33
1190.33
1190.33
1190.33
1190.33
2233.63
2233.63
1190.33
2233.63
1190.33
1190.33
1190.33
2233.63
1646.82
2233.63
1190.33
1190.33
1190.33
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4e-007
2e-010
2e-009
2e-005
6e-006
4e-005
5e-009
2e-008
1e-008
2¢-008
1e-008
4e-006
3e-009
4e-006
le-006
8e-005
2e-007
3e-006
le-005
1e-006
1e-006
0.0002
3e-005
5e-005
8e-005
2e-006
6e-006
0.0008
0.0001
2e-005
3e-005
2e-010
1e-006
1e-005
2e-010
4e-006
le-006
0.0009
7e-008
2e-005
2e-006
1e-005
0.0003
5e-006

0.97
0.97
0.97
0.92
0.93
0.95
0.97
0.98
0.98
0.97
0.97
0.95
0.98
0.89
0.97
0.97
0.97
0.97
0.95
0.96
0.97
0.91
0.96
0.78
0.87
0.92
0.89
0.87
0.91
0.92
0.91
0.93
0.94
0.93
0.94
0.94
0.92
0.92
0.93
0.95
0.88
0.92
0.90
0.93

4362
4.868
4.728
3.984
3.874
4.205
5.066
4.775
4.574
4.940
4.998
4294
4.610
2478
4.539
4.503
4.540
4.530
4.113
4327
4.744
2.954
4.389
2425
2.738
3.030
2.882
2.760
2.959
3.067
2.849
4.502
4.366
3.125
4.685
3.340
2.635
3.024
4.267
4.077
3.688
2.906
2.846
3.148

0.559
0.583
0.567
0.414
0.429
0.412
0.566
0.567
0.635
0.552
0.586
0.449
0.640
0.581
0.598
0.614
0.546
0.612
0.586
0.499
0.619
0.538
0.596
0.227
0.394
0.451
0.418
0.341
0.438
0.451
0.453
0.516
0.587
0.417
0.576
0.462
0.548
0.449
0.513
0.556
0.418
0.398
0.424
0.503

1361.1
1336.6
1393.7
1031.5
1120.4
1396.6
1388.0
1563.6
1528.8
1356.6
1341.8
1349.1
1545.0
284.9
1560.5
1527.9
1401.5
1479.4
861.7
1239.8
1371.5
369.5
1074.11
3342
357.2
774.6
452.4
433.5
424.1
620.3
493.1
583.3
590.0
837.9
548.0
690.7
471.1
524.4
640.6
813.6
486.5
751.3
610.7
569.6

1

20/28
20/28
20/28
26/56
27/56
31/56
20/28
21/28
21/28
20/28
20/28
29/56
22/28
13/16
21/28
21/28
20/28
21/28
17/28
19/28
21/28
13/16
18/28
13/16
13/16
13/16
13/16
13/16
14/16
13/16
14/16
18/38
18/38
14/16
18/38
14/16
14/16
14/16
19/38
18/28
18/38
14/16
13/16
14/16




K.YGFYTHVFR.L
R.WYQMGIVSWGEGCDR.D
R.WYQMGIVSWGEGCDR.D
K.SPQELLCGASLISDR.W
R.WYQMGIVSWGEGCDR.D
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.WYQMGIVSWGEGCDR.D
R.WYQMGIVSWGEGCDR.D
K.YGFYTHVFR.L
K.SPQELLCGASLISDR.W
K.YGFYTHVFR.L
K.SPQELLCGASLISDR.W
K.YGFYTHVFR.L
K.YGFYTHVFR.L
R.WYQMGIVSWGEGCDR.D
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.GQPSVLQVVNLPIVER.P
K.GQPSVLQVVNLPIVER.P
K.GQPSVLQVVNLPIVER.P
K.GQPSVLQVVNLPIVER.P
K.YGFYTHVFR.L
K.GQPSVLQVVNLPIVER.P
K.YGFYTHVFR.L
K.GQPSVLQVVNLPIVER.P
K.SPQELLCGASLISDR.W
K.GQPSVLQVVNLPIVER.P
K.GQPSVLQVVNLPIVER.P
K.YGFYTHVFR.L
K.YGFYTHVFR.L
K.GQPSVLQVVNLPIVER.P
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0.523
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5272
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13/16
13/16
19/30
12/16
22/30
20/30
12/16
12/16
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K.YGFYTHVFR.L 1190.33 2 8e-007 0.93 3.119 0.522 717.1 1 13/16
R.IVEGSDAEIGMSPWQVMLEFR.K 2266.63 2 9e-010 0.98 5.857 0.634 12958 1 24/38
R.IVEGSDAEIGMSPWQVMLEFR.K 2266.63 2 4e-012 0.98 6.423 0.603 1309.0 1 24/38
R.IVEGSDAEIGMSPWQVMLEFR.K 2266.63 3 le-013 0.98 6.006 0.567 24850 1 36/76
R.IVEGSDAEIGMSPWQVMLFR.K 2266.63 3 le-013 0.98 5.832 0.497 31520 1 37/76
R.IVEGSDAEIGMSPWQVMLFR.K 2266.63 2 2e-012 0.98 6.327 0.672 13212 1 24/38
R.IVEGSDAEIGMSPWQVMLFR.K 2266.63 2 le-012 0.98 6.248 0.595 11706 1 23/38
R.IVEGSDAEIGMSPWQVMLFR.K 2266.63 3 6e-012 0.98 6.055 0.602 29902 1 37/76
R.IVEGSDAEIGMSPWQVMLFR.K 2266.63 3 3e-013 0.98 6.239 0.605 24777 1 34/76
K.YGFYTHVFR.L 1190.33 2 0.0001 0.90 2.805 0.389 6335 1 13/16
K.YGFYTHVFR.L 1190.33 2 0.0005 0.86 2232 0.368 636.5 1 13/16
K.YGFYTHVFR.L 1190.33 2 2e-006 0.92 2.873 0.466 7170 1 13/16
K.YGFYTHVFR.L 1190.33 2 4e-005 0.87 2.463 0.402 4949 1 13/16
K.YGFYTHVFR.L 1190.33 2 4e-006 0.87 2.347 0414 5582 1 13/16
K.YGFYTHVFR.L 1190.33 2 2e-005 0.83 2414 0.287 4664 1 13/16
K.YGFYTHVFR.L 1190.33 2 3e-005 0.88 2.824 0.470 4463 1 12/16
K.YGFYTHVFR.L 1190.33 2 2e-006 0.86 2.492 0.464 4437 1 12/16
K.YGFYTHVFR.L 1190.33 2 2e-007 0.89 2.773 0.480 378.1 1 13/16
K.YGFYTHVFR.L 1190.33 2 2e-005 0.92 2.890 0.538 5228 1 13/16
K.YGFYTHVFR.L 1190.33 2 0.0003 0.92 2.798 0.434 800.1 1 13/16
K.YGFYTHVFR.L 1190.33 2 6e-005 0.90 2.759 0.448 6192 1 13/16
K.YGFYTHVFR.L 1190.33 2 7e-005 0.90 2.487 0.374 7009 1 14/16
K.YGFYTHVFR.L 1190.33 2 0.0004 0.90 2.883 0.480 3669 1 13/16
K.YGFYTHVFR.L 1190.33 2 0.0003 0.90 2.752 0.490 426.1 1 13/16
K.YGFYTHVFR.L 1190.33 2 0.0004 0.87 2.393 0.474 4103 1 13/16
Raw data extended

Band #2, 2-3. Gene_Symbol=HRG Histidine-rich glycoprotein Accession number: IP100022371.1

Sequence MH+ z P St XC DeltaCn  Sp RSp ITons
R.GGEGTGYFVDFSVR.N 1491.59 2 0.0001 0.95 3.512 0.533 1148.7 1 17/26
R.GGEGTGYFVDFSVR.N 1491.59 2 3e-006 0.92 3.396 0.395 956.7 1 17/26
R.DGYLFQLLR.I 112530 2 0.0004 0.91 2.882 0.179 1129.1 1 14/16
R.DGYLFQLLR.I 1125.30 2 0.0006 0.94 3.181 0.265 13014 1 15/16
K.DSPVLIDFFEDTER.Y 1683.80 2 4e-010 0.97 4.725 0.516 15552 1 21/26
K.DSPVLIDFFEDTER.Y 1683.80 2 6e-009 0.97 4.440 0.641 13662 1 20/26
K.DSPVLIDFFEDTER.Y 1683.80 2 3e-008 0.98 5.063 0.528 15833 1 21/26
K.DSPVLIDFFEDTER.Y 1683.80 2 2e-007 0.97 4.676 0.536 1308.0 1 19/26
K.DSPVLIDFFEDTER.Y 1683.80 2 6e-010 0.97 4.610 0.516 1520.7 1 20/26

Raw data extended




Band #2, 2-4. Gene_Symbol=CLU Isoform 2 of Clusterin
Band #2, 2-5. Gene_Symbol=CLU clusterin isoform 3
Band #2, 2-6. Gene_Symbol=Gene Symbol=CLU CLU
Band #2, 2-7. Gene_Symbol=CLU Clusterin

Band #2, 2-8. Gene Symbol=CLU Isoform 1 of Clusterin
Band #2, 2-9. Gene Symbol=CLU 54 kDa protein

Accession number: IPI00400826.1
Accession number: IP100954954.1
Accession number: IPI00976752.1
Accession number: IPI00978715.1
Accession number: 1P100291262.3

Accession number: IP100793848.1

Sequence MH+ z P St XC DeltaCn  Sp RSp ITons
R.ELDESLQVAER.L 1289.37 2 5e-005 0.84 2.489 0.355 505.8 1 15/20
R.ASSIIDELFQDR.F 1394.51 2 1e-005 0.92 3.588 0.408 818.0 1 15/22
R.ASSIIDELFQDR.F 1394.51 2 0.0005 0.91 3.227 0.404 890.0 1 15/22
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