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Introduction

Sox4, a member of the C subgroup of the Sox transcription
factor family, plays a critical role in diverse developmental
processes such as formation of the cardiac outflow tract and
endocrine islet, differentiation of thymocytes, and develop-
ment of osteoblasts and neural and glial cells.1 Sox4 is also
indispensable to early B-cell development.2 In our laboratory
it was demonstrated that conditional inactivation of Sox4 in
hematopoietic stem cells completely abrogates the develop-
ment of progenitor B (pro-B) cells without having significant
deleterious effects on other hematopoietic lineages. Sox4 is
important in maintaining the survival of pro-B cells since defi-
ciency in B-cell development caused by Sox4 inactivation
could be partially rescued with transgenic expression of the
anti-apoptotic protein Bcl2.3 On the basis of these findings,
we hypothesized that Sox4 is involved in the malignant trans-
formation of pro-B cells while functioning as a pro-prolifera-
tive and/or anti-apoptotic factor.

Increasing evidence shows that SOX4 is up-regulated in
various human malignancies. However, the role of SOX4 in
different tumor types remains controversial.4 For example,
SOX4 has been shown to function as an oncogene in prostate,
colorectal, and breast cancers, by inducing and maintaining
cancer-initiating cells, supporting cancer cell survival, and pro-
moting cancer cell invasion and metastasis. In contrast,
increased SOX4 expression was also shown to correlate with
prolonged survival and slower disease progression in patients
with bladder carcinoma, gallbladder carcinoma, and medul-
loblastoma, suggesting that SOX4 can have a tumor-suppres-
sor role.
Increased expression of Sox4 induced by retroviral inser-

tional mutagenesis has been shown to be associated with
leukemia and lymphoma.5,6 The role of Sox4 as an oncogene
in leukemia transformation was also shown in mice that had
received bone marrow cells infected with a Sox4-expressing
virus and subsequently developed myeloid leukemia.7 At the
molecular level in myeloid leukemogenesis, Sox4 was report-
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The transcription factor Sox4 plays an indispensable role in the development of early progenitor B cells from
hematopoietic stem cells. However, its role in B-cell acute lymphoblastic leukemia, a malignant counterpart of nor-
mal progenitor B cells, is not fully understood. Here we show that SOX4 is highly expressed in human acute lym-
phoblastic leukemia cells. To systematically study the function of Sox4 in acute lymphoblastic leukemia, we estab-
lished a genetically defined mouse leukemia model by transforming progenitor B cells carrying a floxed Sox4 allele
and inducing deletion of the allele by the self-excising Cre recombinase. This model allowed us to work with two
groups of leukemic cells that had either one copy or both copies of Sox4 deleted. We found that depletion of Sox4
in transformed cells in vitro reduced cell growth in vitro and the progression of leukemia in vivo. Moreover, depletion
of Sox4 in leukemic cells in vivo prolonged the survival of the mice, suggesting that it could be a potential target in
acute lymphoblastic leukemia therapy. Our microarray and bioChIP studies revealed that Tcf7l1 was the key gene
directly regulated by Sox4. Knockdown of Tcf7l1 reduced cell proliferation, just as did knockout of Sox4, and
ectopic expression of Tcf7l1 could reverse the effect of Sox4 knockout on cell proliferation. These data suggest that
Sox4 and Tcf7l1 form a functional axis that promotes the progression of BCR-ABL-positive acute lymphoblastic
leukemia.   
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ed to cooperate with various factors, including Evi1, PU.1,
AML1-ETO, NUP98-DDX10, p15INK4b loss, HOXA9,
CREB, PML-RARa and miR129-2.8-16 However, little is
known about the role of SOX4 in lymphoid leukemias. In
adult T-cell leukemia/lymphoma, SOX4 was found to be
downstream of FRA-2 and induced HDAC8 expression.17
Recently Ramezani-Rad et al.18 reported the role of SOX4
in PI3K/AKT and MAPK signaling in B-cell acute lym-
phoblastic leukemia (ALL). In the present study we used a
genetically defined mouse BCR-ABL-positive ALL model
and investigated the role of Sox4 in leukemia progression,
the molecular mechanisms involved, and the potential role
of Sox4 as a target in ALL therapy. 

Methods

Mice 
All animal experiments were performed according to the proto-

cols approved by the Institutional Animal Care and Use
Committee of The University of Texas M. D. Anderson Cancer
Center. The generation of loxp-flanked Sox4 allele mice,19 Cre-ER
mice20 and Rosa26eYFP mice21 (Jackson Laboratory, Bar Harbor,
ME, USA) has been described elsewhere. 

OP9 and pro-B cell co-culture 
OP9 cells were maintained in alpha minimum essential medium

(AMEM) (Cellgro, Manassas, VA, USA) supplemented with 20%
fetal bovine serum (ATCC, Manassas, VA, USA), 2 mM glutamine
(Gibco, Grand Island, NY, USA), 100 units/mL penicillin, and 100
μg/mL streptomycin (Gibco). For OP9 and pro-B cell co-culture,
AMEM with 20% fetal bovine serum (Omega Scientific,
Techview, Singapore), 2 mM glutamine, 100 units/mL penicillin,
100 μg/mL streptomycin, 50 μM b-mercaptoethanol (Sigma, St.
Louis, MO, USA), and 10 ng/mL interleukin-7 (Miltenyi Biotec,
Bergisch Gladbach, Germany) was used. 

Viral vector constructs 
Details regarding the SE-Cre vector are available elsewhere.22

To silence Tcf7l1 expression, human U6 promoter-directed
shRNA expression vectors were generated as follows: the RNAi-
Ready pSIREN-RetroQ-DsRed-Express vector (pSIN) was self-
inactivated as described by Xu et al.23 and PGK promoter (from
pLVX-Tight-Puro) (Clontech, Mountain View, CA, USA) and
mCherry-coding sequences were cloned into BamHI- and EcoRV-
digested pSIN vector. Regulatory sequences that flanked shRNA
in the pGIPZ vector were synthesized as oligonucleotides with
5'-end phosphorylation modification and cloned downstream of
the human U6 promoter in the pSIN-PGK-mCherry vector.
Finally shRNA from the pGIPZ vector was excised and sub-
cloned into the above vector.

bioChIP 
The bioChIP system24 (BirA/biotin/biotin acceptor

protein/streptavidin) was used to pull down Sox4-bound chro-
matin.25 In this system, biotin-conjugating enzyme, BirA ligase,
and biotin acceptor peptide (BAP)-tagged Sox4 (BAP-Sox4) (BAP
served as a control) were introduced into the p190 BCR-ABL-trans-
formed pro-B cells that had Sox4fl/fl deletion (Sox4fl/flSE-Cre). In the
presence of biotin, BirA catalyzes conjugation of biotin to BAP-
Sox4 which can then be specifically pulled down, together with
bound DNA fragments (Sox4 specific ChIP DNA), by magnetic
beads conjugated with streptavidin (Dynabeads® MyOne™

Streptavidin T1; Invitrogen, Grand Island, NY, USA). The Tcf7l1
promoter sequences were detected by polymerase chain reaction

(PCR) with the following primers: forward: 5' ggcgatggggaag-
gagggag 3'; reverse: 5' gaaggtgcaagcgagcagga 3'.

In vivo transplantation 
NOD-SCID (NOD.CB17-Prkdcscid/J, Jackson laboratory) mice

were sublethally irradiated (250 rads) for 6 to 18 hours before they
were transplanted with transformed pro-B cells (1x106 cells per
mouse) through the tail vein. At weekly intervals, each mouse was
injected intraperitoneally with 150 mg/kg D-luciferin (Biosynth,
Staad, Switzerland) and imaged in a Xenogen IVIS 100 imaging
system (PerkinElmer, Waltham, MA, USA). For in vivo deletion of
the floxed Sox4 gene, transplanted NOD/SCID mice were given
peritoneal injections of tamoxifen for 5 consecutive days.

Immunoblot analysis 
Mouse polyclonal anti-Sox4 (Abnova, Taipei City, Taiwan) at

1:3000 dilution and rabbit polyclonal anti-α-tubulin (Cell Signaling
Technology, Danvers, MA, USA) at 1:3000 dilution were used for
immunoblot analysis. Anti-rabbit or anti-mouse secondary anti-
bodies conjugated to horseradish peroxidase (Sigma) were used at
1:3000 dilution and bands were detected using a chemilumines-
cence detection system (Pierce Biotechnology, Rockford, IL, USA).

Results 

As an initial step, we determined the levels of SOX4
mRNA by real-time reverse transcriptase (RT)-PCR in var-
ious types of human cells. Results showed that SOX4was
expressed at relatively high levels in T-cell ALL cell lines
(ranging from 30 to 66 times the level in pooled peripheral
blood mononuclear cells, which was arbitrarily set as 1 for
comparison) and B-cell ALL cell lines (ranging from 7.6 to
30 times), but at low levels in AML cell lines (ranging from
0.99 to 1.3 times), normal peripheral blood B cells (0.17
times) and T cells (0.16 times), and normal bone marrow
CD34+ cells (2.1 times) (Figure 1A). We also determined
the levels of SOX4 mRNA in patients’ leukemic cells by
using real-time RT-PCR. Consistent with the results from
the cell lines, SOX4 mRNA expression was significantly
higher in patients’ B-cell ALL and T-cell ALL cells than in
AML cells (P<0.05) (Figure 1B). High SOX4 expression in
B-cell ALL and T-cell ALL was confirmed by immunohis-
tochemical analysis in cases in which bone marrow sec-
tions were available (data not shown). These findings indi-
cated that SOX4 may play an important role in human
ALL. Since B-cell development, but not T-cell develop-
ment, was severely impeded in Sox4-deficient mice,3 we
focused our studies on B-cell ALL. 
We established mouse ALL cell lines by transforming

bone marrow and fetal liver pro-B cells from mice that had
either one copy (Sox4fl/+) or two copies (Sox4fl/fl) of the
floxed Sox4 allele19 with p190 BCR-ABL and then by delet-
ing Sox4fl in vitrowith self-excising Cre (SE-Cre). The BCR-
ABL vector also carried mCherry and Cre activity was
indicated by eYFP so that a pure population of cells could
be sorted for analysis (Online Supplementary Methods).
Since the SE-Cre was floxed, it would be deleted by the
same Cre recombinase encoded by itself, which terminat-
ed further Cre expression and avoided the toxicity caused
by accumulated Cre seen with other Cre vectors. As the
Cre was expressed in both experimental and control cells,
any other potential side effects of Cre recombinase were
further minimized. The transformed cells retained a pro-B
cell phenotype (CD43+CD19+, Figure 1C) and the cells
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with both Sox4fl alleles deleted (Sox4fl/flSE-Cre) exhibited a
lower proliferation rate (Figure 1D and Online
Supplementary Figure S1) and lower colony formation abil-
ity (Figure 1E) than did transformed cells with only one
Sox4fl deleted (Sox4fl/+SE-Cre), suggesting that Sox4 pro-
motes leukemic cell growth in vitro. On the other hand,
Sox4 deletion did not result in significant difference in

apoptosis in the transformed cells (Online Supplementary
Figure S2). Since deletion of Sox4 is pro-apoptotic in pro-B
cells during normal B-cell development, as shown by pre-
vious studies in our laboratory,3 our current findings indi-
cate that the pro-apoptotic effect of Sox4 deletion could be
overshadowed by a potent anti-apoptotic effect of BCR-
ABL signaling in the transformed cells.  

The Sox4/Tcf7l1 axis in ALL
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Figure 1. Role of Sox4 in ALL. (A) SOX4 mRNA expression in normal bone marrow CD34+ cells, normal peripheral blood T and B cells, and
human ALL and AML cell lines as determined by real-time RT-PCR. The expression level in pooled peripheral blood mononuclear cells was set
as 1. Expression of 18S rRNA was used for normalization. (B) SOX4 mRNA expression in leukemic cells from patients with T-cell ALL (n=21),
B-cell ALL (n=34), AML (n=22), CLL (n=6), CML (n=7), Sézary disease (n=5), and T-cell prolymphocytic leukemia (T-PLL, n=5). The expression
level in pooled peripheral blood mononuclear cells was set as 1. Expression of 18S rRNA was used for normalization. (C) Flow cytometry analy-
sis of p190 BCR-ABL (mCherry+) transformed Sox4fl/flSE-Cre or Sox4fl/+SE-Cre cells for CD43 and CD19 expression. Purified B220+ B cells from
bone marrow of Sox4fl/flRosa26-eYFP (experimental) and Sox4fl/+Rosa26-eYFP (control) mice were cultured with OP-9 primary bone marrow
stromal cells in the presence of interleukin-7, which yielded pro-B cells of >95% purity.29 Subsequently, the pro-B cells were transformed with
p190 BCR-ABL (mCherry+) and transduced with self-excising Cre (SE-Cre) retrovirus.22 Cell surface expression of CD43 and CD19 was examined
by flow cytometry. (D) Effect of Sox4fl deletion on the proliferation of ALL cells. p190 BCR-ABL (mCherry+) transformed Sox4fl/flSE-Cre or
Sox4fl/+SE-Cre cells sorted out by flow cytometry were cultured, and the cells were enumerated daily for up to 5 consecutive days. Data are rep-
resentative of three independent experiments. (E) Effect of Sox4 depletion on the colony-forming ability of BCR-ABL-transformed pro-B cells.
Ten thousand experimental and control cells, as described in (C), were seeded in semi-solid medium in 3.5-cm dishes and colonies were count-
ed after 14 days. The mean colony numbers were 18 ± 2.6 and 35 ± 3.9 for experimental and control cells, respectively. Data are represen-
tative of three independent experiments. Values are means ± SD (n≥3). *P<0.05, **P<0.01, ***P<0.001
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To investigate the effect of Sox4 deletion on B-cell ALL
development in vivo, we transduced the BCR-ABL–trans-
formed cells with a luciferase-expressing viral vector and
intravenously injected equal numbers of the cells into sub-
lethally irradiated (250 cGy) NOD/SCID mice.
Bioluminescence imaging indicated that the ALL cells
homed to bone marrow immediately after injection and
that their numbers expanded rapidly afterwards.
Importantly, the onset of disease in mice injected with
transformed Sox4fl/flSE-Cre cells was delayed compared to
that in mice injected with transformed Sox4fl/+SE-Cre cells
(Figure 2A). Kaplan-Meier analysis showed that recipient
mice with Sox4fl/flSE-Cre cells had a significantly longer sur-
vival (median 33 days, n=10) than that of mice with
Sox4fl/+SE-Cre cells (median 21 days, n=9) (Figure 2B;
P<0.0001). In the terminal stage, ALL cells accounted for
nearly 90% of bone marrow cells by flow cytometry
analysis (data not shown). As expected, Sox4 mRNA was
readily detected in ALL cells from the bone marrow of the
mice engrafted with transformed Sox4fl/+SE-Cre cells but
barely detectable in ALL cells from recipients with trans-
formed Sox4fl/flSE-Cre cells (Figure 2C). The faster onset of

the disease and shorter survival in mice transplanted with
Sox4fl/+SE-Cre ALL cells suggested that Sox4 promotes
leukemic cell growth in vivo.  
To investigate whether Sox4 could be used as a target in

B-cell ALL treatment, we sought to induce Sox4 deletion in
vivo after the establishment of leukemia. We first crossed
floxed Sox4 mice with Cre-ER mice and eYFP reporter
mice and obtained Sox4fl/fl;Cre-ER;eYFP mice. We then
transformed pro-B cells from these mice with p190 BCR-
ABL and transduced them with luciferase-expressing
retroviral vector in vitro. Flow cytometry-sorted BCR-ABL-
transformed and luciferase-expressing cells were trans-
planted into sublethally irradiated NOD/SCID mice, and
leukemia development was monitored by biolumines-
cence imaging. Upon detection of the expansion of trans-
planted ALL cells, we induced Sox4 deletion by peritoneal
injection of tamoxifen on day 5 post-transplantation for 5
consecutive days. Our results showed that mice that
received tamoxifen survived significantly longer (median
survival, 126 days; n=7) than did the control mice that
received the vehicle only (median survival, 46 days; n=6)
(Figure 2D,E; P=0.0002). Consistent with floxed Sox4 gene
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Figure 2. Role of Sox4 in ALL in vivo. (A) and (B) Effect of Sox4 depletion in vitro on the development of leukemia in a NOD/SCID transplan-
tation model. Each mouse was injected via the tail vein with luciferase-labeled and p190 BCR-ABL-transformed Sox4fl/flSE-Cre or Sox4fl/+SE-
Cre pro-B cells (106 cells/mouse) and development of leukemia was monitored weekly by bio-imaging. Overall survival was analyzed by the
Kaplan-Meier method. (C) Analysis of Sox4 mRNA expression by real-time RT-PCR in ALL cells from bone marrow of mice transplanted with
BCR-ABL+ Sox4fl/+Cre or Sox4fl/flCre cells. (D) and (E) Effect of Sox4 depletion in vivo on the progression of leukemia in a NOD/SCID transplan-
tation model. Sox4fl/fl;Cre-ER;eYFP pro-B cells that were transformed with BCR-ABL and labeled with luciferase were transplanted into
NOD/SCID mice (3x106 cells/mouse) and the deletion of floxed Sox4 was induced with tamoxifen (TAM) after the onset of leukemia.
Leukemia progression was monitored weekly by bio-imaging. (F) Analysis of Sox4 mRNA expression by real-time RT-PCR in ALL cells from
bone marrow of mice transplanted with Sox4fl/fl;Cre-ER;eYFP pro-B cells and treated with TAM or vehicle. The relative mRNA levels were nor-
malized to the level of Gapdh mRNA. Values are means ± SD (n=3). *P<0.05, **P<0.01, ***P<0.001 
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The Sox4/Tcf7l1 axis in ALL
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Figure 3. Identification of Sox4-regulated genes in ALL. (A) Genes differentially expressed in transformed Sox4fl/flSE-Cre and Sox4fl/+SE-Cre cells.
Fetal liver (FL) or bone marrow (BM) pro-B cells from Sox4fl/fl or Sox4fl/+ mice were transformed with p190 BCR-ABL and transduced with SE-
Cre. Gene expression microarray experiments were performed and results were compared between the two types of cells. Genes with a
Sox4fl/flSE-Cre/Sox4fl/+SE-Cre signal intensity ratio of <1/3 and P<0.0001 were listed. (B) Analysis of Sox4 mRNA expression by real-time RT-
PCR (left) and protein by western blotting (right) in transformed Sox4fl/+SE-Cre, Sox4fl/flSE-Cre, and Sox4fl/flSE-Cre;Sox4 pro-B cells. (C) Ratio
(Sox4fl/flSE-Cre;Sox4 to Sox4fl/flSE-Cre) of mRNA expression levels of differentially expressed genes in both bone marrow (BM) and fetal liver (FL)
derived transformed cells by real-time RT-PCR. The relative mRNA levels of specific genes were normalized to the level of Gapdh mRNA. Note
that the ratios for most genes tested were substantially above 1, suggesting that expression of these genes was reversed upon ectopic Sox4
expression. (D) Scatter diagram demonstrating the correlation between Tcf7l1 and Sox4 expression. Tcf7l1 mRNA level is correlated with Sox4
mRNA level in leukemic cells from patients with ALL (n=11; r=0.666; P=0.0253). Expression of Gapdh was used for normalization of the RT-
PCR results. (E) Enrichment of Tcf7l1 promoter sequence in Sox4-specific ChIP DNA by quantitative PCR in a bioChIP analysis. Biotin-conju-
gating enzyme, BirA ligase, and biotin acceptor peptide (BAP)-tagged Sox4 (BAP-Sox4) (BAP served as control) were introduced into the p190
BCR-ABL-transformed pro-B cells that had Sox4fl/fl deletion (Sox4fl/flSE-Cre). Chromatin was pulled down by magnetic beads conjugated with
streptavidin (Dynabeads® MyOne™ Streptavidin T1; Invitrogen, Grand Island, NY, USA). The Sox4-specific and the control ChIP DNA was purified
and subjected to real-time PCR for expression of the Tcf7l1 promoter sequence. (F) Mutational analysis of a potential Sox4 binding sequence
in the Tcf7l1 promoter. The 460 bp fragment upstream of the transcription start site contains the potential Sox4 binding sequence in which
mutations were introduced (-28 to -23bp: ‘ctttgt’ to ‘tgctag’) by PCR (Online Supplementary Methods). This fragment was used to construct
mutant reporter pSIN-luc plasmid (MU). BCR-ABL-transformed BAP and BAP-Sox4 pro-B cells were transduced with retrovirus carrying wild-
type sequence (WT), MU vector, or empty vector and luciferase activities were determined 2 days after transduction using empty vector as the
background control. Data are representative of three independent experiments. Values are means ± SD (n=3). *P<0.05, **P<0.01,
***P<0.001.
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deletion, Sox4 mRNA was barely detectable by real-time
PCR in ALL cells from the mice that had received tamox-
ifen (Figure 2F). These results suggest that targeting Sox4
is potentially effective in the treatment of ALL.
To identify genes regulated by Sox4 in B-cell ALL, we

performed gene expression microarray analysis with BCR-
ABL-transformed Sox4fl/flSE-Cre and Sox4fl/+SE-Cre cells of
fetal liver or bone marrow origin. We identified Sox4 and
17 other differentially expressed genes that all showed
decreased expression in Sox4fl/flSE-Cre cells (Figure 3A).
These genes are known to be involved in the regulation of
cell growth, the cell cycle, B-cell differentiation, and other
cellular processes. We confirmed the microarray results by
real-time RT-PCR for the expression of the differentially
expressed genes in Sox4fl/+SE-Cre and Sox4fl/flSE-Cre cells
(data not shown). To test whether expression of the down-
regulated genes in Sox4fl/flSE-Cre cells could be reversed by
ectopic Sox4 expression, we introduced Sox4-expressing
retrovirus into the Sox4fl/flSE-Cre cells. Sox4 expression
was significantly higher in Sox4fl/flSE-Cre;Sox4 cells than in
Sox4fl/+SE-Cre cells (Figure 3B). We found that the ectopic
Sox4 expression in Sox4fl/flSE-Cre cells restored mRNA lev-
els of most of these genes (Figure 3C). Notably, among the
genes tested, the greatest difference in expression level
was observed for Tcf7l1, whose mRNA levels in Sox4fl/flSE-
Cre;Sox4 cells were nearly 30 times higher than those in
Sox4fl/flSE-Cre cells. 

To verify the potential relationship of Tcf7l1 and Sox4
expression, we examined their mRNA levels in leukemic
cells from patients with ALL and found that the expression
of Tcf7l1mRNA was positively correlated with that of Sox4
mRNA with a Pearson correlation coefficient of 0.666
(Figure 3D; n=11, P=0.0253). To test whether Tcf7l1 was
directly regulated by Sox4, we performed a bioChIP assay.
Biotin-conjugating enzyme, BirA ligase, and BAP-Sox4 (BAP
served as control) were introduced into the p190 BCR-ABL-
transformed pro-B cells that had Sox4fl/fl deletion (Sox4fl/flSE-
Cre). In the presence of biotin, BirA would catalyze conju-
gation of biotin to BAP-Sox4 which could then be specifi-
cally pulled down, together with bound DNA fragments,
by magnetic beads conjugated with streptavidin. The
bioChIP DNA samples were examined for the presence of
the Tcf7l1 promoter sequence by real-time PCR and the
Sox4-specific ChIP DNA showed significant enrichment of
the Tcf7l1 promoter sequence (Figure 3E). Mutation of the
potential Sox4 binding sequence25 (-28 to -23bp: ‘ctttgt’ to
‘tgctag’) reduced luciferase expression by approximately
50% (Figure 3F). These findings indicated that the Tcf7l1
gene is directly regulated by Sox4. 
We further studied the role of Tcf7l1 in ALL by shRNA

knockdown in transformed pro-B cells. Knockdown of
Tcf7l1 resulted in a significant reduction in cell prolifera-
tion and colony formation (Figure 4A-C and Online
Supplementary Figure S3), but no significant difference in
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Figure 4. Effect of Tcf7l1 in ALL. (A) Decreased Tcf7l1 mRNA expression in Tcf7l1 shRNA cells compared with NT shRNA cells. The relative
mRNA levels of Tcf7l1 gene were normalized to the level of Gapdh mRNA. (B) and (C) Effect of Tcf7l1 mRNA knockdown on the proliferation
and colony formation of BCR-ABL–transformed wild-type pro-B cells. The mean colony numbers were 10±2.12 and 59±2.83 for Tcf7l1 knock-
down and control cells, respectively. Tcf7l1 shRNA: Tcf7l1 specific shRNA; NT shRNA: non-targeting shRNA. (D) Analysis of Tcf7l1 mRNA
expression in transformed Sox4fl/flSE-Cre cells transfected with Tcf7l1 overexpression vector or control vector. (E) and (F) Effect of Tcf7l1 over-
expression on cell proliferation and colony formation of transformed Sox4fl/flSE-Cre pro-B cells. The mean colony numbers were 7±2.51 and
22±2.0 for control cells and cells with Tcf7l1 overexpression, respectively. Data are representative of three independent experiments. Values
are means ± SD (n=3). *P< 0.05, **P<0.01, ***P<0.001 
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cell apoptosis (Online Supplementary Figure S4), as seen
with Sox4 knockout. To determine whether the effect of
knockdown was Tcf7l1- specific and not due to off-target
effects of knockdown, we introduced retrovirus-mediated
ectopic Tcf7l1 into transformed Sox4fl/flSE-Cre cells. In con-
trast to the knockdown effect, ectopic expression of Tcf7l1
restored cell proliferation and colony formation (Figure
4D-F). Together, these data suggest that Tcf7l1 mediates
the oncogenic role of Sox4 in ALL. 

Discussion

Sox4 is required for normal development of B lineage
cells.2 We previously showed that deletion of the Sox4
gene in hematopoietic stem cells causes severe deficiency
in pro-B cells and later stage B cells.3 In this study, we fur-
ther showed that Sox4 is also required for the growth of
BCR-ABL-positive B-cell ALL cells, the malignant counter-
part of normal pro-B cells. We showed that SOX4 is highly
expressed in human ALL cell lines and in leukemic cells
from patients with ALL. Using BCR-ABL-induced B-cell
ALL as a model, we showed that mice that received ALL
cells in which Sox4 had been deleted developed leukemia
slower and survived longer than did the mice that had
received ALL cells without Sox4 deletion. By using
Sox4fl/fl;Cre-ER;eYFP cells, we were able to demonstrate
that depletion of Sox4 in vivo after establishment of
leukemia in recipient mice attenuated progression of the
leukemia and prolonged the animals’ survival, suggesting
that targeting Sox4 or a key Sox4-regulated gene might be
effective in the treatment of BCR-ABL-positive ALL.
Furthermore, our Sox4fl/flSE-Cre and Sox4fl/+SE-Cre experi-
mental system allowed us to identify a list of potential
Sox4 downstream genes, including Tcf7l1which is directly
regulated by Sox4 and is one of the important down-
stream effectors of Sox4 in ALL.
In normal hematopoiesis, TCF7L1 is predominantly

expressed in human hematopoietic stem cells and multi-
potent progenitors, but is undetectable in pro-B cells.26 Our
findings that Tcf7l1 is expressed in transformed pro-B cells
and that the expression is controlled by Sox4 suggest that
gene expression profiles in transformed pro-B cells recapit-
ulate those in early precursors and that Sox4 may play an
important role in the reprograming. In our study, both
Sox4 and Tcf7l1 had a pro-proliferation function in p190
BCR-ABL-transformed pro-B cells, suggesting that Tcf7l1
executes the role of Sox4 in leukemic cell proliferation.
Consistent with this, Tcf7l1 is required for the prolifera-
tion of spinal progenitors and for the maintenance of

pluripotency in embryonic stem cells.27,28 However, the
precise molecular cues of the role of Tcf7l1 in ALL are still
largely unknown and await further in-depth study.
While the animal experiments of this study were being

finalized, Ramezani-Rad et al. published their work sug-
gesting that Sox4 enabled oncogenic survival signals in
BCR-ABL-positive ALL.18 Notably, nearly half of the poten-
tial Sox4 downstream genes identified by the gene expres-
sion microarray in their study were those known to be
involved in apoptosis, which were not identified by the
gene expression microarray in our study. This discrepancy
might have resulted from the difference in the cells used. In
our system, the transformed experimental cells (Sox4fl/flSE-
Cre) and control cells (Sox4fl/+SE-Cre) both had Cre recom-
binase. Moreover, we used SE-Cre to avoid the potential
toxicity of Cre recombinase that might cause cell apopto-
sis. These designs were expected to lead to results that
specifically show the effect of Sox4 on leukemic cells. 
The BCR-ABL gene is a strong oncogene and the trans-

formed pro-B cells could be cultured indefinitely in vitro,
produce leukemia in vivo and readily cause the death of
recipient mice. Depletion of Sox4, whether in vitro prior to
transplantation or in vivo after the establishment of
leukemia, could significantly prolong survival, which is
indicative of Sox4 having an important role in leukemia
progression. Nevertheless, the fact that the transformed
cells still grew in vitro in the absence of Sox4 and recipient
mice transplanted with Sox4-depleted cells eventually
died of leukemia suggest that Sox4 is not absolutely essen-
tial for the initiation and progression of BCR-ABL-positive
ALL. The role of Sox4 in other types of mouse leukemia
and in human leukemia warrants further investigation.
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