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The Sez6 family consists of Sez6, Sez6L, and Sez6L2. Its members are expressed
throughout the brain and have been shown to influence synapse numbers and dendritic
morphology. They are also linked to various neurological and psychiatric disorders. All
Sez6 family members contain 2-3 CUB domains and 5 complement control protein (CCP)
domains, suggesting that they may be involved in complement regulation. We show that
Sez6 family members inhibit C3b/iC3b opsonization by the classical and alternative
pathways with varying degrees of efficacy. For the classical pathway, Sez6 is a strong
inhibitor, Sez6L2 is a moderate inhibitor, and Sez6L is a weak inhibitor. For the alternative
pathway, the complement inhibitory activity of Sez6, Sez6L, and Sez6L2 all equaled or
exceeded the activity of the known complement regulator MCP. Using Sez6L2 as the
representative family member, we show that it specifically accelerates the dissociation of
C3 convertases. Sez6L2 also functions as a cofactor for Factor I to facilitate the cleavage
of C3b; however, Sez6L2 has no cofactor activity toward C4b. In summary, the Sez6
family are novel complement regulators that inhibit C3 convertases and promote
C3b degradation.

Keywords: Sez6, Sez6L, Sez6L2, complement, classical pathway, alternative pathway, Factor I cofactor,
C3 convertase
INTRODUCTION

The Sez6 family, consisting of Sez6, Sez6L, and Sez6L2, is notable because its members have been
identified as potential susceptibility genes for multiple neurodevelopmental and psychiatric
disorders including: autism, schizophrenia, intellectual disability, epilepsy, and bipolar disorder
(1–9). Sez6L2 is located in the 16p11.2 deletion/duplication region which encompasses 26 genes and
accounts for ~1% of all autism spectrum disorder cases, but also has strong links to schizophrenia
and intellectual disability (3, 4, 10). Sez6 family proteins are expressed by neurons throughout the
brain during development and in adulthood. Some brain regions express multiple Sez6 family
members, suggesting possible redundancy, while other regions have differential expression (11–15).
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In experimental mouse models, the Sez6 family has been shown
to modulate synapse numbers, synaptic plasticity, and dendrite
morphology in the cortex and hippocampus and neuronal
connectivity in the cerebellum. Genetic loss of Sez6 genes
results in impaired cognition, motor learning, and motor
functions (13–16). Outside the nervous system, Sez6 family
members have been implicated as markers of poor prognosis
in cancer (17–23). Although a few binding partners of the Sez6
family have been proposed (24–28), the molecular mechanisms
and functions of Sez6 proteins are still unclear.

The domain structure of Sez6 family members consisting of 5
complement control protein (CCP) domains and 2-3 CUB
domains, suggest they may have activity connected to the
complement cascade. CCP domains, also known as short
consensus repeats or SUSHI repeats, contain 60-70 amino
acids with four invariant cysteines forming disulfide bonds.
CCP domains are the primary components of several proteins
of the complement system (29, 30). However, CCP domains are
also found in a variety of proteins outside the complement
pathway involved in cell adhesion, blood coagulation, and
signal transduction related to cytokines and neurotransmission
(29–32). CUB domains are named after their founding members:
complement C1r/C1s, uEGF, and BMP1 and primarily mediate
protein-protein interactions that are often calcium-dependent.
CUB domains are found in complement proteins such as C1s,
C1r, MASP-1/2, and C3 as well as many other non-complement
pathway proteins (33, 34). In addition to the CCP and CUB
domains, Sez6 proteins have a single transmembrane domain
and short cytoplasmic tail. The goal of this study was to evaluate
the Sez6 family for complement regulatory functions.

The complement system has three initiating pathways
(classical, alternative, and lectin) that all create C3 convertases
to cleave C3 [reviewed in (35, 36)]. The classical/lectin pathway
C3 convertase is composed of C4b2b [formerly called C4b2a
(37)]. The alternative pathway convertase is composed of C3bBb.
Proteolytic cleavage of C3 generates the chemotactic peptide
C3a, as well as, C3b, which covalently attaches to activating
surfaces such as antibody complexes, cellular debris, foreign
particles, or even an organism’s own healthy “self” tissue. C3b
and its degradation products iC3b and C3dg/d are opsonins that
facilitate phagocytosis. When C3b is sufficiently accumulated, it
associates with C3 convertases to form C5 convertases. C5
convertases cleave C5 to initiate the lytic complement pathway
leading to cell lysis.

Complement activation on “self” surfaces is controlled by a
group of complement regulatory proteins. A common feature of
complement regulators that inhibit C3 convertases is the
presence of three or more tandem CCP domains (29, 38). The
most well-known CCP containing complement regulators are
DAF/CD55, MCP/CD46, and CR1 (or Crry in rodents) which
are membrane-associated and Factor H (FH) and C4BP, which
are soluble circulating factors (35, 36). Complement regulators
can deactivate C3 convertases by dissociating the protease
subunits (Bb/2b) from the non-catalytic subunits (C3b/C4b),
which has been defined as “decay accelerating” activity.
Complement regulators can also facilitate cleavage of C3b or
Frontiers in Immunology | www.frontiersin.org 2
C4b by functioning as cofactors for the protease, complement
Factor I (29, 36, 38). Cleaved C3b fragments (iC3b, C3c, C3dg/d)
or C4b fragments can no longer function as subunits for C3 or
C5 convertases.

The complement system is a fundamental part of the innate
immune system, but it also has important roles in neural
development. These roles include neurogenesis, synapse
pruning, and neuronal migration (39–44). The complement
pathway additionally mediates immune responses to prenatal
or early postnatal brain insults that affect brain development with
lifelong consequences [reviewed in (44)]. Furthermore,
complement contributes to pathological cell and synapse loss
in aging and diseases including Alzheimer’s, viral encephalitis,
glaucoma, lupus, epilepsy, schizophrenia, frontotemporal
dementia, and multiple sclerosis (39–41, 45–58). Therefore,
understanding complement regulation in the brain is
important for neurodevelopment as well as neurodegenerative
disease. We show here that members of the Sez6 family are novel
complement regulators that inhibit the complement pathway at
the level of C3 convertases.
MATERIALS AND METHODS

Purified Proteins
Cloning and Plasmids: The expression plasmid for Sez6L2-MH, a
truncated version of human Sez6L2 that has the transmembrane
and cytoplasmic region replaced by a tandem Myc/6x-His tag,
was cloned using PCR from the Sez6L2 NCBI Refseq BC000567
cDNA (similar to NM_001114100.2; Uniprot ACC: Q6UXD5-6);
and the following primers: 5’–GACTCGAGAATTCGCGGCC
GCCACCATGGGGACTCCCAGGGCCCAGCA-3’ and 5’-
TTCTAGAAAGCTTGGTACCTCCCCCCCTTCCAGCTGC
CGTGATGG-3’. The PCR product was digested with restriction
enzymes Not1 and HindIII and cloned into the mammalian
expression plasmid, pEZYmyc-His [Addgene plasmid #18701;
http://n2t.net/addgene:18702; RRID: Addgene_18701; a gift
from Yu-Zhu Zhang (59)], that was digested with the same
enzymes. The human His-DAF plasmid from Sino Biological
(HG10101-NH; modified from NCBI RefSeq NM_000574.3) was
used for protein production of H-DAF.

His-Tagged Protein Purification (Sez6L2-MH and H-DAF):
FreeStyle 293-F cells grown in serum-free FreeStyle 293
Expression Medium (Gibco, 12338-018) were transfected with
Sez6L2-MH or His-DAF plasmids using Fectopro (Polyplus,
116-001). After 48-72 hours, media was collected and His-
tagged proteins were bound using HisPur Ni-NTA Resin
(ThermoFisher; 88221) in the presence of Calbiochem’s
EDTA-free protease inhibitor cocktail 1:1000 (MilliporeSigma;
Set V; 539137). Bound proteins were eluted in 250 mM imidazole
in PBS pH 7.4 and filtered through a 0.22 µmmembrane (such as
MilliporeSigma, SCGP00525). Elutions were then either dialyzed
with PBS overnight (MWCO 12-14K, Spectrum Spectra/Por
Molecular porous tubing, 132706) and concentrated using
Amicon Ultra filters MWCO-10K or 30K (MilliporeSigma;
10K: UFC901024, 30K: UFC903024) or directly concentrated
April 2021 | Volume 12 | Article 607641
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and subjected to multiple rounds of buffer exchange to PBS using
the Amicon Ultra filters or a similar product (Pierce 30KMWCO
concentrator, 88529). If protein concentration resulted in visible
protein aggregates, the solution was again filtered through a 0.22
µm membrane (such as MilliporeSigma Millex-GV4
SLGVL0405). Protein concentration was determined by
absorbance at 280 nm with a 1% extinction coefficient
correction (E1%) of 11.4 for Sez6L2-MH and 10.6 for H-DAF.
The 1% extinction coefficients were calculated based off the
am ino a c i d s e qu en c e u s i n g P ro tP a r am (h t t p : / /
www.protparam.net/index.html). Protein aliquots were frozen
and stored at -80°C.

Other Purified Proteins: The negative control protein, bovine
serum albumin (BSA), was purchased from MilliporeSigma
(A3294). In order to make the BSA solution as similar to
Sez6L2-MH and H-DAF as possible, we processed BSA
through the last steps of the His-tagged protein purification
protocol. Specifically, we dissolved the lyophilized BSA in PBS
with 250 mM imidazole (the same buffer used to eluted proteins
from HisPur Ni-NTA Resin). The BSA solution was then
concentrated, exchanged to plain PBS, and stored at -80°C. All
other purified proteins were purchased from CompTech: C1s-
enzyme (A104), C2 (A112), C3 (A113); C3b (A114), iC3b
(A115), C3d (A117), C4 (A105), C4b (A108), C4bBP (A109),
Factor B (A135), Factor D (A136), Factor H (A137), Factor I
(A138). These proteins were purified from human serum and
were in PBS.

Hemolytic Assay
Classical pathway: Complement mediated lysis of erythrocytes
releases hemoglobin that can be measured by absorbance
spectrophotometry at 415 nm. Antibody-sensitized sheep
erythrocytes (EA; CompTech; B200) were rinsed and diluted in
GVB++ buffer (0.1% gelatin, 5 mM Veronal, 145 mM NaCl, 0.15
mM CaCl2 0.5 mM MgCl2. 0.025% NaN3, pH 7.3). 5 µM of
Sez6L2-MH or other purified proteins were pre-incubated in a v-
bottom 96 well plate for 15 minutes on ice with 0.275% normal
human serum (NHS, CompTech) in a final 90 µl buffer solution
equivalent to 40% GVB++ and 50% PBS with 0.15 mM CaCl2 and
0.5 mM MgCl2 (PBS

++). Next, 10 µl of EAs (4x108 cells/mL in
GVB++) were added to each sample and the plate was incubated
at 37⁰C for 30 minutes. During this incubation, cells were
suspended with a multichannel pipet every 10 minutes. The
reaction was stopped by adding 100 µl of cold GVBE buffer (0.1%
gelatin, 5 mM Veronal, 145 mM NaCl, 0.025% NaN3, 10 mM
EDTA, pH 7.3). Remaining erythrocytes were pelleted by
centrifugation at 500xg for 3 minutes. 150 µl of the
supernatant was transferred to a flat-bottom 96-well plate and
measured for absorbance at 415 nm using a microtiter plate
reader (SpectraMax M5). The absorbance obtained with just
buffer, NHS, and EAs was set at 100% lysis and the absorbance
obtained without serum added or when GVBE was used in place
of GVB++ to inhibit complement was set at 0% lysis. Absorbance
from full lysis in each experiment was also determined by
replacing PBS with H20 (at 50% final sample volume). Prior to
testing the efficacy of complement inhibitors, the amount of each
lot of normal human serum necessary to lyse EAs to 80-90% of
Frontiers in Immunology | www.frontiersin.org 3
the absorbance obtained by H20 samples was determined by
testing a range of NHS concentrations from 0-2%. These
titrations were done to ensure that inhibitors were not
overwhelmed by saturating levels of complement activity. The
titrations revealed that 80-90% lysis was usually obtained with
0.25-0.4% serum.

Alternative Pathway: The alternative pathway hemolytic
assays were performed similar to the classical pathway assay
except that plain rabbit erythrocytes (Er, CompTech) were rinsed
and diluted in GVB° (0.1% gelatin, 5 mM Veronal, 145 mM
NaCl, 0.025% NaN3, pH 7.3). 5 µM Sez6L2-MH or other purified
proteins were pre-incubated for 15 minutes on ice with 6.5-7%
normal human serum in a final 95 µl buffer solution containing
10 mM MgCl2 and 10 mM EGTA and the equivalence of 45%
GVB° and 50% PBS. Next, 5 µl of Ers (5x108 cells/mL in GVB°)
were added to each sample and the plate was incubated at 37°C
for 30 minutes and processed similar to the classical hemolysis
experiments. The 415 nm absorbance obtained with just buffer,
NHS, and Ers was set at 100% lysis.

Cleavage of C3b or C4b by Factor I
C3b (1.5 µM; 3.94 µg) or C4b (1.5 µM; 4.05 µg) was incubated
with 0.5 µM Factor I alone or in the presence of 1 µM FH, 1 µM
C4BP, or 1-8 µM Sez6L2 in PBS++ (Total volume ~15 µl) for 15
minutes-8 hours at 37°C. The samples were then run on reducing
SDS-PAGE gels and analyzed by western blot or Imperial Blue
(Coomassie) staining to identify C3 or C4 cleavage products.

Decay Accelerating ELISAs
Alternative C3 Convertase Decay Assay: An ELISA-based assay
was used to measure decay accelerating activity towards the
alternative pathway C3 convertase, C3bBb. ELISA plates (Nunc,
MaxiSorp, 96 well plates, 44-2404-21) were coated with 100 µl
human C3b at 3-3.5 µg/mL (17-20 nM) in PBS for ~20 hours at
room temperature. Wells were washed twice with PBS and
blocked with 1% BSA in PBS for 30-60 minutes at room
temperature. Wells were again washed twice with PBS. C3
convertase was formed by incubating with Factor B (5.8-10
nM) and Factor D (1.8-2.0 nM) in GVB° buffer with 3.5 mM
NiCl2 at 37°C for 30 minutes. Subsequently, wells were washed
three times with PBSt (0.1% tween). Factor H and Sez6L2-MH
were mixed at various concentrations ranging from 0-6 µM (0
µg/mL to 500 µg/mL) in solutions with a final composition of 90
µL PBS to 225 µL GVB° with 3.5 mM NiCl2. 100 µl of the Factor
H or Sez6L2-MH mixtures were added to the plate in triplicate
and incubated at 37°C for 45 minutes. Supernatants were
collected for western blot analysis and the wells were washed
three times with PBSt. Residual Bb on the plate was detected
using polyclonal goat anti-Factor B (CompTech, A235, 1:4,000)
for one hour at room temperature. Wells were washed three
times with PBSt and incubated with a donkey HRP-conjugated
anti-Goat IgG (Azure Biosystems, AC2149, 1:10,000) for 45
minutes at room temperature. Wells were then washed three
times with PBSt prior to colorimetric development using TMB
substrate (ThermoScientific, N301). 0.16 M sulfuric acid was
used to stop the reaction. Absorbance was measured at 450 nm.
Percent convertase remaining was calculated with the following
April 2021 | Volume 12 | Article 607641
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formula = ((Ab450 inhibitor – Ab450 background)/(A450 buffer
– Ab450 background)) x 100. Background values were obtained
from wells not coated with C3b but incubated with Factor B and
D. Nonlinear regression utilized a variable slope and
four parameters.

Classical/Lectin C3 Convertase Decay Assay: This ELISA-
based assay was performed similar to the C3bBb assay outlined
above but with the following changes: Plates were coated with 3
µg/mL (16.7 nM) C4b in PBS. After washing and blocking with
1% BSA, C3 convertases were formed by incubating with C2 (6-
12 nM) and C1s-enzyme (4 nM) in GVB++ at 37°C for 30-60
minutes. After, wells were washed three times with PBS++. H-
DAF and Sez6L2-MH were mixed at various concentrations
ranging from 0-7 µM in solutions with a final composition of
50% GVB++ and 50% PBS++. 100 µl of the H-DAF or Sez6L2-MH
mixtures were added to the plate in triplicate and incubated at
37°C for 30 minutes. Wells were washed three times with PBSt++

(containing 0.1% tween). Residual C2b/C2 on the plate was
detected using polyclonal goat anti-C2 (CompTech, A212,
1:6,000 in PBSt++) for 45 minutes at room temperature. Wells
were washed three times with PBSt++ and then incubated with a
donkey HRP-conjugated anti-Goat IgG (Azure Biosystems,
AC2149 1:10,000 in PBSt++) for 45 minutes at room
temperature and then processed as above. Background values
were obtained from wells not coated with C4b but incubated with
C2 and C1s-enzyme.

Flow Cytometry
CHO cells (a Chinese hamster ovary cell line) were grown in
serum-free Freestyle media (Gibco, 12651-014) and transfected
with human cDNA expression plasmids with N-terminal Myc-
tags obtained from Sino Biological: M-SEZ6L2 (HG13969-NM;
modified from NCBI RefSeq BC000567, s imilar to
NM_001114100.2; Uniprot ACC: Q6UXD5-6), M-SEZ6
(HG13436-NM; modified from NCBI RefSeq NM_178860.4;
Uniprot ACC: Q53EL9-1), M-SEZ6L (HG20982-NM; modified
from NM_001184773.1; Uniprot ACC: Q9BYH1-6), M-MCP
(HG12239-NM; modified from NCBI RefSeq BC030594), or M-
CR2 (HG10811-NM; modified f rom NCBI RefSeq
NM_001877.3) using FectoPro transfection reagent (Polyplus,
116-001). Alternatively, cells were transfected with a GFP
expression plasmid or co-transfected with GFP and M-SEZ6L2
or HIS-tagged DAF (H-DAF; Sino Biological HG10101-NH;
modified from NCBI RefSeq NM_000574.3). After 18-24
hours, the cells were collected and loaded at 4x105 cells per
well in a 96-well v-bottom plate. To assay the activity of the
classical complement pathway, CHO cells were sensitized with a
30 minute incubation with rabbit anti-hamster lymphocyte
serum (1:10; Cedarlane, CLA14940) in 100 µl cold FACs buffer
(0.5% BSA in PBS) at 37°C. Cells were washed twice with FACs
buffer then incubated with 15% C5-depleted human serum
(CompTech, A320) or a range of C5-depleted serum from 0-
20% in GVB++ at 37°C for 60 minutes. After washing twice with
cold FACs buffer, cells were incubated with a mouse anti-human
C3b/iC3b APC conjugated antibody (1:50; Biolegend, 846106,
clone 3E7) and mouse anti-Myc Alexa488 conjugated antibody
Frontiers in Immunology | www.frontiersin.org 4
(1:50; Cell Signaling Technologies, 2279S, clone 9B11) for 30
minutes at 4°C. For samples transfected with GFP, only the anti-
C3 APC antibody was used. After two washes in FACs buffer,
cells were resuspended in FACs buffer with 1 µl propidium
iodide (PI, Invitrogen, BMS500PI) and processed using a BD
Accuri C6 Flow Cytometer. Data was analyzed by FlowJo™

Software (Windows Version 10.6.1: Ashland, OR: Becton,
Dickinson and Company; 2019). Data were gated for the single
cell population (FSC-A:FSC-H) and PI negative population. To
assay the alternative pathway, cells were processed as above
except they were sensitized with only a low level of anti-
hamster lymphocyte serum (1:50) and the 20% C5-depleted
serum was diluted in GVB° with 10 mM EGTA and 10 mM
MgCl2 to block the classical pathway.

Western Blot
Supernatants from decay accelerating ELISA’s or Factor I cleavage
assays were mixed with SDS-loading dye and run on 8-15% SDS-
PAGE gels and transferred to PVDF. Membranes were blocked
with 5% milk in TBSt (Tris buffered saline (20 mM Tris-Cl, pH
7.4; 150 mM NaCl) with 0.1% Tween 20) for 30 minutes and
probed with primary antibodies: polyclonal goat anti-C3d (R&D
systems, AF2655, 1:1000), polyclonal sheep anti-Sez6L2 (R&D
Systems, AF4916; 1:2000), monoclonal mouse anti-Myc
(Developmental Studies Hybridoma Bank; 9E10, 1:2000),
polyclonal goat anti-Factor B (CompTech, A235, 1:1000) in 5%
milk in TBSt for one hour at room temperature or overnight at
4°C. Membranes were washed three times in TBSt and then
incubated with HRP secondary antibodies (anti-Mouse HRP,
BioRad, 170-6516, 1:5,000; anti-Goat HRP Azure Biosystems,
AC2149, 1:10,000; anti-Sheep HRP, Jackson Labs, 713-035-003,
1:1000) for one hour at room temperature in 5% milk in TBSt.
After washing we applied ECL substrate (Pierce) and developed
membranes using a digital imager (Azure Biosystems). Some
membranes were stripped using buffer consisting of 200 mM
glycine; 0.1% SDS, 1% Tween 20, pH 2.2 and re-probed. Western
blot band densities were quantitated using Image J/FIJI.

Immunohistochemistry (IHC) and Imaging
Sez6 Triple Knockout mice (Sez6 TKO) have a complete
knockout of Sez6, Sez6L and Sez6L2 (14, 15). They are also
known as BSRP TKO mice and were supplied by co-author Dr.
Jenny Gunnersen, University of Melbourne; Australia. Mice were
anesthetized with ketamine/xylazine (100 and 10 mg/kg,
respectively) and intracardially perfused with phosphate-
buffered saline (PBS) containing EDTA (1.5 mg/ml) followed
by 4% paraformaldehyde (PFA) in PBS. Brains were post-fixed
for 18-30 hours in 4% PFA, then stored in PBS at 4°C. Brains
were cut into 40 mm-thick coronal sections using a vibratome
(Leica V1000) and stored in a cryoprotectant mixture of 30%
PEG300, 30% glycerol, 20% 0.1 M phosphate buffer, and 20%
ddH2O at −20°C. IHC was performed on free-floating sections.
The sections were washed three times for 30 minutes in PBS to
remove the cryoprotectant. Then sections were incubated in 100
mM glycine in PBS for 30 minutes followed by citrate antigen
unmasking at 37°C for 30 minutes (Vector, H3300 with 0.05%
April 2021 | Volume 12 | Article 607641
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tween 20). Sections were blocked overnight in blocking buffer
(consisting of 1.5% BSA (MilliporeSigma; A3294), 3% normal
donkey serum (Jackson Immunoresearch Laboratories, 017-000-
121), 0.5% Triton X-100 (Promega, H5142), and 1.8% NaCl in
PBS) with donkey anti-mouse Fab fragments (Jackson
ImmunoResearch Laboratories, 715-007-003; 1:300). Sections
were then washed three times in PBS with 1.8% NaCl. Primary
antibodies: polyclonal sheep anti-Sez6L2 (R&D Systems,
AF4916,1:500) and polyclonal chicken anti-Homer1 (Synaptic
Systems, 160006, 1:500) were diluted in blocking buffer and
incubated with brain sections for 1-3 days at room temperature
with agitation. Sections were then washed three times for
30 minutes in 1× PBS with 1.8% NaCl and then incubated
overnight at room temperature in Alexa Fluor-conjugated
secondary antibodies (1:500 Jackson ImmunoResearch
Laboratories Alexa 488 Donkey anti-sheep, Cat# 713-545-147,
RRID: AB_2340745; and Alexa 647 Donkey anti-chicken, Cat#
703-605-155, RRID: AB_2340379) in blocking buffer. Finally,
sections were washed three times with PBS with 1.8% NaCl,
mounted on slides with Prolong Diamond mounting agents with
DAPI (Life Technologies; P36962).

IHC sections were imaged with a Hamamatsu ORCA-ER
camera on an Olympus BX-51 upright microscope with Quioptic
Optigrid optical sectioning hardware with a 10x, NA 0.4 or 60x,
NA 1.4 objective with z-step = 0.3 mm. Volocity 3DM software
(Quorum Technologies; version 6.3) was used for image collection
and analysis. Differences in z-axis registration of various fluors
were corrected by calibration with multicolor fluorescent beads.
Image stacks are displayed as maximum intensity protections.

Statistics
GraphPad Prism software version 8.3.0 for Windows (La Jolla
California USA) was used to perform all statistics. Statistical
analysis was generally performed with one-way ANOVAs
followed by Holm-Sidak’s multiple comparisons test (MCT).
For the CHO cell C3b/iC3b deposition assays, Myc-positive and
Myc-negative populations within the same sample were first
compared with multiple t tests. Then, p values were corrected
with Holm’s-Sidak’s MCT for the many samples within the
experiment. N values for each experiment are specifically
stated and defined in the figure legends. We defined
significance as p <0.05 and used the following markings on
graphs * p<0.05; ** p<0.01. All data are expressed as the mean ±
standard error of the mean (SEM).
RESULTS

Expression of Sez6 Family Proteins and
Other Complement Regulatory Proteins in
Hippocampal Neurons
Self-directed complement activity is usually tightly controlled by
complement regulatory proteins expressed on cell membranes
and/or secreted in soluble form. However, the identity of
complement regulators functioning on neurons throughout
neuronal development or in disease with a potential role for
Frontiers in Immunology | www.frontiersin.org 5
modulating complement-mediated synaptic pruning has yet to
be fully elucidated. Because hippocampal neurons express only
trace amounts of the most well-known complement regulators of
the early complement pathways (DAF, CR1/Crry, FH, C4BP,
MCP or C1-INH (60) (Figure 1A), we searched the smart
protein database (smart.embl-heidelberg.de/) for proteins with
at least three tandem CCP domains that are also highly expressed
by neurons in development. We identified the Sez6 family of
proteins (consisting of Sez6, Sez6L, and Sez6L2) as ideal
candidates. RNA-Seq expression data from the Hipposeq
database [http://hipposeq.janelia.org (60)] show that the Sez6
family members are expressed by pyramidal neurons in the
hippocampus with differential expression in CA1, CA3, and
the dentate gyrus (Figure 1A). Immunostaining of adult
mouse brain sections shows the Sez6L2 is highly localized to
neuronal cell bodies of the CA1 region. Diffuse Sez6L2 is also
found throughout the neuropil of the stratum radiatum and
stratum oriens where a subset of Sez6L2 puncta co-localize with
synapses (identified as Homer1+ puncta) (Figures 1B, C).

Sez6 Proteins Limit C3b/iC3b
Opsonization of CHO Cells by the
Classical and Alternative Pathways
After having identified the Sez6 family as potential complement
regulators due to their domain structure, we sought experimental
evidence to support this putative function. First, we examined
whether Sez6L2 expressed on CHO cells could reduce the amount
of C3b/iC3b on the cell surface generated by the classical pathway.
For the first set of experiments we used cells expressing the
complement inhibitor, DAF, as a positive control. CHO cells were
transfected with GFP alone or co-transfected with GFP and Myc-
tagged Sez6L2 (M-Sez6L2) or His-tagged DAF (H-DAF). The cells
were coated in antibodies and then exposed to C5-depleted human
serum ranging in concentration from 0-20%. C5-depleted serum
was used to prevent cell lysis, but still allow full C3b deposition by
the classical pathway, which was detected with antibodies to C3b/
iC3b. GFP positive cells co-transfected with M-Sez6L2 showed
~50% reduction of C3b/iC3b at all serum levels compared to
CHO cells transfected with GFP alone (at 15% serum p=0.007,
Holm-Sidak MCT) (Figures 2A, B). Cells expressing H-DAF
reduced C3b/iC3b opsonization to ~13-15% compared to GFP
alone (at 15% serum p=0.001). Thus, Sez6L2 does have
complement inhibitory activity.

Next we compared the complement inhibitory activity of
Sez6L2 to its family members Sez6 and Sez6L to learn whether
complement inhibition is a family function or limited to Sez6L2.
Sez6 and Sez6L are 49% and 50% identical to Sez6L2 respectively
(Figure 2C). We also compared the Sez6 family members to two
other Myc-tagged CCP domain-containing proteins, MCP and
CR2. MCP is a transmembrane complement inhibitor composed
of four CCP domains (61, 62). CR2 is a transmembrane protein
composed of 15-16 tandem CCP domains, but it is not a
complement inhibitor. However, CR2 does binds C3d/C3dg to
present complement opsonized antigens to the adaptive immune
system as well as initiate signal transduction cascades (63). It can
also enhance C3b deposition by the alternative pathway on
April 2021 | Volume 12 | Article 607641
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expressing cells (64, 65) and serves as a control in this paradigm
for what excessive complement opsonization looks like. Mock
transfected cells and cells without serum exposure were used as
controls for full complement activation or a negative baseline
respectively. First we assayed the amount of C3b/iC3b on cells
initiated primarily by the classical pathway. M-Sez6L2, M-Sez6,
M-Sez6L, and M-MCP all significantly decreased C3b/iC3b and
M-CR2 significantly increased C3b/iC3b on expressing cells
compared to non-transfected, Myc-negative cells within each
experimental sample (Figures 2D–F). Overall, M-Sez6 was the
most effective at decreasing C3b/iC3b opsonization as Myc-
positive cells had only 17 ± 3% of the C3b/iC3b found on the
Myc-negative cells in the same sample (p<0.001, Holm-Sidak
MCT). M-Sez6L2 expressing cells had 52 ± 5% of C3b/iC3b
compared to Myc-negative cells (p<0.001), M-Sez6L had 79 ± 3%
(p=0.004), and M-MCP had 45 ± 6% (p<0.001). On the other
hand, M-CR2 had 407 ± 78% the level of C3b/iC3b of internal
Myc-negative cells P<0.001) (Figure 2F). These results show that
Sez6 family members share the complement inhibitory function
but have different levels of activity. Sez6 is the most effective
inhibitor of the classical pathway. Sez6L2 is a moderate inhibitor
and functions at a level comparable to MCP. Sez6L is a
weak inhibitor.

Because M-Sez6 expressed on the cell surface at twice the level
of Sez6L2, Sez6L, and MCP (Figure 2G), but usually in a similar
percentage of cells (Figure 2H), we wondered whether M-Sez6
was a more effective inhibitor simply because of the higher
expression levels or whether there are intrinsic activity
differences in the family members. Thus we gated the cell
populations based on increasing levels of Myc surface
Frontiers in Immunology | www.frontiersin.org 6
expression to compare C3b/iC3b opsonization levels in cells
with similar levels of surface M-Sez6, M-Sez6L or M-Sez6L2.
The results suggest that all Sez6 family members inhibit
complement better with higher surface expression. However,
M-Sez6 was still more effective at limiting C3b/iC3b
opsonization than M-Sez6L and M-Sez6L2 at all expression
levels (Figure 2I).

Next, full-length Sez6L2, Sez6, and Sez6L were analyzed for
their ability to inhibit complement opsonization initiated
primarily by the alternative pathway in the presence of Mg-
EGTA. The results were similar to that obtained with the
classical pathway and showed all Sez6 family members to be
effective inhibitors of alternative pathway C3b/iC3b
opsonization. However, their activities relative to each other
were different (Figures 3A–C). M-Sez6L2 expressing cells had
34 ± 1%, M-Sez6 had 59 ± 2%, M-Sez6L had 52 ± 6%, M-MCP
had 65 ± 2% and M-CR2 had 2624 ± 256% the level of deposited
C3b/iC3b compared to Myc-negative cells within the same
samples (Figure 3C). C3b/iC3b opsonization by the
alternative pathway was less intense than the classical
pathway and resulted in C3b/iC3b coated cells segregating
into two main population peaks. The primary peak
population had low C3b/iC3b opsonization. The second peak
population contained less cells than the primary peak, but these
cells were opsonized with high levels of C3b/iC3b that were
almost equivalent to the levels found in the classical pathway
assays. M-Sez6L2, M-Sez6, Sez6L, and M-MCP all prevented
expressing cells from reaching the complement opsonization
levels of the high C3b/iC3b peak population (Figure 3A).
Alternatively, M-CR2 increased C3b/iC3b levels on expressing
A B C

FIGURE 1 | Sez6 family expression in the hippocampus. (A) Sez6, Sez6L, and Sez6L2 are expressed by principal (excitatory, pyramidal) neurons of the mouse
hippocampus at much higher levels than other known complement regulators (namely Crry, C4BP, CFH, C1-INH, DAF, and MCP). Expression data was obtained
from Hipposeq: a comprehensive RNA-Seq database of gene expression in hippocampal principal neurons [http://hipposeq.janelia.org (60)]. The RNA samples used
in this database were isolated from mouse hippocampal principal neurons micro-dissected from the CA1, CA3, or Dentate Gyrus (DG) cell layers of the hippocampus
at Postnatal Day 25-32. Differential gene expression is shown in the heatmap with the relative units of FPKM (Fragments per Kilobase of Exon per Million Reads
Mapped.) (B) Brain sections from adult WT mice or Sez6 triple knockout mice (TKO) were immuno-stained for Sez6L2 (green) and DAPI and imaged in the CA1
region of the hippocampus. Scale Bar= 27 µm. High density Sez6L2 staining occurs around cell bodies in the pyramidal layer, but significant Sez6L2 is also found in
the stratum radiatum and stratum oriens. (C) Higher magnification images of sections immuno-stained for Sez6L2 (green) and the postsynaptic protein, Homer1
(red), shows a subset of Sez6L2 is found near or co-localized with synapses in the stratum radiatum. Scale bar = 1.8 µm.
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cells, shifting all Myc-positive cells into the high C3b/iC3b
opsonized population. Interestingly, M-Sez6L2 expressing cells
also had decreased C3b/iC3b levels in the lower peak population
Frontiers in Immunology | www.frontiersin.org 7
relative to the non-transfected, Myc-negative cells within the
same sample (Figures 3A, B). However, these Myc-negative
cells in M-Sez6L2 samples often had increased C3b/iC3b
A B C
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FIGURE 2 | Full Length Sez6L2, Sez6, and Sez6L inhibit C3b/iC3b opsonization of CHO cells by the classical pathway. (A, B) Sez6L2 inhibits C3b/iC3b
opsonization at a range of serum concentrations. CHO cells were transfected with plasmids for GFP alone or with Myc-tagged Sez6L2 (M-Sez6L2) or His-tagged
DAF (H-DAF). CHO cells were coated with antibodies and exposed to 0-20% C5-depleted human serum for one hour and then immuno-stained with anti-C3b/iC3b
antibodies and analyzed by flow cytometry. One experiment is shown that is representative of two independent experiments. (B) C3b/iC3b on GFP transfected cells
with or without M-Sez6L2 or H-DAF at 15% serum. ANOVA (P=0.0016; F(2,6)=22.51). N=3; one experiment with three replicates (representative of 3+ independent
experiments). (C) Schematic of Sez6L2, Sez6, and Sez6L protein domain structures. (D–I) CHO cells were transfected with the indicated Myc-tagged cDNAs and
processed as outlined in A with 15% C5 depleted serum, except that an anti-Myc antibody was used in place of GFP to identify transfected and expressing CHO
cells. (D) 5% Contour plots of C3b/iC3b versus Myc fluorescence (top layer) and C3b/iC3b fluorescence histograms (bottom layer) of the same samples normalized
to mode and compared to baseline cells not exposed to serum. For Contour plots, boxed regions highlight cells designated as Myc-positive (top box) and Myc-
negative (lower box) populations. For C3b/iC3b histograms, dark grey, solid line population = Myc-positive cells; Light grey, dotted line population= Myc-negative
cells; White, dashed grey line population = baseline. Representative of 4+ independent experiments. (E) Quantification of the average median C3b/iC3b fluorescence
intensity from Myc-positive and Myc-negative cells within each sample. Statistics = t-tests. N=3 (one experiment with three replicates; Representative of 4+
independent experiments). (F) Average median C3b/iC3b fluorescence intensities after normalization to the Myc-negative cells from each experimental group. ANOVA
between Myc-positive cell populations (p<0.001; F(4, 15)=64.53). Sez6L2 inhibits C3b/iC3b opsonization at a level comparable to positive control MCP. Sez6 is a
stronger complement inhibitor than Sez6L2 and Sez6L is a weaker inhibitor. (F) Average median Myc fluorescence intensity from Myc-positive cells. ANOVA
(p<0.001; F(4, 15)=36.79). (G) Average % of Myc-positive cells in each experimental group (ANOVA, p=0.115; F(4, 15)=2.224). For sections (F–H), N=4 (four
independent experiments). (I) Sez6 blocks complement opsonization more efficiently than Sez6L2 and Sez6L even when comparing similar levels of Myc surface
expression. Average C3b/iC3b median fluorescence intensity normalized to internal Myc-negative populations for M-Sez6, M-Sez6L2, and M-Sez6L samples shown
relative to the Myc median fluorescence intensity. N=3 (one experiment with three replicates, Representative of three independent experiments). For all graphs
*p < 0.05; **p < 0.01; #p < 0.001 for all Myc-positive groups compared to M-CR2.
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opsonization compared with the Myc-negative cells in other
samples raising the question of whether M-Sez6L2 protects
expressing cells at the expense of promoting complement
opsonization on non-expressing cells. Nevertheless, the cells
expressing Sez6 family members had less complement
opsonization by the alternative pathway than non-expressing
cells and their complement inhibitory activity equaled or
exceeded the activity of the known complement regulator
MCP. In summary, Sez6 family members are inhibitors of
C3b/iC3b complement opsonization by both the classical and
alternative pathways, but individual Sez6 family members vary
in the efficacy of their complement inhibitory activity toward
each pathway.
Frontiers in Immunology | www.frontiersin.org 8
Recombinant Sez6L2-MH Is a Soluble,
Truncated Form of Sez6L2 With a Myc-
6xHis Tag
In order to determine the specific mechanisms by which Sez6L2
inhibits complement using traditional assays, we generated a
truncated expression construct of human Sez6L2, named
Sez6L2-MH, which replaced the transmembrane domain and
cytoplasmic tail with a tandem Myc-6xHis tag. This plasmid was
expressed in HEK293 cells grown in serum free media and the
secreted protein was purified via the His-tag. The purity and
identity of the Sez6L2-MH protein were verified by SDS-PAGE
under reducing conditions followed by Coomassie staining and
anti-Sez6L2 or anti-Myc western blots (Figures 4A, B).
A

B C

FIGURE 3 | Full Length Sez6L2, Sez6, and Sez6L inhibit C3b/iC3b opsonization of CHO cells by the alternative pathway. CHO cells were transfected with the
indicated Myc-tagged cDNAs and then coated with a low level of antibodies and exposed to 20% C5-depleted human serum for one hour in the presence of 10 mM
EGTA and 10 mM MgCl2 to block the classical pathway. Cells were then labeled with anti-C3b/iC3b and anti-Myc antibodies and analyzed by flow cytometry.
(A) 5% Contour plots of C3b/iC3b versus Myc fluorescence (top layer) and C3b/iC3b fluorescence histograms (bottom layer) of the same samples normalized to
mode and compared to baseline cells not exposed to serum. For Contour plots, boxed regions highlight cells designated as Myc-positive (top box) and Myc-
negative (lower box) populations. For C3b/iC3b histograms, dark grey, solid line population = Myc-positive cells; Light grey, dotted line population= Myc-negative
cells; White, dashed grey line population = baseline. Representative of 3+ independent experiments with technical replicates. (B) Quantification of the average
median C3b/iC3b fluorescence intensity from Myc-positive and Myc-negative cells within each sample. N=3 (one experiment with three replicates; Representative of
3+ independent experiments) Statistics = t-tests. E) Average median C3b/iC3b fluorescence intensities after normalization to the Myc-negative cells from each
experimental group. ANOVA (p<0.001; F(4, 10)=74.47. N=3 (3 independent experiments). For all graphs *p < 0.05; **p < 0.01 #p < 0.001 for all Myc-positive groups
compared to M-CR2.
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Sez6L2-MH Partially Inhibits Alternative
Pathway Hemolysis and Only Modestly
Inhibits the Classical Pathway Hemolysis
Complement activation by the classical and alternative pathways
ultimately results in the formation of the membrane attack
complex which directly lyses target cells . As such,
complement-mediated lysis of erythrocytes, also known as
hemolysis, is a useful assay to measure the ability of Sez6L2-
MH to regulate the complement pathway. We tested Sez6L2-MH
alongside complement inhibitory proteins FH, C4BP, and C1-
INH purified from human serum and His-tagged DAF (H-DAF)
purified similarly to Sez6L2-MH. BSA was also tested as a
negative control protein. Sez6L2-MH was able to only
modestly inhibit complement-mediated lysis of antibody-
coated sheep erythrocytes by the classical pathway, exhibiting
90.4 ± 1.2% lysis compared to 100.0 ± 2.1% lysis by buffer alone
(p=0.013; Holm-Sidak MCT; Figure 4C). The other complement
inhibitory proteins efficiently and significantly prevented lysis
(H-DAF: -1.0 ± 0.2%; FH: 14.8 ± 2.2%; C4BP 26.1 ± 7.5%; C1-
INH: 14.4 ± 8.1% lysis). As expected, BSA had no effect on
erythrocyte lysis by the classical pathway (100.2 ± 3% lysis).

A similar hemolysis assay was used for the alternative
pathway and was performed in the presence of EGTA. The
Frontiers in Immunology | www.frontiersin.org 9
initiating steps of the classical and lectin pathways requires
calcium, which is preferentially chelated by EGTA, effectively
preventing classical and lectin pathway initiation while
sparing the alternative pathway. Sez6L2-MH was able to
partially inhibit rabbit erythrocyte lysis by the alternative
pathway, showing 65.2 ± 11.1% lysis compared to 100 ±
0.7% lys i s by buffer a lone (p<0 .001 ; Figure 4D ) .
Comparatively, H-DAF and FH fully prevent lysis to 3.2 ±
1.3% and 1.9 ± 1.2% respectively. In contrast, the negative
control BSA resulted in no change in erythrocyte lysis compared
to buffer alone (98.1 ± 5.3%). In summary, recombinant Sez6L2-
MH is a weak inhibitor of hemolysis mediated by the classical
pathway and a moderate inhibitor of hemolysis mediated by the
alternative pathway.

Sez6L2-MH Functions as a Cofactor for
Fluid-Phase Factor I (FI) Cleavage of C3b
but Not C4b
We next investigated whether recombinant Sez6L2-MH
functions as a cofactor for Factor I cleavage of C3b. FH and
C4BP are known co-factors of FI towards C3b (66–70) and were
used as positive controls. C3b is composed of the C3a’ chain and
the C3b chain linked by disulfide bonds (see schematic in
A

B C D

FIGURE 4 | Truncated Sez6L2 inhibits alternative pathway hemolysis more than classical pathway hemolysis. (A) Schematic of Sez6L2 and Sez6L2-MH domain
structures. CCP=Domain abundant in complement control proteins. CCP domains are also known as SUSHI repeats or short complement-like repeat (SCR). CUB=
Domains named after complement C1r/C1s, uEGF, and BMP1. TM=Transmembrane region. Sez6L2-MH was made by replacing the transmembrane and
cytoplasmic tail domains with a tandem Myc, 6xHis tag. (B) Purified Sez6L2-MH is shown by a Coomassie stained gel and by western blot with anti-Sez6L2 and
anti-Myc antibodies. Lanes with the Coomassie stain are from the same gel. (C) Classical pathway hemolysis assay. Antibody-coated sheep erythrocytes were
exposed to human serum pre-incubated with purified Sez6L2-MH, H-DAF, FH, C4BP, C1-INH, or BSA. After 30 mins, the percent of cell lysis was measured by
spectrophotometry (A415). One-way ANOVA (P <0.0001; F(6,30)=233.2); PBS N=10; Sez6L2-MH N=7; H-DAF N=4; CFH N=4; C4BP N=3; C1-INH N=3; BSA N=6.
(D) Alternative pathway hemolysis assay. Rabbit erythrocytes were exposed to human serum pre-incubated with Sez6L2-MH, complement regulators, or BSA in
presence of 10 mM MgEGTA to block the classical pathway. Then the percent of cell lysis was measured by spectrophotometry (A415). One-way ANOVA
(P <0.0001; F(4,16)=33.88). PBS N=6, Sez6L2-MH N=5; FH N=2, H-DAF N=2, and BSA N=6. For all graphs *p < 0.05 compared to PBS control and #p < 0.05
compared to BSA negative control.
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Figure 5A). With cofactor support, FI cuts C3b sequentially at
site 1 (Arg1303-Ser1304), then site 2 (Arg1320-Ser1321) and finally
site 3 (Arg954-Glu955; UniProt numbering of prepro-C3) (68).
Cofactors can support efficient cleavage at one, two, or all three
sites (68–70). For example, FH facilitates efficient cleavage at sites
1 and 2, but has very weak and slow cofactor function for site 3
[(68–70); and Figure 5B]. Incubation of C3b (1.5 µM) and FI
(0.5 µM) with 1 µM FH or C4BP for 2 hours resulted in an almost
complete loss of C3a’ and the appearance of two cleavage
products: C3a’1 (visible by western blot with a C3d antibody
and in the Coomassie stained gel) and C3a’2-(cut at site 2; visible
in the Coomassie stained gel as a ~42 kDa band) (Figure 5B). A
small amount of C3dg and C3c-C3a’1 also appeared in the FH
sample, signaling some cleavage at site 3. FI incubated with C3b
and increasing amounts of Sez6L2-MH (1 µM-8 µM) for two
hours facilitated partial FI cleavage of the C3a’ chain to C3a’1
and C3a’2 in a dose-dependent manner. Sez6L2-MH facilitated
cleavage of C3b at site 1 and less efficient cleavage of C3b at the
second cleavage site generating both the larger C3a’2-site 1 band
(~44 kDa) and the smaller C3a’2-site 2 band (~42 kDa). We also
assayed Sez6L2-MH cofactor activity occurring at incubation
times ranging from 15 minutes to 8 hours. 1.5 µM of Sez6L2
Frontiers in Immunology | www.frontiersin.org 10
facilitated some FI cleavage of C3b at site 1 starting at 15
minutes. Longer incubation times yielded increasing amounts
of C3b cut by FI at sites 1 and 2 (Figure 5C). With incubation
times at four hours or longer, Sez6L2-MH also facilitated a small
amount of cleavage at site 3, generating some C3dg and C3c-
C3a’1. Incubation of C3b with Sez6L-MH alone did not result in
any C3b cleavage products, indicating that FI is the active
protease responsible for C3b cleavage in the presence of
Sez6L2-MH (Figure 5B).

Some FI cofactors are specific for either C3b or C4b, while
others work on both. Therefore, the FI cleavage assay was
repeated with C4b. C4b is composed of three peptide chains—
C4a’, C4b, and C4g—attached by disulfide bonds. Cofactors aid
FI to cut the C4a’ chain at two locations yielding C4d, C4a3, and
C4a4 (see schematic in Figure 6A). C4b (1.5 µM) and FI (0.5
µM) were incubated alone, with 1 µM of C4BP, or with
concentrations of Sez6L2-MH ranging from 1 to 8 µM for two
hours. C4BP was able to facilitate almost complete cleavage of
C4a’ to C4a3, C4a4, and C4d. No amount of Sez6L2-MH tested
was able to promote any FI cleavage of C4b (Figure 6B). Longer
incubation times up to eight hours also did not allow Sez6L2-MH
to promote FI cleavage of C4b (Figure 6C). In summary, Sez6L2
A
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FIGURE 5 | Truncated Sez6L2 is a cofactor for Factor I cleavage of C3b. (A) Schematic of Factor I and cofactor cleavage of C3b and iC3b. (B) C3b and Factor I
(FI) were incubated alone, with concentrations of Sez6L2-MH ranging from 1 to 8 µM, or with 1 µM Factor H (FH) or C4BP for two hours at 37°C. Then samples
were analyzed by western blot using antibodies that recognize C3d, a region within the C3a chain [and highlighted by the black rectangle in the schematics in (A)].
Coomassie stained gels are also shown. Sez6L2-MH supports partial FI cleavage of C3b at sites 1 and 2 generating the cleavage products C3a’1 and C3a’2 in a
concentration dependent manner. FH and C4BP (known co-factors of FI towards C3b) supported almost full cleavage of C3b at sites 1 and 2. FH also showed
partial cleavage at site 3 generating some C3dg and C3c-C3a’1. (C) C3b and FI were incubated with 1.5 µM Sez6L2-MH for 0.25-8 hours and then were visualized
by western blot and Coomassie stained gels. Sez6L2-MH facilitates more FI cleavage with increased time including some partial cleavage at site 3 to generating
C3dg and C3c-C3a’1.
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is a cofactor for FI that facilitates partial cleavage of C3b, but
not C4b.

Sez6L2-MH Accelerates the Decay of C3
Convertases
Complement inhibitors that act at the level of C3 convertases,
function not only as cofactors for FI, but they can also act as
decay accelerating factors to irreversibly dissociate the catalytic
subunit (Bb/C2b) from the non-catalytic subunit (C3b/C4b).
Frontiers in Immunology | www.frontiersin.org 11
MCP functions primarily as a cofactor and does not have decay
accelerating activity. Alternatively, DAF was named for its decay
accelerating activity and has no cofactor function. FH has both
cofactor and decay accelerating activity (36). To investigate
whether Sez6L2-MH has decay accelerating activity for the
alternative pathway C3 convertase, we coated C3b on a 96 well
plate and then added Factor B and Factor D to generate C3bBb
bound to the plate. Sez6L2-MH or FH were added to the wells in
increasing concentrations. The ability of Sez6L2-MH or FH to
displace Bb from the bound C3bBb complex was assessed in an
ELISA assay using an anti-FB antibody. The percent of FB
remaining on the plate (normalized to buffer only control) was
graphed against the concentrations of FH and Sez6L2-MH.
Sez6L2-MH at lower concentrations (0.1 nM-60 nM) had no
effect on the dissociation of Bb from the C3bBb convertase
complex, while higher concentrations of Sez6L2 (600 nM-6
µM) significantly decreased the amount of FB on the plate by
25-72% in a dose dependent manner (Figure 7A). FH was
effective at much lower concentrations, as 0.4 - 40 nM
significantly decreased the amount of FB on the plate by 22-
74%. Higher concentrations of FH (200 nM – 1.6µM) were also
effective and reduced the convertase associated FB by just over
75% (a point at which the maximal decay activity appeared to
plateau). The relative IC50 for FH was between 1-2 nM and the
relative IC50 for Sez6L2-MH was ~1.2 µM.

Supernatants collected from the plate at the end of the
incubation with Sez6L2-MH or FH were collected and
analyzed by western blot with antibodies to Factor B. With
increasing levels of Sez6L2-MH or FH, we found increasing
levels of Bb (MW 70 KDa) in the supernatant, which mirror the
deceasing amounts of Factor B bound to the ELISA plates
(Figures 7B, C). We did not detect any full-length FB in the
supernatants which shows that the decreasing plate-associated
FB detected in the ELISA was mostly in the Bb form. We
additionally compared the C3bBb decay activity of Sez6L2-MH
and FH to that of H-DAF and a negative control protein, BSA at
0, 1, and 5 µM (Figure 7D). At 1µM, the decay activity of H-DAF
and FH reduced the plate associated FB by 83% and 87%
respectively, while 5 µM DAF reduced FB by 90.1%. Whereas,
at 1 µM, Sez6L2-MH reduced plate associated FB by 44% and at 5
µM Sez6L2-MH reduced FB to 76% compared to the buffer only
control and the BSA negative controls at 1 µm and 5 µM
(p<0.001 for all). Taken together, these data show that soluble
Sez6L2-MH exhibits decay accelerating activity for the
alternative pathway C3 convertase C3bBb, but requires higher
concentrations than FH and H-DAF.

Next we tested whether Sez6L2-MH could accelerate the
decay of the classical/lectin pathway C3 convertase, C4b2b. A
plate coated with C4b was incubated with C2 and C1s-enzyme to
form the C3 convertase, C4b2b, then incubated with Sez6L2-MH
or H-DAF at concentrations ranging from 0 to 7 µM to assess
their decay accelerating activity. C2 remaining bound to the plate
(presumably as C4b2b) was detected using an anti-C2 antibody
ELISA (Figure 7E). H-DAF effectively removed bound C2b from
the plate in a dose dependent manner with 7 µM H-DAF
resulting in complete dissociation of C2b. Sez6L2-MH was also
A
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FIGURE 6 | Truncated Sez6L2 does not act as a cofactor for Factor I
cleavage of C4b. (A) Schematic of Factor I plus cofactor cleavage of C4b.
(B) C4b and FI were incubated alone, with concentrations of Sez6L2-MH
ranging from 1 to 8 µM, or with 1 µM C4BP for two hours at 37°C. Then
samples were then run and visualized on Coomassie stained gels. Incubation
of C4b and FI with Sez6L2-MH did not result in the appearance of C4b
cleavage products C4d, C4a3, or C4a4. On the other hand, C4BP (a known
cofactor of FI for C4b cleavage) supported FI’s production of C4d, C4a3, and
C4a4. (C) Sez6L2-MH does not support Factor I cleavage of C4b even with
increased time. C4b and FI were incubated with 1.5 µM Sez6L2-MH for 0.25-
8 hours and then visualized on Coomassie stained gels.
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able to dissociate the C2b in a dose dependent manner with the
maximal dose of 6 µM Sez6L2-MH reducing C2b by 43% (plate
bound C2b with Sez6L2-MH = 57 ± 8% % vs 100 ± 4% % with
buffer alone; p=0.002 Holm-Sidak MCT). Thus Sez6L2-MH has
only modest decay accelerating activity for the classical/lectin
pathway C3 convertase.
DISCUSSION

We have shown that Sez6, Sez6L, and Sez6L2 are all novel
complement regulators that inhibit C3b/iC3b opsonization by
the classical and alternative pathways. Sez6 was the most effective
inhibitor of the classical pathway and functioned at a level
equivalent to H-DAF and better than MCP. It also provided
strong protection against the alternative pathway. Sez6L2 was a
moderate inhibitor for the classical pathway that performed at a
level similar to MCP and Sez6L2 was perhaps the most protective
family member against the alternative pathway. Sez6L was a
weak inhibitor towards the classical pathway but also functioned
similar to MCP against the alternative pathway. We additionally
Frontiers in Immunology | www.frontiersin.org 12
showed that a truncated and soluble version of Sez6L2 partially
prevented hemolysis by the alternative pathway, but only
modestly blocks hemolysis by the classical pathway. Sez6L2
does this by inhibiting C3 convertases. Specifically, Sez6L2
inhibits complement by accelerating the decay of the
alternative pathway C3 convertase, C3bBb, but has only weak
decay activity toward the classical pathway convertase, C4b2b.
Sez6L2 also functions as a cofactor for Factor I to facilitate
cleavage of C3b, but not C4b. While most of our data do not
employ neuronal specific paradigms, we have used well
established methods of complement activity in serum to
ascertain novel Sez6 family functions that are still relevant to
complement in the brain or other tissues.

Previous studies have shown that Sez6 family proteins control
dendritic branching and synaptic density by unknown
mechanisms (13, 15, 16, 24). Additionally, genetic loss of the
entire Sez6 family results in impaired motor coordination and
motor learning, and impaired cognition (13–16). Sez6L2 proteins
can be found throughout the somatodendritic compartment in
some neuronal cell types like Purkinje cells of the cerebellum (14,
15). However, we report here that Sez6L2 can also be localized to
A B C

D E

FIGURE 7 | Truncated Sez6L2 has decay accelerating activity for the alternative pathway C3 convertase but has only modest decay accelerating activity for the
classical/lectin pathway C3 convertase. (A–D) Alternative C3 convertase assay: (A–C) A 96 well plate coated with C3b was incubated with Factor B and Factor D to
form the C3 convertase C3bBb, then incubated with Sez6L2-MH or FH at various concentrations ranging from 0-6000 nM (equivalent to 0-500 µg/mL) to assess
their decay accelerating activity. Factor B remaining bound to the plate (as C3bBb) was detected using an anti-Factor B antibody ELISA in (A) and Bb released into
the supernatant is shown via western blot in (B) with Bb band densities quantified in (C). For the western blot and quantification, Sez6L2-MH and FH concentrations
are listed in both nM and µg/mL. Quantification of Bb band densities were normalized to the 0 nM control lanes. N=3 samples per group. (D) The alternative C3
convertase decay ELISA described above was repeated comparing 0, 1uM, and 5uM of Sez6L2-MH, H-DAF, FH, and BSA. (E) Classical C3 convertase assay: A
plate coated with C4b was incubated with C2 and C1s-enzyme to form the classical/lectin pathway C3 convertase C4b2b, then incubated with Sez6L2-MH, H-DAF
at concentrations ranging from 0 to 7000 nM to assess their decay accelerating activity. C2 remaining bound to the plate (presumably as C4b2b) was detected
using an anti-C2 antibody ELISA. For A, D, and E ELISAs: N=3 (1 experiment with 3 replicates; representative of 2-3 independent experiments). Statistics: one-way
ANOVAS with Holms-Sidak multiple comparison’s tests to controls. *p < 0.05, **< 0.01.
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synapses as we found in the CA1 region of the hippocampus.
This synaptic location is also in line with a proteomic screen on
dissociated cortical neurons reported by Loh et al. that found
Sez6L2 within the excitatory synaptic cleft (71). The synaptic and
dendritic localization of Sez6L2 puts it in an ideal location to
protect synapses and dendrites from complement-dependent
pruning during development and may be a mechanism by
which Sez6 proteins modulate synapse numbers and dendritic
morphology. However, Sez6 proteins could also modulate
complement activation levels affecting neurogenesis, neuronal
migration, or immune reactions to various insults. Perhaps
complement dysregulation explains the genetic association of
the Sez6 family with multiple neurodevelopmental and
psychiatric disorders including: autism, schizophrenia,
intellectual disability, epilepsy, and bipolar disorder (1–9).

We found that both full-length and truncated versions of
Sez6L2 were capable of inhibiting complement. This is likely
important as the extracellular domains of all Sez6 family proteins
can be cut near the transmembrane region by BACE enzymes (1
and 2) (16, 72, 73). This provides a means to remove the
complement inhibitors from the cell surface making the cell
vulnerable to complement opsonization and its downstream
consequences. On the other hand, it also provides a
mechanism to release soluble complement inhibitors that could
be useful to nearby “self” surfaces or the CSF. Soluble Sez6 is
elevated in the CSF of patients with schizophrenia, bipolar, major
depression and inflammatory pain compared to controls (74,
75). However, soluble Sez6 is decreased in the CSF in Alzheimer’s
(76). Thus, altered shedding of the extracellular complement
regulatory region of Sez6 proteins is likely connected and may
have direc t consequences on the deve lopment of
neuropathology. Cells may also change their vulnerability to
complement by expressing alternative short splice variants of
Sez6 family members that do not contain a transmembrane
anchor and the three tandem CCP domains that presumably
mediate complement inhibition (13, 15).

The truncated Sez6L2-MH purified protein was very useful in
examining the specific mechanisms by which Sez6L2 inhibits
complement at the level of the C3 convertases. However, we also
found it was less effective than the positive controls used in our
studies (FH, DAF, and C4BP). It is possible that the purification
process led to partial deactivation of Sez6L2-MH, necessitating
higher levels of Sez6L2-MH to achieve complement inhibition. It
is also possible that the truncated version could be less active
than the full-length transmembrane protein due to its inability to
localize to areas of complement activation or to correctly orient
the complement inhibitory domains for efficient inhibition.
Naturally soluble serum regulators like FH and C4BP have
multiple C3 binding sites or can oligomerize to enhance
homing to areas of active complement deposition. They also
have binding sites for other complement factors or “self”
membranes that aid recruitment and correct orientation of the
inhibitors. These properties may also help explain their superior
activity compared to our recombinant, Sez6L2-MH.
Furthermore, truncation of other complement inhibitors, like
FH, CR1, MCP, or SUSD4 can result in reduced activity
Frontiers in Immunology | www.frontiersin.org 13
compared of the full-length proteins (36, 77–79). For example,
soluble MCP barely functions as a cofactor for the cleavage of
erythrocyte-bound C3b, but it is an efficient cofactor in its full-
length, cell-bound form (79).

The domain structure of the Sez6 family which contains
five CCP domains (three of which are consecutive) initially
prompted us to investigate the complement regulatory
functions of Sez6 family members. Although proteins with
multiple CCP domains are common to the complement
pathway, there are many other proteins that contain CCP
domains (even tandem CCP domains) that do not have
complement inhibitory functions. Although the amino acid
sequences of CCP domains vary considerably, complement
regulatory proteins bind to C3b using a common binding
platform on C3b with their 3-4 consecutive CCP domains in
an extended orientation (38). Ojha et al. recently used AI-
assisted computer learning along with significant functional
annotation based on decades of experimental research on
complement regulatory proteins to propose five short motifs
that potentially confer complement inhibitory activity when
conserved in a specific order across three tandem CCP
domains (29). Using their web-based CoreDo program, we
found Sez6L2 has the correct motif pattern for predicted
complement regulatory activity (29). Thus, our results on
Sez6L2 match their prediction. However, Sez6 and Sez6L do
not have the correct five motif pattern; and yet, Sez6 was even
more efficient at inhibiting C3b/iC3b opsonization by the
classical pathway than Sez6L2. Interestingly, CSMD1,
another brain expressed complement inhibitor associated
with neurodevelopmental disorders, and perhaps a distant
cousin of the Sez6 family, was also one of only two
experimentally validated complement inhibitors that did not
fit the five-motif pattern identified and reported by Ojha et al.
(29, 80–83). As the core CCP motif pattern is somewhat
different between Sez6L2 and Sez6, it is possible that there
are unique features to their complement regulatory activity yet
to be discovered.

Our study focused on C3 convertase inhibitory activities that
have long been associated with CCP-domain containing
complement regulators. We have assumed that much of the
complement inhibitory activity of Sez6 family proteins comes
from the sub-region with three adjacent CCP domains. However,
CUB domains are also known to mediate multiple protein-
protein interactions within the complement pathway, including
the binding of C1r/C1s to C1q (84, 85). Therefore, the CUB
domains of Sez6 proteins may mediate more interactions with
complement factors in order to boost, broaden, or limit their
impact on the complement pathways. Interestingly, different
splice variants of the Sez6 family yield proteins with either two
or three CUB domains. The Sez6L variant we tested contained
three CUB domains and was the least effective family member at
blocking C3 deposition by the classical pathway. In contrast, the
variants of Sez6 and Sez6L2 we tested had only two CUB
domains and were much more effective at blocking the
classical pathway. Future studies will investigate whether the
C3 convertase inhibitory activities can be isolated to the region of
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Sez6 proteins containing three adjacent CCP domains and will
additionally seek to determine whether the CUB domains
positively or negatively modulate the complement inhibitory
activity of the Sez6 family members.

These studies were motivated by our overarching goal to
better understand the identity and role of complement regulatory
proteins in neurodevelopment and neurodegeneration. Yet, the
complement inhibitory activity of the Sez6 family may also
explain their role in cancer. Increased expression of Sez6
family members has been linked to increased tumor growth
and a poor prognosis in various cancers (17–23). The role of
complement in tumorigenesis is complex as it may exacerbate or
inhibit tumor growth depending on the immune response and
inflammatory environment. However, increased expression of
complement regulatory proteins has been repeatedly shown to
limit innate immune surveillance and cytotoxicity by the
complement system and provide resistance to antibody based
immunotherapies (86). Increased expression of complement
regulators may also dampen the B and T cell immune response
to tumor cells after chemotherapy due to complement/immune
cell crosstalk mediated via CR2 (86, 87). Thus complement
resistance not only influences the course of the disease but also
limits therapeutic options. Testing for increased Sez6 family
expression and employing strategies to block their complement
inhibitory function alongside other therapeutic approaches may
be necessary as it has been against tumors overexpressing other
complement regulators like MCP, DAF, FH, or CD59.
DATA AVAILABILITY STATEMENT

The raw data supporting the conclusions of this article will be
made available by the authors, without undue reservation.
Frontiers in Immunology | www.frontiersin.org 14
ETHICS STATEMENT

Animal care and use were carried out in compliance with the US
National Research Council’s Guide for the Care and Use of
Laboratory Animals and the US Public Health Service’s Policy on
Humane Care and Use of Laboratory Animals. The animal study
was reviewed and approved by University Committee on Animal
Resources at the University of Rochester.
AUTHOR CONTRIBUTIONS

JH designed the study. JH and HL performed the IHC. WQ, PS,
and JH did the CHO cell/C3 deposition flow cytometry assays.
WQ, SL, and JH did the hemolysis assays. SL, SM, and JH did the
factor I cleavage assays. SM and JH did the decay accelerating
assays. JH wrote the manuscript. JG provided expertise on the
Sez6 family. All authors contributed to the article and approved
the submitted version.
FUNDING

This work was supported by funding from the National Institutes
of Health (R21NS111255), the Harry T. Mangurian Jr.
Foundation, the National Health and Medical Research
Council (NHMRC, GNT1099930 and GNT1140050), and the
Judith Jane Mason and Harold Williams Memorial Foundation.
ACKNOWLEDGMENTS

This manuscript has been released as a pre-print at bioRxiv (88).
REFERENCES
1. Chapman NH, Nato AQ Jr., Bernier R, Ankenman K, Sohi H, Munson J, et al.

Whole exome sequencing in extended families with autism spectrum disorder
implicates four candidate genes. Hum Genet (2015) 134(10):1055–68. doi:
10.1007/s00439-015-1585-y

2. Ambalavanan A, Girard SL, Ahn K, Zhou S, Dionne-Laporte A, Spiegelman
D, et al. De novo variants in sporadic cases of childhood onset schizophrenia.
Eur J Hum Genet (2016) 24(6):944–8. doi: 10.1038/ejhg.2015.218

3. Malhotra D, Sebat J. CNVs: harbingers of a rare variant revolution in
psychiatric genetics. Cell (2012) 148(6):1223–41. doi: 10.1016/j.cell.
2012.02.039

4. Weiss LA, Shen Y, Korn JM, Arking DE, Miller DT, Fossdal R, et al.
Association between microdeletion and microduplication at 16p11.2 and
autism. N Engl J Med (2008) 358(7):667–75. doi: 10.1056/NEJMoa075974

5. Kumar RA, Marshall CR, Badner JA, Babatz TD, Mukamel Z, Aldinger KA,
et al. Association and mutation analyses of 16p11.2 autism candidate genes.
PloS One (2009) 4(2):e4582. doi: 10.1371/journal.pone.0004582

6. Konyukh M, Delorme R, Chaste P, Leblond C, Lemiere N, Nygren G, et al.
Variations of the candidate SEZ6L2 gene on Chromosome 16p11.2 in patients
with autism spectrum disorders and in human populations. PloS One (2011) 6
(3):e17289. doi: 10.1371/journal.pone.0017289

7. Xu C, Mullersman JE, Wang L, Bin Su B, Mao C, Posada Y, et al.
Polymorphisms in seizure 6-like gene are associated with bipolar disorder I:
evidence of gene x gender interaction. J Affect Disord (2013) 145(1):95–9. doi:
10.1016/j.jad.2012.07.017
8. Mulley JC, Iona X, Hodgson B, Heron SE, Berkovic SF, Scheffer IE, et al. The
Role of Seizure-Related SEZ6 as a Susceptibility Gene in Febrile Seizures.
Neurol Res Int (2011) 2011:917565. doi: 10.1155/2011/917565

9. Yu ZL, Jiang JM, Wu DH, Xie HJ, Jiang JJ, Zhou L, et al. Febrile seizures are
associated with mutation of seizure-related (SEZ) 6, a brain-specific gene.
J Neurosci Res (2007) 85(1):166–72. doi: 10.1002/jnr.21103

10. Deshpande A, Weiss LA. Recurrent reciprocal copy number variants: Roles
and rules in neurodevelopmental disorders. Dev Neurobiol (2018) 78(5):519–
30. doi: 10.1002/dneu.22587

11. Osaki G, Mitsui S, Yuri K. The distribution of the seizure-related gene 6 (Sez-
6) protein during postnatal development of the mouse forebrain suggests
multiple functions for this protein: an analysis using a new antibody. Brain Res
(2011) 1386:58–69. doi: 10.1016/j.brainres.2011.02.025

12. Kim MH, Gunnersen JM, Tan SS. Localized expression of the seizure-related
gene SEZ-6 in developing and adult forebrains. Mech Dev (2002) 118(1-
2):171–4. doi: 10.1016/S0925-4773(02)00238-1

13. Gunnersen JM, Kim MH, Fuller SJ, De Silva M, Britto JM, Hammond VE,
et al. Sez-6 proteins affect dendritic arborization patterns and excitability of
cortical pyramidal neurons. Neuron (2007) 56(4):621–39. doi: 10.1016/
j.neuron.2007.09.018

14. Nash A, Aumann TD, Pigoni M, Lichtenthaler SF, Takeshima H, Munro KM,
et al. Lack of Sez6 Family Proteins Impairs Motor Functions, Short-Term
Memory, and Cognitive Flexibility and Alters Dendritic Spine Properties.
Cereb Cortex (2020) 30(4):2167–84. doi: 10.1093/cercor/bhz230

15. Miyazaki T, Hashimoto K, Uda A, Sakagami H, Nakamura Y, Saito SY, et al.
Disturbance of cerebellar synaptic maturation in mutant mice lacking BSRPs,
April 2021 | Volume 12 | Article 607641

https://doi.org/10.1007/s00439-015-1585-y
https://doi.org/10.1038/ejhg.2015.218
https://doi.org/10.1016/j.cell.2012.02.039
https://doi.org/10.1016/j.cell.2012.02.039
https://doi.org/10.1056/NEJMoa075974
https://doi.org/10.1371/journal.pone.0004582
https://doi.org/10.1371/journal.pone.0017289
https://doi.org/10.1016/j.jad.2012.07.017
https://doi.org/10.1155/2011/917565
https://doi.org/10.1002/jnr.21103
https://doi.org/10.1002/dneu.22587
https://doi.org/10.1016/j.brainres.2011.02.025
https://doi.org/10.1016/S0925-4773(02)00238-1
https://doi.org/10.1016/j.neuron.2007.09.018
https://doi.org/10.1016/j.neuron.2007.09.018
https://doi.org/10.1093/cercor/bhz230
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles


Qiu et al. Sez6 Family Proteins Inhibit Complement
a novel brain-specific receptor-like protein family. FEBS Lett (2006) 580
(17):4057–64. doi: 10.1016/j.febslet.2006.06.043

16. Zhu K, Xiang X, Filser S, Marinkovic P, Dorostkar MM, Crux S, et al. Beta-Site
Amyloid Precursor Protein Cleaving Enzyme 1 Inhibition Impairs Synaptic
Plasticity via Seizure Protein 6. Biol Psychiatry (2018) 83(5):428–37. doi:
10.1016/j.biopsych.2016.12.023

17. Wang L, Ling X, Zhu C, Zhang Z, Wang Z, Huang S, et al. Upregulated
Seizure-Related 6 Homolog-Like 2 Is a Prognostic Predictor of Hepatocellular
Carcinoma. Dis Markers (2020) 2020:7318703. doi: 10.1155/2020/7318703

18. An N, Zhao Y, Lan H, Zhang M, Yin Y, Yi C. SEZ6L2 knockdown impairs
tumour growth by promoting caspase-dependent apoptosis in colorectal
cancer. J Cell Mol Med (2020) 24(7):4223–32. doi: 10.1111/jcmm.15082

19. Ishikawa N, Daigo Y, Takano A, Taniwaki M, Kato T, Tanaka S, et al.
Characterization of SEZ6L2 cell-surface protein as a novel prognostic marker
for lung cancer. Cancer Sci (2006) 97(8):737–45. doi: 10.1111/j.1349-
7006.2006.00258.x

20. Liu Y, Zhu D, Xing H, Hou Y, Sun Y, et al. A 6gene risk score system
constructed for predicting the clinical prognosis of pancreatic
adenocarcinoma patients. Oncol Rep (2019) 41(3):1521–30. doi: 10.3892/
or.2019.6979

21. Bornstein S, Schmidt M, Choonoo G, Levin T, Gray J, Thomas CR Jr.,
et al. IL-10 and integrin signaling pathways are associated with head and
neck cancer progression. BMC Genomics (2016) 17:38. doi: 10.1186/s12864-
015-2359-6

22. Gorlov IP, Meyer P, Liloglou T, Myles J, Boettger MB, Cassidy A, et al. Seizure
6-like (SEZ6L) gene and risk for lung cancer. Cancer Res (2007) 67(17):8406–
11. doi: 10.1158/0008-5472.CAN-06-4784

23. Nishioka M, Kohno T, Takahashi M, Niki T, Yamada T, Sone S, et al.
Identification of a 428-kb homozygously deleted region disrupting the SEZ6L
gene at 22q12.1 in a lung cancer cell line. Oncogene (2000) 19(54):6251–60.
doi: 10.1038/sj.onc.1204031

24. Boonen M, Staudt C, Gilis F, Oorschot V, Klumperman J, Jadot M. Cathepsin
D and its newly identified transport receptor SEZ6L2 can modulate neurite
outgrowth. J Cell Sci (2016) 129(3):557–68. doi: 10.1242/jcs.179374

25. Pigoni M, Wanngren J, Kuhn PH, Munro KM, Gunnersen JM, Takeshima H,
et al. Seizure protein 6 and its homolog seizure 6-like protein are physiological
substrates of BACE1 in neurons. Mol Neurodegener (2016) 11(1):67. doi:
10.1186/s13024-016-0134-z

26. Mitsui S, Hidaka C, Furihata M, Osako Y, Yuri K. A mental retardation gene,
motopsin/prss12, modulates cell morphology by interaction with seizure-
related gene 6. Biochem Biophys Res Commun (2013) 436(4):638–44. doi:
10.1016/j.bbrc.2013.04.112

27. Yaguchi H, Yabe I, Takahashi H, Watanabe M, Nomura T, Kano T, et al.
Sez6l2 regulates phosphorylation of ADD and neuritogenesis. Biochem
Biophys Res Commun (2017) 494(1-2) :234–41. doi : 10 .1016/
j.bbrc.2017.10.047

28. Pigoni M, Hsia HE, Hartmann J, Rudan Njavro J, Shmueli MD, Muller SA,
et al. Seizure protein 6 controls glycosylation and trafficking of kainate
receptor subunits GluK2 and GluK3. EMBO J (2020) 39(15):e103457. doi:
10.15252/embj.2019103457

29. Ojha H, Ghosh P, Singh Panwar H, Shende R, Gondane A, Mande SC, et al.
Spatially conserved motifs in complement control protein domains determine
functionality in regulators of complement activation-family proteins.
Commun Biol (2019) 2:290. doi: 10.1038/s42003-019-0529-9

30. Makou E, Herbert AP, Barlow PN. Creating functional sophistication from
simple protein building blocks, exemplified by factor H and the regulators of
complement activation. Biochem Soc Trans (2015) 43(5):812–8. doi: 10.1042/
BST20150074

31. Nakayama M, Hama C. Modulation of neurotransmitter receptors and
synaptic differentiation by proteins containing complement-related
domains. Neurosci Res (2011) 69(2):87–92. doi: 10.1016/j.neures.2010.11.006

32. O’Leary JM, Bromek K, Black GM, Uhrinova S, Schmitz C, Wang X, et al.
Backbone dynamics of complement control protein (CCP) modules reveals
mobility in binding surfaces. Protein Sci (2004) 13(5):1238–50. doi: 10.1110/
ps.03582704

33. Bork P, Beckmann G. The CUB domain. A widespread module in
developmentally regulated proteins. J Mol Biol (1993) 231(2):539–45. doi:
10.1006/jmbi.1993.1305
Frontiers in Immunology | www.frontiersin.org 15
34. Gaboriaud C, Gregory-Pauron L, Teillet F, Thielens NM, Bally I, Arlaud GJ.
Structure and properties of the Ca(2+)-binding CUB domain, a widespread
ligand-recognition unit involved in major biological functions. Biochem J
(2011) 439(2):185–93. doi: 10.1042/BJ20111027

35. Schartz ND, Tenner AJ. The good, the bad, and the opportunities of the
complement system in neurodegenerative disease. J Neuroinflamm (2020) 17
(1):354. doi: 10.1186/s12974-020-02024-8

36. Schmidt CQ, Lambris JD, Ricklin D. Protection of host cells by complement
regulators. Immunol Rev (2016) 274(1):152–71. doi: 10.1111/imr.12475

37. Bohlson SS, Garred P, Kemper C, Tenner AJ. Complement Nomenclature-
Deconvoluted. Front Immunol (2019) 10:1308. doi: 10.3389/fimmu.2019.01308

38. Forneris F, Wu J, Xue X, Ricklin D, Lin Z, Sfyroera G, et al. Regulators of
complement activity mediate inhibitory mechanisms through a common
C3b-binding mode. EMBO J (2016) 35(10):1133–49. doi: 10.15252/embj.
201593673

39. Stevens B, Allen NJ, Vazquez LE, Howell GR, Christopherson KS, Nouri N,
et al. The classical complement cascade mediates CNS synapse elimination.
Cell (2007) 131(6):1164–78. doi: 10.1016/j.cell.2007.10.036

40. Schafer DP, Lehrman EK, Kautzman AG, Koyama R, Mardinly AR, Yamasaki
R, et al. Microglia sculpt postnatal neural circuits in an activity and
complement-dependent manner. Neuron (2012) 74(4):691–705. doi:
10.1016/j.neuron.2012.03.026

41. Bialas AR, Stevens B. TGF-beta signaling regulates neuronal C1q expression
and developmental synaptic refinement. Nat Neurosci (2013) 16(12):1773–82.
doi: 10.1038/nn.3560

42. Gorelik A, Sapir T, Woodruff TM, Reiner O, et al. Serping1/C1 Inhibitor
Affects Cortical Development in a Cell Autonomous and Non-cell
Autonomous Manner. Front Cell Neurosci (2017) 11:169. doi: 10.3389/
fncel.2017.00169

43. Gorelik A, Sapir T, Haffner-Krausz R, Olender T, Woodruff TM, Reiner O,
et al. Developmental activities of the complement pathway in migrating
neurons. Nat Commun (2017) 8:15096. doi: 10.1038/ncomms15096

44. Magdalon J, Mansur F, Teles ESAL, de Goes VA, Reiner O, Sertie AL.
Complement System in Brain Architecture and Neurodevelopmental
Disorders. Front Neurosci (2020) 14:23. doi: 10.3389/fnins.2020.00023

45. Vasek MJ, Garber C, Dorsey D, Durrant DM, Bollman B, Soung A, et al. A
complement-microglial axis drives synapse loss during virus-induced memory
impairment. Nature (2016) 534(7608):538–43. doi: 10.1038/nature18283

46. Shi Q, Colodner KJ, Matousek SB, Merry K, Hong S, Kenison JE, et al.
Complement C3-Deficient Mice Fail to Display Age-Related Hippocampal
Decline. J Neurosci (2015) 35(38):13029–42. doi: 10.1523/JNEUROSCI.1698-
15.2015

47. Hong S, Beja-Glasser VF, Nfonoyim BM, Frouin A, Li S, Ramakrishnan S,
et al. Complement and microglia mediate early synapse loss in Alzheimer
mouse models. Science (2016) 352(6286):712–6. doi: 10.1126/science.aad8373

48. Lui H, Zhang J, Makinson SR, Cahill MK, Kelley KW, Huang HY, et al.
Progranulin Deficiency Promotes Circuit-Specific Synaptic Pruning by
Microglia via Complement Activation. Cell (2016) 165(4):921–35. doi:
10.1016/j.cell.2016.04.001

49. Bialas AR, Presumey J, Das A, van der Poel CE, Lapchak PH, Mesin L, et al.
Microglia-dependent synapse loss in type I interferon-mediated lupus. Nature
(2017) 546(7659):539–43. doi: 10.1038/nature22821

50. Santos Soria L, Moura Gubert C, Cereser KM, Gama CS, Kapczinski F.
Increased serum levels of C3 and C4 in patients with schizophrenia compared
to eutymic patients with bipolar disorder and healthy. Rev Bras Psiquiatr
(2012) 34(1):119–20. doi: 10.1016/S1516-4446(12)70022-3

51. Michailidou I, Willems JG, Kooi EJ, van Eden C, Gold SM, Geurts JJ,
et al. Complement C1q-C3-associated synaptic changes in multiple
sclerosis hippocampus. Ann Neurol (2015) 77(6):1007–26. doi: 10.1002/
ana.24398

52. Watkins LM, Neal JW, Loveless S, Michailidou I, Ramaglia V, Rees MI,
et al. Complement is activated in progressive multiple sclerosis cortical
grey matter lesions. J Neuroinflamm (2016) 13(1):161. doi: 10.1186/s12974-
016-0611-x

53. Wyatt SK, Witt T, Barbaro NM, Cohen-Gadol AA, Brewster AL. Enhanced
classical complement pathway activation and altered phagocytosis signaling
molecules in human epilepsy. Exp Neurol (2017) 295:184–93. doi: 10.1016/
j.expneurol.2017.06.009
April 2021 | Volume 12 | Article 607641

https://doi.org/10.1016/j.febslet.2006.06.043
https://doi.org/10.1016/j.biopsych.2016.12.023
https://doi.org/10.1155/2020/7318703
https://doi.org/10.1111/jcmm.15082
https://doi.org/10.1111/j.1349-7006.2006.00258.x
https://doi.org/10.1111/j.1349-7006.2006.00258.x
https://doi.org/10.3892/or.2019.6979
https://doi.org/10.3892/or.2019.6979
https://doi.org/10.1186/s12864-015-2359-6
https://doi.org/10.1186/s12864-015-2359-6
https://doi.org/10.1158/0008-5472.CAN-06-4784
https://doi.org/10.1038/sj.onc.1204031
https://doi.org/10.1242/jcs.179374
https://doi.org/10.1186/s13024-016-0134-z
https://doi.org/10.1016/j.bbrc.2013.04.112
https://doi.org/10.1016/j.bbrc.2017.10.047
https://doi.org/10.1016/j.bbrc.2017.10.047
https://doi.org/10.15252/embj.2019103457
https://doi.org/10.1038/s42003-019-0529-9
https://doi.org/10.1042/BST20150074
https://doi.org/10.1042/BST20150074
https://doi.org/10.1016/j.neures.2010.11.006
https://doi.org/10.1110/ps.03582704
https://doi.org/10.1110/ps.03582704
https://doi.org/10.1006/jmbi.1993.1305
https://doi.org/10.1042/BJ20111027
https://doi.org/10.1186/s12974-020-02024-8
https://doi.org/10.1111/imr.12475
https://doi.org/10.3389/fimmu.2019.01308
https://doi.org/10.15252/embj.201593673
https://doi.org/10.15252/embj.201593673
https://doi.org/10.1016/j.cell.2007.10.036
https://doi.org/10.1016/j.neuron.2012.03.026
https://doi.org/10.1038/nn.3560
https://doi.org/10.3389/fncel.2017.00169
https://doi.org/10.3389/fncel.2017.00169
https://doi.org/10.1038/ncomms15096
https://doi.org/10.3389/fnins.2020.00023
https://doi.org/10.1038/nature18283
https://doi.org/10.1523/JNEUROSCI.1698-15.2015
https://doi.org/10.1523/JNEUROSCI.1698-15.2015
https://doi.org/10.1126/science.aad8373
https://doi.org/10.1016/j.cell.2016.04.001
https://doi.org/10.1038/nature22821
https://doi.org/10.1016/S1516-4446(12)70022-3
https://doi.org/10.1002/ana.24398
https://doi.org/10.1002/ana.24398
https://doi.org/10.1186/s12974-016-0611-x
https://doi.org/10.1186/s12974-016-0611-x
https://doi.org/10.1016/j.expneurol.2017.06.009
https://doi.org/10.1016/j.expneurol.2017.06.009
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles


Qiu et al. Sez6 Family Proteins Inhibit Complement
54. Ma Y, Ramachandran A, Ford N, Parada I, Prince DA. Remodeling of
dendrites and spines in the C1q knockout model of genetic epilepsy.
Epilepsia (2013) 54(7):1232–9. doi: 10.1111/epi.12195

55. Chu Y, Jin X, Parada I, Pesic A, Stevens B, Barres B, et al. Enhanced synaptic
connectivity and epilepsy in C1q knockout mice. Proc Natl Acad Sci USA
(2010) 107(17):7975–80. doi: 10.1073/pnas.0913449107

56. Sekar A, Bialas AR, de Rivera H, Davis A, Hammond TR, Kamitaki N, et al.
Schizophrenia risk from complex variation of complement component 4.
Nature (2016) 530(7589):177–83. doi: 10.1038/nature16549

57. Hammond JW, Bellizzi MJ, Ware C, Qiu WQ, Saminathan P, Li H, et al.
Complement-dependent synapse loss and microgliosis in a mouse model of
multiple sclerosis. Brain Behav Immun (2020) 87:739–50. doi: 10.1101/720649

58. Werneburg S, Jung J, Kunjamma RB, Ha SK, Luciano NJ, Willis CM, et al.
Targeted Complement Inhibition at Synapses Prevents Microglial Synaptic
Engulfment and Synapse Loss in Demyelinating Disease. Immunity (2020) 52
(1):167–182 e7. doi: 10.1016/j.immuni.2019.12.004

59. Guo F, Chiang MY, Wang Y, Zhang YZ. An in vitro recombination method to
convert restriction- and ligation-independent expression vectors. Biotechnol J
(2008) 3(3):370–7. doi: 10.1002/biot.200700170

60. Cembrowski MS, Wang L, Sugino K, Shields BC, Spruston N. Hipposeq: a
comprehensive RNA-seq database of gene expression in hippocampal
principal neurons. Elife (2016) 5:e14997. doi: 10.7554/eLife.14997

61. Masaki T, Matsumoto M, Nakanishi I, Yasuda R, Seya T. Factor I-dependent
inactivation of human complement C4b of the classical pathway by C3b/C4b
receptor (CR1, CD35) and membrane cofactor protein (MCP, CD46).
J Biochem (1992) 111(5):573–8. doi: 10.1093/oxfordjournals.jbchem.a123799

62. Barilla-LaBarca ML, Liszewski MK, Lambris JD, Hourcade D, Atkinson JP.
Role of membrane cofactor protein (CD46) in regulation of C4b and C3b
deposited on cells. J Immunol (2002) 168(12):6298–304. doi: 10.4049/
jimmunol.168.12.6298

63. Isaak A, Prechl J, Gergely J, Erdei A. The role of CR2 in autoimmunity.
Autoimmunity (2006) 39(5):357–66. doi: 10.1080/08916930600739001

64. Lobner M, Leslie RG, Prodinger WM, Nielsen CH. Spontaneous complement
activation on human B cells results in localized membrane depolarization and
the clustering of complement receptor type 2 and C3 fragments. Immunology
(2009) 128(1 Suppl):e661–9. doi: 10.1111/j.1365-2567.2009.03056.x

65. Olesen EH, Johnson AA, Damgaard G, Leslie RG. The requirement of
localized, CR2-mediated, alternative pathway activation of complement for
covalent deposition of C3 fragments on normal B cells. Immunology (1998) 93
(2):177–83. doi: 10.1046/j.1365-2567.1998.00429.x

66. Blom AM, Kask L, Dahlback B. CCP1-4 of the C4b-binding protein alpha-
chain are required for factor I mediated cleavage of complement factor C3b.
Mol Immunol (2003) 39(10):547–56. doi: 10.1016/S0161-5890(02)00213-4

67. Seya T, Nakamura K, Masaki T, Ichihara-Itoh C, Matsumoto M, Nagasawa S.
Human factor H and C4b-binding protein serve as factor I-cofactors both
encompassing inactivation of C3b and C4b. Mol Immunol (1995) 32(5):355–
60. doi: 10.1016/0161-5890(94)00157-V

68. Xue X, Wu J, Ricklin D, Forneris F, Di Crescenzio P, Schmidt CQ, et al.
Regulator-dependent mechanisms of C3b processing by factor I allow
differentiation of immune responses. Nat Struct Mol Biol (2017) 24(8):643–
51. doi: 10.1038/nsmb.3427

69. Lambris JD, Lao Z, Oglesby TJ, Atkinson JP, Hack CE, Becherer JD. Dissection of
CR1, factor H, membrane cofactor protein, and factor B binding and functional
sites in the third complement component. J Immunol (1996) 156(12):4821–32.

70. Sahu A, Isaacs SN, Soulika AM, Lambris JD. Interaction of vaccinia virus
complement control protein with human complement proteins: factor I-
mediated degradation of C3b to iC3b1 inactivates the alternative complement
pathway. J Immunol (1998) 160(11):5596–604. doi: 10.1016/S0161-5890(98)
90695-2

71. Loh KH, Stawski PS, Draycott AS, Udeshi ND, Lehrman EK, Wilton DK, et al.
Proteomic Analysis of Unbounded Cellular Compartments: Synaptic Clefts.
Cell (2016) 166(5):1295–1307 e21. doi: 10.1016/j.cell.2016.07.041

72. Stutzer I, Selevsek N, Esterhazy D, Schmidt A, Aebersold R, Stoffel M.
Systematic proteomic analysis identifies beta-site amyloid precursor
protein cleaving enzyme 2 and 1 (BACE2 and BACE1) substrates in
pancreatic beta-cells. J Biol Chem (2013) 288(15):10536–47. doi:
10.1074/jbc.M112.444703
Frontiers in Immunology | www.frontiersin.org 16
73. Herber J, Njavro J, Feederle R, Schepers U, Muller UC, Brase S, et al. Click
Chemistry-mediated Biotinylation Reveals a Function for the Protease BACE1
in Modulating the Neuronal Surface Glycoproteome. Mol Cell Proteomics
(2018) 17(8):1487–501. doi: 10.1074/mcp.RA118.000608

74. Roitman M, Edgington-Mitchell LE, Mangum J, Ziogas J, Adamides AA,
Myles P, et al. Sez6 levels are elevated in cerebrospinal fluid of patients with
inflammatory pain-associated conditions. Pain Rep (2019) 4(2):e719. doi:
10.1097/PR9.0000000000000719

75. Maccarrone G, Ditzen C, Yassouridis A, Rewerts C, Uhr M, Uhlen M, et al.
Psychiatric patient stratification using biosignatures based on cerebrospinal
fluid protein expression clusters. J Psychiatr Res (2013) 47(11):1572–80. doi:
10.1016/j.jpsychires.2013.07.021

76. Khoonsari PE, Haggmark A, Lonnberg M, Mikus M, Kilander L, Lannfelt L,
et al. Analysis of the Cerebrospinal Fluid Proteome in Alzheimer’s Disease.
PloS One (2016) 11(3):e0150672. doi: 10.1371/journal.pone.0150672

77. Holmquist E, Okroj M, Nodin B, Jirstrom K, Blom AM. Sushi domain-
containing protein 4 (SUSD4) inhibits complement by disrupting the
formation of the classical C3 convertase. FASEB J (2013) 27(6):2355–66.
doi: 10.1096/fj.12-222042

78. Tu Z, Cohen M, Bu H, Lin F. Tissue distribution and functional analysis of
Sushi domain-containing protein 4. Am J Pathol (2010) 176(5):2378–84. doi:
10.2353/ajpath.2010.091036

79. Seya T, Atkinson JP. Functional properties of membrane cofactor protein of
complement. Biochem J (1989) 264(2):581–8. doi: 10.1042/bj2640581

80. Steen VM, Nepal C, Ersland KM, Holdhus R, Naevdal M, Ratvik SM, et al.
Neuropsychological deficits in mice depleted of the schizophrenia
susceptibility gene pnasCSMD1. PloS One (2013) 8(11):e79501. doi:
10.1371/journal.pone.0079501

81. Escudero-Esparza A, Kalchishkova N, Kurbasic E, Jiang WG, Blom AM. The
novel complement inhibitor human CUB and Sushi multiple domains 1
(CSMD1) protein promotes factor I-mediated degradation of C4b and C3b
and inhibits the membrane attack complex assembly. FASEB J (2013) 27
(12):5083–93. doi: 10.1096/fj.13-230706

82. Kwon E, Wang W, Tsai LH. Validation of schizophrenia-associated genes
CSMD1, C10orf26, CACNA1C and TCF4 as miR-137 targets. Mol Psychiatry
(2013) 18(1):11–2. doi: 10.1038/mp.2011.170

83. Distler MG, Opal MD, Dulawa SC, Palmer AA. Assessment of behaviors
modeling aspects of schizophrenia in Csmd1 mutant mice. PloS One (2012) 7
(12):e51235. doi: 10.1371/journal.pone.0051235

84. Venkatraman Girija U, Gingras AR, Marshall JE, Panchal R, Sheikh MA,
Harper JA, et al. Structural basis of the C1q/C1s interaction and its central role
in assembly of the C1 complex of complement activation. Proc Natl Acad Sci
USA (2013) 110(34):13916–20. doi: 10.1073/pnas.1311113110

85. Schatz-Jakobsen JA, Pedersen DV, Andersen GR. Structural insight into
proteolytic activation and regulation of the complement system. Immunol
Rev (2016) 274:59–73. doi: 10.1111/imr.12465

86. Sinha A, Singh V, Tandon R, MohanSrivastava L. Dichotomy of Complement
System: Tumorigenesis or Destruction. Immunol Lett (2020) 223:89–96. doi:
10.1016/j.imlet.2020.04.013

87. Lu Y, Zhao Q, Liao JY, Song E, Xia Q, Pan J, et al. Complement Signals
Determine Opposite Effects of B Cells in Chemotherapy-Induced Immunity.
Cell (2020) 180(6):1081–97.e24. doi: 10.1016/j.cell.2020.02.015

88. Qiu WQ, Luo S, Ma SA, Saminathan P, Li H, Gunnersen J, et al. The Sez6
family inhibits complement at the level of the C3 convertase. bioRxiv (2020),
2020.09.11.292623. doi: 10.1101/2020.09.11.292623

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Copyright © 2021 Qiu, Luo, Ma, Saminathan, Li, Gunnersen, Gelbard and
Hammond. This is an open-access article distributed under the terms of the
Creative Commons Attribution License (CC BY). The use, distribution or
reproduction in other forums is permitted, provided the original author(s) and the
copyright owner(s) are credited and that the original publication in this journal is
cited, in accordance with accepted academic practice. No use, distribution or
reproduction is permitted which does not comply with these terms.
April 2021 | Volume 12 | Article 607641

https://doi.org/10.1111/epi.12195
https://doi.org/10.1073/pnas.0913449107
https://doi.org/10.1038/nature16549
https://doi.org/10.1101/720649
https://doi.org/10.1016/j.immuni.2019.12.004
https://doi.org/10.1002/biot.200700170
https://doi.org/10.7554/eLife.14997
https://doi.org/10.1093/oxfordjournals.jbchem.a123799
https://doi.org/10.4049/jimmunol.168.12.6298
https://doi.org/10.4049/jimmunol.168.12.6298
https://doi.org/10.1080/08916930600739001
https://doi.org/10.1111/j.1365-2567.2009.03056.x
https://doi.org/10.1046/j.1365-2567.1998.00429.x
https://doi.org/10.1016/S0161-5890(02)00213-4
https://doi.org/10.1016/0161-5890(94)00157-V
https://doi.org/10.1038/nsmb.3427
https://doi.org/10.1016/S0161-5890(98)90695-2
https://doi.org/10.1016/S0161-5890(98)90695-2
https://doi.org/10.1016/j.cell.2016.07.041
https://doi.org/10.1074/jbc.M112.444703
https://doi.org/10.1074/mcp.RA118.000608
https://doi.org/10.1097/PR9.0000000000000719
https://doi.org/10.1016/j.jpsychires.2013.07.021
https://doi.org/10.1371/journal.pone.0150672
https://doi.org/10.1096/fj.12-222042
https://doi.org/10.2353/ajpath.2010.091036
https://doi.org/10.1042/bj2640581
https://doi.org/10.1371/journal.pone.0079501
https://doi.org/10.1096/fj.13-230706
https://doi.org/10.1038/mp.2011.170
https://doi.org/10.1371/journal.pone.0051235
https://doi.org/10.1073/pnas.1311113110
https://doi.org/10.1111/imr.12465
https://doi.org/10.1016/j.imlet.2020.04.013
https://doi.org/10.1016/j.cell.2020.02.015
https://doi.org/10.1101/2020.09.11.292623
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

	The Sez6 Family Inhibits Complement by Facilitating Factor I Cleavage of C3b and Accelerating the Decay of C3 Convertases
	Introduction
	Materials and Methods
	Purified Proteins
	Hemolytic Assay
	Cleavage of C3b or C4b by Factor I
	Decay Accelerating ELISAs
	Flow Cytometry
	Western Blot
	Immunohistochemistry (IHC) and Imaging
	Statistics

	Results
	Expression of Sez6 Family Proteins and Other Complement Regulatory Proteins in Hippocampal Neurons
	Sez6 Proteins Limit C3b/iC3b Opsonization of CHO Cells by the Classical and Alternative Pathways
	Recombinant Sez6L2-MH Is a Soluble, Truncated Form of Sez6L2 With a Myc-6xHis Tag
	Sez6L2-MH Partially Inhibits Alternative Pathway Hemolysis and Only Modestly Inhibits the Classical Pathway Hemolysis
	Sez6L2-MH Functions as a Cofactor for Fluid-Phase Factor I (FI) Cleavage of C3b but Not C4b
	Sez6L2-MH Accelerates the Decay of C3 Convertases

	Discussion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Acknowledgments
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


