mechanisms by which Sox4 regulates gene
expression through DNA binding motifs that
are not the Sox4 consensus. However, these
data raise the intriguing hypothesis that Sox4
function may be highly context dependent
because of an ability to regulate genes through
interactions with other sequence-specific
transcription factors.

The combined analysis performed in
the study by Mallampati et al revealed a
direct role for Sox4 in expression of the
recombinase-activating genes Rag/ and Rag2,
with a consequent effect on recombination of
the B-cell receptor gene loci. In addition, an
unexpected effect on the targets of the Wnt
signaling pathway was also identified. Sox4 was
bound to the promoter of the Csnkle gene,
encoding casein kinase 1 € (CKlg), a known
kinase in the GSK3f-containing complex
that controls the stability of 3-catenin and
consequently the function of the Tcf1/Lefl
family of transcription factors.” Sox proteins
and Tcfl/Lef] proteins can interact and have
been implicated as antagonistic regulators of
the development of subsets of v& T cells.'’
The findings in this study raise the possibility
that Sox4 may also antagonize Lefl (Tcf1 is
not expressed in pro-B lymphocytes) function
by controlling the stability of 3-catenin in
pro-B lymphocytes. Csnk/e mRNA-directed
short hairpin RNA resulted in a decreased
number of BP1* pro-B lymphocytes and
increased the activity of a T'cf1/Lef]1 reporter,
implicating CK1e-dependent destruction of
[3-catenin and inhibition of the Wnt pathway
in pro-B lymphocyte survival or expansion.
However, the kinase activity of CK1g targets
many proteins, and the current experiments
do not rule out a role for these other proteins
in pro-B lymphocytes. Nonetheless, this
study provides a foundation for further
understanding of how Sox4 controls B-cell
development and how its functions integrate
with other critical regulators of B lymphocyte
development and transformation.
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Comment on Shi et al, page 4015

Complement, cold

agglutinins, and therapy

Sighjgrn Berentsen' 'HAUGESUND HOSPITAL

In this issue of Blood, Shi and coworkers show that TN'T003, a mouse monoclonal
antibody targeting complement protein Cls, prevents induction of in vitro
hemolysis by cold agglutinins (CA)." If successfully transferred into the clinical
setting by further studies, these findings may result in a novel therapeutic
principle for a frequently difficult problem.

rimary chronic CA disease (CAD) is the
P “least uncommon” type of cold-antibody
autoimmune hemolytic anemia (AIHA),
accounting for about 15% of AIHA. Recent
studies have shown that CAD is a well-defined
clinicopathologic entity, characterized by
a probably distinct clonal lymphoproliferative
B-cell disorder of the bone marrow.? The
autoimmune hemolysis in CAD is entirely
dependent on complement activation by
the classical pathway (see figure). C3b
opsonized erythrocytes are phagocytosed by
reticuloendothelial cells, predominantly in the
liver, resulting in extravascular hemolysis.’
According to the prevailing view, activation
of the terminal complement pathway with
intravascular hemolysis is usually not
important but does occur in some patients
and situations, as evidenced, for example,
by the finding of hemoglobinuria in 15% of
the patients.*® Secondary CA syndrome (CAS)
associated with specific infections or aggressive
lymphoma is a heterogeneous condition,
different from CAD in terms of etiology and
B-cell clonality but characterized by the same
complement-dependent mechanism of
hemolysis.

The anemia in CAD is not always mild, as
shown by the lower tertile hemoglobin level of
8.0 g/dL.* Furthermore, acute-phase reaction
in febrile diseases or following major surgery or
trauma may result in complement-mediated,
sometimes severe exacerbations.® In a cool
climate, approximately 90% of the patients
experience cold-induced circulatory symptoms
that are caused by red cell agglutination and are,
therefore, complement independent.4 In
descriptive studies from Norway as well as the
United States, pharmacologic therapy had been
attempted in 70% to 80% of the patients.*®

The relative success in treatment of CAD
during the last decade has been achieved
through targeting the pathogenic B-cell
clone. Rituximab monotherapy has produced
approximately 50% response rates, whereas the
combination of rituximab and fludarabine has
resulted in a 75% response rate, 20% complete
responses, and median response duration of
more than 66 months.”®

Shi and coworkers tested the in vitro effects
of TN'T003 on CA-induced complement
activity against human erythrocytes.! This
monoclonal antibody has specificity for the

complement serine protease Cls. Using CA
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Complement-mediated destruction of erythrocytes in CAD and possible targets for complement-directed therapy. C,
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samples from 40 patients with CAD, they
found that TN'T003 prevented CA-induced
deposition of C3 fragments on the erythrocytes
at the same concentration of antibody that
stopped hemolysis. The inhibition of Cls
also resulted in prevention of in vitro
erythrophagocytosis by a phagocytic cell
line. Furthermore, TN'T003 inhibited the
CA-induced, classical-pathway-driven
generation of anaphylatoxins C4a, C3a, and
C>a. Interestingly, CA from only 1 patient
sample out of 40 was able to directly induce
membrane attack complex (MAC)-mediated
hemolysis. The findings support the existing
view that complement activity in CAD
terminates prior to activation of the terminal
pathway in most patients.

TNTO003 is not the only complement-
inhibiting substance that may be considered for

BLOOD, 26 JUNE 2014 - VOLUME 123, NUMBER 26

future treatment of CAD. The monoclonal
anti-C5 antibody eculizumab is a powerful
therapeutic agent in paroxysmal nocturnal
hemoglobinuria (PNH). In PNH, however, the
predominant route of complement-mediated
hemolysis is the intravascular cell destruction
caused by activation of the terminal
complement pathway, starting with C5
cleavage and resulting in the formation of
MAC. It may seem surprising, therefore,
that eculizumab therapy did produce major
improvement of CAD according to a

single case report.” Further studies can

be expected to elucidate this observation.

A low-molecular-peptide complement
inhibitor that prevents cleavage of C3,
compstatin Cp40, has shown promising
effects on complement-mediated lysis of

erythrocytes from PNH patients.'® Because

of the essential role of C3 in CAD as well,
further experiments might be expected to
show a favorable effect of C3-blocking agents
on CA-induced hemolysis.

Given that targeting the pathogenic B-cell
clone is an effective and more causal therapeutic
approach and immunochemotherapy is
administered only for a limited period of
time, do we actually need complement-
directed therapies for CAD? First, after all,
immunochemotherapy is unsuccessful in at least
25% of the patients because of treatment failure
or toxicity.® The pathogenic B-cell clone can
be small with low proliferation activity and,
therefore, difficult to target efficiently.>*
Second, rapidly acting therapy seems required
in some specific clinical settings. Examples of
such situations are acute severe exacerbation
induced by febrile infections, major surgery, or
trauma and, possibly, before cardiac surgery in
selected patients. Anticomplement therapy
might also prove useful in severe cases of
secondary CAS. Because complement is not
involved in the agglutination of erythrocytes,
complement inhibition cannot be expected
to improve the cold-induced circulatory
symptoms, which are of major clinical
importance in some patients with CAD.

The further road toward clinical application
is probably not straightforward. Starting
with TNT003, a corresponding humanized
monoclonal antibody will have to be developed.
Perhaps more difficult, inhibition of the
complement system will carry a risk of
infection. Based on comprehensive clinical data
on eculizumab, the risk of infection resulting
from C5 inhibition is known to be negligible
provided the patients can be efficiently
protected against meningococci. Blocking the
complement system at a more proximal level
may pose a much higher risk. Efficient
inhibition of C3 by compstatin Cp40 will
completely block complement activation
beyond this level, whether initiated by the
classical, alternative, or lectin pathway.m
Interestingly, however, the still more proximal
blockade achieved by TNT001 will only block
the classical pathway as required for the
treatment of CAD.! Thus, the alternative and
lectin pathways will remain intact and will be
able to activate the terminal pathway as well as
the production of anaphylotoxin C3a in
response to microbial stimuli. Although this
selectivity may reduce the risk of infection,
careful investigations will be required to
address this issue.
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New complement-modifying agents that
prove useful in CAD are of potential interest in
other complement-mediated diseases, too,
depending on the details of complement
involvement. Clinical studies of such drugs
are probably not far ahead.

Conflict-of-interest disclosure: The author de-
clares no competing financial interests. W

REFERENCES

1. ShiJ, Rose EL, Singh A, et al. TN'T003, an inhibitor of
the serine protease Cls, prevents complement activation
induced by cold agglutinins. Blood. 2014;123(26):4015-4022.

2. Randen U, Troen G, Tierens A, et al. Primary
cold agglutinin-associated lymphoproliferative disease:

4012

a B-cell lymphoma of the bone marrow distinct from
lymphoplasmacytic lymphoma. Haematologica. 2014;99(3):
497-504.

3. Jafte CJ, Atkinson JP, Frank MM. The role of
complement in the clearance of cold agglutinin-sensitized
erythrocytes in man. 7 Clin Invest. 1976;58(4):942-949.

4. Berentsen S, Ulvestad E, Langholm R, et al. Primary
chronic cold agglutinin disease: a population based clinical
study of 86 patients. Haematologica. 2006;91(4):460-466.

5. Swiecicki PL, Hegerova LT, Gertz MA. Cold
agglutinin disease. Blood. 2013;122(7):1114-1121.

6. Ulvestad E, Berentsen S, Mollnes TE. Acute phase
haemolysis in chronic cold agglutinin disease. Scand J

Immunol. 2001;54(1-2):239-242.

7. Berentsen S, Ulvestad E, Gjertsen BT, et al. Rituximab
for primary chronic cold agglutinin disease: a prospective

study of 37 courses of therapy in 27 patients. Blood. 2004;
103(8):2925-2928.

8. Berentsen S, Randen U, Vigan AM, et al. High
response rate and durable remissions following fludarabine
and rituximab combination therapy for chronic cold
agglutinin disease. Blood. 2010;116(17):3180-3184.

9. Roth A, Hiittmann A, Rother RP, Diihrsen U, Philipp
T. Long-term efficacy of the complement inhibitor
eculizumab in cold agglutinin disease. Blood. 2009;113(16):
3885-3886.

10. Risitano AM, Ricklin D, Huang Y, et al. Peptide
inhibitors of C3 activation as a novel strategy of
complement inhibition for the treatment of paroxysmal
nocturnal hemoglobinuria. Blood. 2014;123(13):
2094-2101.

© 2014 by The American Society of Hematology

BLOOD, 26 JUNE 2014 - VOLUME 123, NUMBER 26

%20z AeN 81 uo 3sanb Aq 4pd 010%/LE6LLEL/OLOY/IZ/ET L/PA-Bl0IE/POO|q/AU"SUONEDIIgNdYSE//:d}Y WOy papeojumog



