
OUTSTANDING OBSERVATION

Early commitment of naı̈ve human CD4+ T cells to
the T follicular helper (TFH) cell lineage is induced
by IL-12

Cindy S Ma1, Santi Suryani1,2, Danielle T Avery1, Anna Chan1, Ralph Nanan3, Brigitte Santner-Nanan3,
Elissa K Deenick1 and Stuart G Tangye1,2

T follicular helper (TFH) cells are a specialized subset of CD4+ T cells that localize to B-cell follicles, where they are positioned

to provide help for the induction of optimal humoral immune responses. Key features of TFH cells are the expressions of CXCR5,

ICOS, interleukin (IL)-21 and BCL-6. The requirements for human TFH cell development are unknown. Here we show that IL-6,

IL-12, IL-21 and IL-23 are capable of inducing IL-21 expression in naı̈ve CD4+ T cells isolated from human tonsils, peripheral

blood and cord blood. However, only IL-12 induced sustained expressions of CXCR5 and ICOS on these activated naı̈ve CD4+

T cells, and endowed them with the ability to provide increased help to B cells for their differentiation into immunoglobulin-

secreting cells. The effects of IL-12 were independent of interferon-c and T-bet, and associated with upregulation of BCL-6

expression. Thus, these cytokines, particularly IL-12, are likely to act at an early stage during dendritic cell-mediated priming

of naı̈ve CD4+ T cells into a TFH cell fate, and thus underpin antibody-mediated immunity.
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The differentiation of naı̈ve CD4+ T cells into Th1, Th2, Th17 and T
regulatory cell (Treg) lineages requires the co-ordinated action of
cytokines provided by the stimulatory microenvironment, which
activate specific transcriptional programs to induce the expression
of a set of molecules responsible for the effector function of these
CD4+ T cell populations. Thus, interleukin (IL)-12, IL-4 and trans-
forming growth factor (TGF)-b guide the differentiation of naı̈ve
CD4+ T cells into Th1, Th2 and Treg cells, respectively, whereas the
combinations of TGF-b–IL-6 or TGF-b–IL-21 and IL-1b–IL-6–IL-23
with or without TGF-b induce murine and human Th17 cells from
naı̈ve precursors.1,2 These cytokines act by inducing expression of
lineage-specific transcription factors, such as STAT4–T-bet, STAT6–
GATA3, STAT3–RORgt and Foxp3, which are also required for CD4+

T cells to commit to Th1, Th2, Th17 and Treg fates, respectively.1–3

Another important population of effector CD4+ T cells is
T follicular helper (TFH) cells. The original studies of TFH cells
reported that they (a) could be identified by expression of the B-cell
zone homing chemokine receptor CXCR5, (b) localized to the B-cell
follicle of secondary lymphoid tissues with some being positioned
within germinal centres (GC) and (c) were capable of providing
help to B cells for their differentiation into memory cells and plasma
cells.4–6 Subsequent microarray analyses extended these findings, by

demonstrating that TFH cells exhibited a gene expression profile
distinct from Th1 and Th2-type cells, with them expressing high
levels of genes encoding the cytokine IL-21, the transcription factor
BCL-6 and several surface molecules including ICOS and PD-1.7–10

The molecular requirements for generating murine TFH cells have
recently begun to be addressed. On one hand, TFH cells were reduced
in mice deficient in IL-6, IL-21, IL-21R and STAT310–13 suggesting
that, akin to Th17 cells, signals delivered through these STAT3-
mediated pathways are critical for TFH cells. However, TFH cells still
developed in these mice, albeit at a reduced frequency, suggesting that
other factors also contribute to their formation. On the other hand,
similar studies found that STAT3-, IL-21R- or IL-21-deficiency did
not compromise TFH-cell development.13,14 Thus, in contrast to other
CD4+ T cell subsets, our understanding of the factors involved in
generating TFH cells remains incompletely defined. Furthermore, the
requirements underlying the development of human TFH cells have
not been determined.

Here, we have studied human tonsillar CD4+ T cells to delineate
cardinal features of TFH cells, which could then be used to identify
soluble factors that induce such features in in vitro stimulated
naı̈ve CD4+ T cells. We found that several cytokines, such as
IL-6, IL-12, IL-21 and IL-23, induced naı̈ve CD4+ T cells to produce
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IL-21, with IL-12 being most efficient. Furthermore, exposure to IL-
12, but not other cytokines, resulted in naı̈ve CD4+ T cells acquiring
additional characteristics of TFH cells, such as increased expressions
of BCL-6, CXCR5 and ICOS, and an ability to provide help to B cells
for their differentiation into Ig-secreting cells. Thus, IL-12, which is
produced by activated dendritic cells (DCs), is likely to be a key
cytokine involved in regulating the commitment of naı̈ve CD4+ T-cell
precursors to the TFH lineage.

RESULTS

Identification and characterization of primary human TFH cells
It is widely accepted that TFH cells can be defined by the expression of
CXCR5.4–6,15 Although 450% of tonsillar CD4+ T cells express
CXCR5, only some of them localize to GCs, which is the likely site
of their action. This suggests that the population of CD4+CXCR5+

T cells is heterogeneous, with only a small subset of them correspond-
ing to bona fide TFH cells. This is supported by previous studies that
divided human CD4+CXCR5+ T cells into subsets according to the
differential expression of ICOS9 or CD57.6,16 To refine the identifica-
tion of human TFH cells, we labelled tonsillar CD4+ T cells with
CD45RA and CXCR5 monoclonal antibodies (mAbs). This revealed
four distinct subsets of CD4+ T cells—CD45RA+CXCR5� naı̈ve, and

three subsets of CD45RA�T cells that expressed low, intermediate and
high levels of CXCR5 (CXCR5lo, CXCR5inter, CXCR5hi; Figure 1)—
which could then be examined for phenotype, and expression of
transcription factors and cytokines.

Phenotype: Assessment of expression of a broad array of molecules
confirmed that CD4+CD45RA+CXCR5� cells were largely naı̈ve cells,
as they were CCR7+ and lacked expression of all activation molecules
examined (Figure 1). In contrast, CXCR5hi CD4+ T cells uniformly
displayed the highest levels of ICOS, PD-1, CD200, CD57 and SAP
(Figure 1), molecules previously reported to be associated with TFH

cells, as determined largely by microarray analysis of subsets of
tonsillar CXCR5+CD4+ T cells.7–9 Extended phenotypic analysis
demonstrated that CD40 L, OX40, BTLA, CD69, CD126 and
CXCR4 were also highly expressed by CXCR5hi CD4+ T cells, whereas
CD127, CXCR3, CCR6 and CCR7 were absent from these cells.
CD45RA�CXCR5lo and CXCR5inter T cells expressed these molecules
at levels between those on naı̈ve and CXCR5hi CD4+ T cells. Further-
more, the CD45RA�CXCR5lo and CXCR5inter T-cell subsets were
heterogeneous as they contained sub-populations of cells that were
positive and negative for both CXCR3 and CCR6, chemokine recep-
tors associated with Th1 and Th17 lineages, respectively17,18 (Figure 1).
Assessment of the SLAM family of surface receptors, which signal

Figure 1 CD4+CXCR5hi T cells phenotypically resemble terminally differentiated TFH cells. CD4+ tonsillar T cells that were CD45RA+CXCR5�, CD45RA�CXCR5lo,

CD45RA�CXCR5inter and CD45RA�CXCR5hi were phenotyped for various cell surface or intracellular molecules known to be expressed on TFH cells and other

T-helper subsets. In the instance of CD40L, sorted T-cell populations were cultured with PMA and ionomycin for 2h to induce expression. The plots are

representative of three donor tonsils.
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through SAP,19 demonstrated that CD4+CXCR5hi T cells expressed
high levels of CD84, Ly9 (CD229) and NTB-A, but not SLAM itself.
These molecules were also upregulated on CXCR5lo and CXCR5inter

CD4+ T cells compared with naı̈ve CD4+ T cells.
Transcription factors: BCL-6 is highly expressed in CD4+CXCR5+

T cells8,9,20 and has recently been demonstrated to be required for the
generation of the TFH lineage21,22 in a manner analogous to T-bet,
GATA3, Foxp3 and RORgt for establishing the Th1, Th2, Treg and
Th17 lineages, respectively.15,23 To characterize human tonsillar CD4+

T-cell subsets further, we determined the expression of these tran-
scription factors in CD45RA+CXCR5�, CD45RA�CXCR5lo,
CD45RA�CXCR5inter and CD45RA�CXCR5hi populations. We also
assessed PRDM1 (encoding Blimp-1) because Bcl-6 and Blimp-1
functionally antagonize each other to regulate B-cell differentiation,24

and a similar finding was recently made for murine TFH cells.22

CD4+CXCR5hi T cells indeed expressed the highest level of BCL-6
(Figure 2a). They also had low and variable levels of TBX21 (encoding
T-bet) and GATA3, respectively, but essentially lacked RORC (encod-
ing RORgt), FOXP3 and PRDM1. In contrast, CD45RA�CXCR5lo

cells expressed the highest levels of TBX21, GATA3, RORC, FOXP3
and PRDM1, and the lowest levels of BCL-6 (Figure 2a). CD4+

CD45RA�CXCR5inter T cells expressed BCL-6 and GATA3 at levels
similar to naı̈ve CD4+ T cells, whereas the expression of TBX21,

RORC, FOXP3 and PRDM1 in these cells was intermediate to those
expressed by CXCR5lo and CXCR5hi cells (Figure 2a).

Cytokine expression: Another characteristic of TFH cells is their
expression of high levels of the cytokine IL-21, again as determined
by microarray studies.8,9,20 Thus, it was important to assess the
cytokine profile of tonsillar CD4+ T-cell populations, with respect
to the expression of not only IL-21 but also other cytokines. This was
achieved by stimulating sort-purified CD45RA+CXCR5�, CD45RA�

CXCR5lo, CD45RA�CXCR5inter and CD45RA�CXCR5hi CD4+ T cells
with either phorbol myristic acetate (PMA) and ionomycin for
6 h or anti-CD3 and anti-CD28 mAb for five days and then assessing
IL-2, IL-4, IL-10, IL-13, IL-17A, IL-21, IL-22 and interferon (IFN)-g
production by intracellular staining or enzyme-linked immunosorbent
assay (ELISA), respectively. CD45RA+CXCR5� T cells expressed IL-2,
but very little of the other cytokines (Figures 2b and c). This was further
confirmation of their naı̈ve status. In contrast, CD45RA�CXCR5lo

T cells expressed the greatest amounts of IFN-g, IL-13, IL-17 and
IL-22, and low amounts of IL-4, IL-10 and IL-21 (Figures 2b and c).
On the other hand, production of IL-4 and IL-21 increased and that of
IL-17A, IL-22 and IFN-g decreased with the acquisition of CXCR5,
such that the CXCR5hi subset contained the greatest frequency of IL-4+

and IL-21+ cells, but essentially lacked expression and/or secretion
of canonical Th1 (IFN-g) and Th17 (IL-17, IL-22) inflammatory

Figure 2 CD4+CXCR5hi T cells express high levels of BCL-6 and IL-21. CD45RA+CXCR5�, CD45RA�CXCR5lo, CD45RA�CXCR5inter and CD45RA�CXCR5hi

tonsillar CD4+ T-cell populations were isolated by cell sorting. (a) RNA was extracted and transcribed into cDNA, which was then used as template

for quantitative PCR (q-PCR) to assess expression levels of BCL-6, TBX21, GATA3, RORC, FOXP3, PRDM1 and IL-21. Each data point represent results

from an individual experiments (n¼5) carried out on four separate donor tonsils. (b) CD45RA+CXCR5�, CD45RA�CXCR5lo, CD45RA�CXCR5inter and

CD45RA�CXCR5hi tonsillar CD4+ T-cell subsets were stimulated with PMA and ionomycin for 6 h and cytokine expression determined by intracellular
staining and flow cytometry. The values represent the mean±s.e.m. of three experiments carried out on different donor tonsils. (c) CD45RA+CXCR5�,

CD45RA�CXCR5lo, CD45RA�CXCR5inter and CD45RA�CXCR5hi tonsillar CD4+ T-cell subsets were cultured with immobilized anti-CD3 mAb, soluble

anti-CD28 and IL-2 for five days and cytokine secretion in culture supernatants was determined by ELISA. The values represent the mean±s.e.m.

of five independent experiments using different donor tonsils.
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mediators (Figures 2b and c). Elevated expression of IL-21 by
CXCR5hi CD4+ T cells was also demonstrated by quantitative PCR
(q-PCR) analysis of ex vivo isolated CD4+ T-cell subsets (Figure 2a).
Analysis of co-expression of IL-21 and IFN-g, IL-17A or IL-4
confirmed these results as the majority of CXCR5hi CD4+ T cells
that expressed IL-4 co-expressed IL-21, whereas the CD4+CXCR5hi IL-
21+ cells lacked expression of IFN-g and IL-17A (Figure 3). Thus,
CD45RA�CXCR5hi cells have acquired an IL-21hiIL-4hiIL-10+IL-
17A�IL-22�IFN-g� cytokine profile. In contrast to CXCR5hi CD4+

T cells, although CXCR5lo cells express both IL-21 and IL-4
(Figure 2b), single-cell analysis revealed that expression of IL-21 and
IL-4 occurred within distinct subsets (Figure 3). On the other hand,
CD4+CXCR5lo T cells co-expressing IL-21 together with IFN-g or IL-
17A were clearly detectable.

This analysis allowed us to identify human tonsillar CD4+

CXCR5hi T cells as TFH cells, with their signature features being:
a unique surface phenotype (ICOShiCD95hiPD-1hiCD200hiSAPhi

CD126+BTLA+OX40+CXCR4+ CD127�, Figure 1), high expression
of BCL-6 (coupled with the loss of transcriptional regulators respon-
sible for the generation of other Th cell fates, Figure 2a), and copious
production of B-helper cytokines particularly IL-21, IL-4 and IL-10
(Figures 2b and c and Figure 3).

IL-12 modulates the expression of IL-21 by tonsils CD4+ T-cell
subsets
To investigate the regulation of IL-21 expression in human CD4+

T cells, we first sorted subsets of tonsil CD45RA+CXCR5�,
CD45RA�CXCR5lo CD45RA�CXCR5inter and CD45RA�CXCR5hi

CD4+ T cells, and cultured them under various conditions. After

five days, cells were re-stimulated with PMA and ionomycin and the
frequency of IL-21 producing cells determined. Consistent with ex vivo
analysis of IL-21 expression, CD45RA+CXCR5� CD4+ T cells con-
tained very few (o2%) IL-21+ cells after culture under non-polarizing
conditions (nil), whereas 20–40% of CD45RA�CXCR5lo, CD45RA�

CXCR5inter and CD45RA�CXCR5hi CD4+ T cells expressed IL-21
(Figure 4a). Similar to studies carried out in mice,10,12,25 IL-21 weakly
increased the frequency of IL-21+ cells from the CD45RA+CXCR5�

subset. Although the culture of CD45RA+CXCR5� CD4+ T cells under
Th2 conditions appeared to inhibit the expression of IL-21
(Figure 4a), culture under Th1 polarizing conditions yielded the
greatest frequency of IL-21-expressing cells (Figure 4a), with its effect
being much greater than that of IL-21 (that is, sixfold versus twofold
increase, over cells cultured under non-polarizing conditions). It is
interesting to note that IL-12 had a reduced effect and IL-21 had no
effect on IL-21 expression by the activated memory/CD45RA� T cell
populations (1.2–2-fold increase), suggesting that as effector CD4+

T cells acquire expression of IL-21, they become less sensitive to the
modulatory effect of cytokines, such as IL-12 and IL-21.

Induction of IL-21 expression in naı̈ve CD4+

T cells—predominant effect of IL-12
Although CD45RA+CD4+ T cells isolated from human tonsils are
considered to be largely naı̈ve, it is possible that some of them had
previously encountered antigen (Ag), or had been exposed to a
stimulatory environment in vivo. Thus, to examine further the ability
of specific cytokines to induce IL-21 expression in CD4+ T cells, we
used CD45RA+CD4+ T cells from cord blood (CB) as a source of
Ag-naı̈ve cells. Although the culture of CB-naı̈ve CD4+ T cells under

Figure 3 CD4+CXCR5hi T cells co-express IL-21 and IL-4, but not IL-17A and IFN-g. CD45RA+CXCR5�, CD45RA�CXCR5lo, CD45RA�CXCR5inter and

CD45RA�CXCR5hi tonsillar CD4+ T-cell populations were isolated by cell sorting, stimulated with PMA and ionomycin for 6 h and then co-expression of

IL-21 and either IFN-g (top row), IL-17A (middle row) or IL-4 (bottom row) was determined by intracellular staining. The dot plots are representative

of experiments carried out on three different donor tonsils.
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Figure 4 IL-12 induces the generation of IL-21 expressing cells. (a) CD45RA+CXCR5�, CD45RA�CXCR5lo, CD45RA�CXCR5inter and CD45RA�CXCR5hi

CD4+ T-cell populations were cultured for five days under various polarizing conditions. Cells were then restimulated and intracellular IL-21 expression

determined. The values represent the mean±s.e.m. of 6 independent experiments. (b–j) CD4+CD45RA+ cord blood T cells were isolated and cultured
under various conditions. After 4–5 days cells were re-stimulated with PMA and ionomycin and the frequency of IL-21 (b, c and f), IFN-g (b, e), and

T-bet (h) expressing cells determined, or RNA was isolated and transcribed into cDNA and IL-21 (d), TBX21 (g), BCL-6 (i) and RORC (j) expression

determined by q-PCR. For intracellular cytokine expression, the values represent the mean±s.e.m. of eight different experiments. For q-PCR analysis, each

value is derived from an independent experiment with the bars representing the mean.
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non-polarizing or Th2-polarising conditions failed to give rise to IL-
21-expressing cells, exposure to IL-12 caused a 5–15-fold increase in
the expression of IL-21, as determined by the frequency of IL-21+ cells
(Figures 4b and c). IL-21 and, to a lesser extent, IL-6, IL-23 and Th17
culture conditions also induced IL-21 expression (Figures 4b and c).
Consistent with the detection of intracellular expression of IL-21,
q-PCR analysis further confirmed acquisition of IL-21 by naı̈ve CB
CD4+ T cells cultured under Th1 or Th17 conditions or in
the presence of IL-6, IL-21 or IL-23, but not with IL-4
(Th2; Figure 4d). This confirms the ability of IL-12 to induce naı̈ve
CD4+ T cells to undergo de novo differentiation into IL-21+ cells.
To demonstrate that this is not unique to CD4+ T cells isolated
from CB, we also assessed the induction of IL-21 in naı̈ve CD4+

T cells isolated from adult peripheral blood (PB). Culture of naı̈ve
PB CD4+ T cells under Th1 conditions substantially increased
(mean sixfold) the frequency of IL-21+ cells (Table 1). IL-6, IL-21
and IL-23 also increased IL-21 expression by naı̈ve PB CD4+

T cells, albeit to a much lesser extent than IL-12 (Table 1). The
lower frequency of naı̈ve CB CD4+ T cells that differentiate into IL-21-
expressing cells (approximately 6%) compared with naı̈ve cells from
PB (approximately 18%) and tonsil (approximately 12%) possibly
reflects the relative immaturity of CB lymphocytes relative to adult
lymphocytes.26–29

A large proportion of the IL-21+ cells generated from naı̈ve
CB or PB CD4+ T cells in the Th1 cultures co-expressed IFN-g
(Figure 4b, Table 1). However, unlike IL-12, acquisition of IL-21
expression after culture with IL-6, IL-21, IL-23 or Th17 conditions
was not accompanied by the generation of IFN-g+ cells (Figures 4b
and e). To demonstrate that IL-12-induced differentiation to IL-21+

cells was a direct effect of IL-12 and not an indirect effect of IFN-g,
naı̈ve CB and PB CD4+ T cells were also cultured with IFN-g.
Although IFN-g increased the frequency of IFN-g+ cells (Figure 4e),
it failed to induce IL-21 expression in CB CD4+ T cells (Figures 4c
and d; Table 1). Furthermore, culturing naı̈ve CB CD4+ T cells
with IL-12 in the presence of neutralizing anti-IFN-g mAb had
no effect on the induction of IL-21 (%IL-21+ cells with IL-12:
12.2%; %IL-21+ cells with IL-12 plus anti-IFN-g mAb: 10.8%).
These results demonstrate that induction of IL-21 by IL-12 is
independent of IFN-g.

As IL-21 is capable of inducing its own expression, it was possible
that IL-12-induced production of IL-21 was mediated by endogenous
IL-21. To investigate this, IL-21 induction by IL-12 was determined in
the presence of a neutralizing IL-21 Ab. Neutralizing IL-21 had no

effect on IL-21 expression in the ‘nil’ culture, but as expected it
abrogated IL-21 expression induced by exogenous IL-21 (Figure 4f).
However, IL-21 blockade had a negligible effect on IL-21 expression
induced by IL-12 in the Th1 culture (Figure 4g). Thus, IL-12 induces
IL-21 expression independently of IL-21.

IL-12-induced IL-21 expression in naı̈ve CD4+ T cells is
independent of T-bet and RORct, but correlates with the
expression of BCL-6
IL-12 induces IFN-g production by the action of T-bet.3 As
expected, IL-12 and to a lesser extent IFN-g induced TBX21 in
cultured CB CD4+ T cells (Figure 4g). As the IL-21+ population of
activated CB CD4+ T cells was comprised of both IFN-g+ and IFN-g�

subsets (Figure 4b), we next questioned whether T-bet was likely to
be involved in the ability of IL-12 to induce IL-21+ cells. This was
achieved by assessing intracellular expression of T-bet in activated
CD4+ T cells partitioned into subsets according to the differential
expression of IL-21 and IFN-g. Although IL-21�IFN-g+ and
IL-21+IFN-g+ T cells expressed high levels of T-bet, its expression in
IL-21+IFN-g� T cells was much lower—in fact, it was comparable to
IL-21�IFN-g� cells (Figure 4h). As BCL-6 is highly expressed by TFH

cells (Figure 2a7–10,20), and required for the generation of murine TFH

cells,21,22 we established the effect of IL-21-inducing cytokines on
BCL-6 expression in activated CB CD4+ T cells. Consistent with the
acquisition of IL-21, expression of BCL-6 was increased approximately
twofold in the presence of IL-12 or the Th17 culture, to a weaker
extent by IL-6, IL-21 and IL-23, but not by culture under Th2
conditions or with IFN-g (Figure 4i). Thus, these results suggest
that the IL-12-mediated generation of IL-21+IFN-g� T cells is inde-
pendent of T-bet, and is probably dependent on another transcription
factor such as BCL-6.

Several reports have suggested that IL-21 production is a key feature
of Th17 cells and that these cells produce the greatest quantities of
IL-21.30 However, in our cultures, it is highly unlikely that the IL-21-
expressing cells induced by IL-6, IL-12 or IL-21 resulted from the
generation of Th17 cells, because these cytokines failed to induce
expressions of IL-17A, IL-22 (data not shown) and RORC (Figure 4j)
in CB CD4+ T cells. On the other hand, IL-23 or Th17 conditions did
induce RORC, in addition to IL-21, raising the possibility that these
IL-21+ Th cells may belong to the Th17 lineage. This finding also
demonstrates that it is IL-23, rather than IL-6, in the Th17 culture that
is responsible for inducing RORC. Overall, IL-12 appears to be the
predominant cytokine that induces TFH-like features in naı̈ve CD4+

T cells, whereas other cytokines can prime these cells for additional
fates such as the Th17 lineage.

IL-21+ cells generated in vitro by IL-12 exhibit phenotypic
and functional features characteristic of TFH cells
When naı̈ve CB CD4+ T cells were cultured in vitro with anti-CD3 and
anti-CD28 mAb, they upregulated several surface molecules, CXCR5
and ICOS, that are highly expressed on TFH cells (Figures 5a and b; left
panels). Expression of these molecules was greatest at 48 h, after which
time expression plateaued and then decreased (Figures 5a and b; left
panels), indicating the transient nature of these phenotypic changes.
In the presence of IL-12 naı̈ve CD4+ T cells from both CB and PB
expressed higher levels of CXCR5 (Figure 5a) and ICOS (Figure 5b)
than when cultured under non-polarizing conditions. This property
was unique to IL-12/Th1 cultures, because exposure of naı̈ve CD4+
T cells to IL-4 (that is, Th2), Th17, IL-6, IL-21 or IL-23 failed to con-
sistently increase the expression CXCR5 or ICOS (Figures 5a and b).
Thus, in addition to IL-21 expression, naı̈ve CD4+ T cells cultured

Table 1 Induction of IL-21 expression in in vitro stimulated human

naı̈ve peripheral blood CD4+ T cells

Culture %IL-21+ %IL-21+IFN-g+ %IL-21+IFN-g� %IL-21�IFN-g+

Nil (n¼4) 3.0±2.0 0.17±0.1 2.8±1.7 1.0±0.4

Th1 (n¼4) 18.0±8.0 4.62±2.2 13.3±5.8 13.6±3.3

Th2 (n¼3) 1.05±0.5 0.02±0.01 1.0 + 0.5 0.34±0.2

Th17 (n¼4) 2.4±1.4 0.05±0.01 2.4±1.4 0.6±0.2

IL-6 (n¼4) 4.9±4.3 0.08±0.1 4.8±4.3 0.4±0.2

IL-21 (n¼4) 6.1±5.5 0.12±0.1 6.0±5.4 0.4±0.2

IL-23 (n¼4) 4.9±4.4 0.17±0.1 4.8±4.3 1.0±0.4

IFN-g(n¼2) 0.2±0.1 0.02±0.01 0.22±0.1 1.1±0.1

Sort-purified peripheral blood CD45RA+CCR7+CXCR5� CD4+ T cells were cultured for five
days under the indicated polarizing conditions or in the presence of the indicated cytokines.
After this time, the cells were harvested, re-stimulated with PMA/ionomycin and expression
of intracellular IL-21 and IFN-g determined by flow cytometry. The values represent the
mean±s.e.m. of two to four independent experiments.
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under Th1 conditions acquired phenotypic features of TFH cells
equipping them with a heightened ability to provide help to B cells.

A signature feature of TFH cells is their ability to induce the differ-
entiation of B cells into Ig-secreting cells.23 This has been established
by demonstrating that CD4+CXCR5+ T cells from human tonsils are
superior at providing help to co-cultured B cells for Ig secretion than
CD4+CXCR5� T cells.4,5 To extend these observations, we tested the

relative abilities of naı̈ve, CXCR5lo, CXCR5inter and CXCR5hi subsets
of tonsillar CD4+ T cells to activate co-cultured B cells. Naı̈ve CD4+

CD45RA+CXCR5� T cells induced only low amounts of Ig secretion
by co-cultured B cells. In contrast, all three subsets of CD4+CD45RA�

T cells induced 5–10-fold higher levels of Ig secretion than naı̈ve
B cells, with the effect of the CXCR5inter and CXCR5hi subsets exceed-
ing that of the CXCR5lo cells (Figure 6a). When endogenous IL-21 was

Figure 5 IL-12 induces increased expression of CXCR5 and ICOS on naı̈ve CD4+ T cells. Left panel: Expression of CXCR5 (a) and ICOS (b) on cord blood

(CB) CD4+ T cells was determined ex vivo (shaded histogram) and after 1 (open histogram), 2 (dashed histogram) and 3 (grey outline histogram) days in
culture under Th1 conditions. Middle and right panels: CD4+CD45RA+ cord blood (middle) and peripheral blood (right) T cells were stimulated with neutral

(nil) conditions or in the presence of IL-12 (Th1), IL-4 (Th2), IL-1b–IL-6–IL-23 (Th17), or IL-6, IL-21 or IL-23 alone for 3–4 days. After this time the MFI

of CXCR5 and ICOS expression were determined.

Figure 6 Naı̈ve CD4+ T cells primed with IL-12 provide improved help for T-cell dependent differentiation of B cells into Ig-secreting cells. (a) Sort-purified

tonsillar CD4+ naı̈ve, CXCR5lo, CXCR5inte and CXCR5hi TFH subsets were treated with mitomycin C and then co-cultured with autologous naı̈ve B cells in

the presence of anti-CD3 and anti-CD28 mAb without (�) or with (+) a neutralizing polyclonal anti-IL-21 antisera. Secretion of IgM, IgG and IgA was

determined after 10 days of culture. (b) PB naı̈ve CD4+ T cells were cultured for five days under the indicated conditions. The cells were then harvested,

treated with mitomycin C and co-cultured with allogeneic naı̈ve B cells in the presence of TAE beads. Secretion of IgM was determined after seven days of

culture. (c) PB naı̈ve CD4+ T cells cultured in the presence of IL-12 (Th1) for five days were then treated with mitomycin C and co-cultured with allogeneic

naı̈ve B cells in the presence of TAE beads alone or together with neutralizing anti-IL-21 antisera or anti-ICOS-L mAb. Secretion of IgM was determined after

eight days of culture.
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neutralized by a blocking polyclonal anti-IL-21 Ab, Ig secretion was
reduced, and the extent of inhibition correlated with IL-21 production
by CD45RA� CD4+ T-cell subsets (Figure 6a). Thus, IL-21 production
by TFH cells represents a major mechanism, by which they support the
differentiation of B cells into Ig-secreting cells.

On the basis of this result, we were interested in determining
whether the increased production of IL-21 by naı̈ve CD4+

T cells cultured with IL-12, together with their heightened expression
of ICOS, endowed these cells with improved T-helper function. When
naı̈ve PB CD4+ T cells were cultured with IL-12, their ability to induce
Ig secretion by naı̈ve B cells was approximately threefold greater than
that of cells cultured without IL-12, or under the alternative polarizing
conditions (Figure 6b). It is important to note that the enhancing
effect of IL-12-primed CD4+ T cells on Ig secretion could be
dramatically suppressed by blocking endogenous IL-21 or inhibiting
ICOS–ICOS ligand interactions (Figure 6c). Thus, not only does IL-12
induce naı̈ve CD4+ T cells to resemble TFH-like cells with respect to
cytokine (IL-21) expression and phenotype (CXCR5, ICOS), it also
provides these cells with TFH function with respect to the provision
of help to B cells for their differentiation into Ig-secreting cells.

DISCUSSION

The objectives of this study were twofold. First, we aimed to provide a
detailed characterization of human TFH cells. Whereas initial pheno-
typic4 and microarray analysis of human CD4+CXCR5+ T cells
revealed important features of TFH cells and identified signature
genes,6,8,9 these studies relied on the analysis of all CXCR5+ T cells4

or predominantly the CD57+ subset.6,8,9 Furthermore, the data
derived from microarray studies were rarely confirmed by q-PCR or
at the protein level. Finally, CXCR5 itself is heterogeneously expressed
on human CD4+ T cells, suggesting the existence of CXCR5lo,
CXCR5inter and CXCR5hi subsets,9 and the validity of delineating
CXCR5+ T cells into subsets based on CD57 expression has been
questioned by several groups.8,9 For these reasons, it was important to
adopt a new approach to characterize human tonsillar CD4+ T cell
subsets that made no assumptions about the co-expression of other
surface molecules.

To achieve this, we analyzed tonsillar CD4+ T cells according to the
differential expression of CD45RA and CXCR5. This identified four
populations of CD4+ T cells: naı̈ve CD45RA+CXCR5�,
CD45RA�CXCR5lo, CD45RA�CXCR5inter and CD45RA�CXCR5hi

cells. Detailed phenotypic, molecular and functional analysis of
these subsets provided important insight into the nature of human
effector CD4+ T cells. First, CD4+CXCR5hi T cells uniformly expressed
the highest levels of ICOS, PD-1, CD40L, OX2 (CD200) and SAP.
They also exhibited the greatest expression of BCL-6 and contained
the highest frequency of cells co-expressing IL-4 and IL-21 after ex vivo
stimulation. Histological analyses of human tonsils have established
that CD4+ T cells expressing the most abundant levels of CD40L,31

PD-1, SAP32 and ICOS4,33 localize to GCs. It is interesting to note that
PD-1 and SAP were largely co-expressed within GC CD4+ T cells and
approximately 20% of these were also BCL-6+.32 Taken with our
phenotypic analysis, this suggests that CD4+CXCR5hi T cells would be
positioned within GCs, and thus correspond to bona fide TFH cells. It
is important to emphasize that although previous studies have
indicated that Th17 cells produce the greatest amounts of IL-21,30

our results exclude any possibility that CXCR5hi CD4+ T cells are Th17
cells because they lacked expression of the signature Th17 molecules
RORC, IL-17, IL-22 and CCR6.

The elevated expressions of ICOS, CD40L and IL-21 by
CD4+CXCR5hi T cells is likely to contribute directly to their ability

to provide help to B cells.9,34–36 Similarly, our finding that
CD4+CXCR5hi T cells expressed the highest amounts of BTLA,
CD95, CXCR4 and CD126 (IL-6R) would predict important roles
for these molecules in TFH cell biology. Heightened expression of
inhibitory (BTLA and CD200) and death (CD95 and PD-1) receptors
by TFH cells is likely to be a mechanism to control their expansion
and/or function, as evidenced by the fact that aberrant regulation of
TFH-cell differentiation can cause T-cell lymphoma in humans37 and
lupus-like disease in mice.20 Consistent with this, TFH cells have been
found to accumulate in the blood of patients with the autoimmune
conditions systemic lupus erythematosus and Sjogren’s syndrome.38

The expression of CXCR4 is more highly expressed on GC B cells than
on follicular B cells. This increased expression of CXCR4, together
with constitutive CXCR5 expression, on GC B cells is functionally
significant because CXCR4-deficiency affected the positioning of
B cells within a GC.39 Based on this, we postulate that co-expression
of CXCR4 and CXCR5 by TFH cells provides a mechanism for their
localization to GC, thereby facilitating their interaction with GC
B cells. The sustained expression of CD126 would be consistent
with IL-6 having a role in supporting the maturation or function
of TFH cells, as recently reported for mice10,12,13,25 and demonstrated
here for humans. In contrast, the lack of expression of CD127 (IL-7R),
CCR6, CCR7 and CXCR3 predicts that CD4+CXCR5hi T cells would
be insensitive to the effects of ligands for these cytokine and chemo-
kine receptors. Indeed it has been previously reported that effector
CD4+ T cells that localize to the B-cell follicle and have unique
B-helper functions could be identified by the loss of CD127.35

The prominent expression of SAP by CD4+CXCR5hi T cells is
consistent with defects in TFH cells in humans with mutations in
SH2D1A, which encodes SAP, and sap�/� mice.19,40–42 Of the four
CD4+ T cell subsets examined, the CD4+CXCR5hi cells expressed the
highest level of the SAP-binding receptor CD84. Although the
expression of Ly9 and NTB-A on CD4+CXCR5hi T cells exceeded
that of naı̈ve cells, it was comparable to that observed for CXCR5lo and
CXCR5inter subsets. Thus, it is unclear which SAP-binding receptor is
most critical for humoral immune responses. The elevated expression
of CD84 on human CD4+CXCR5hi T cells makes this receptor a likely
candidate. It is also possible, however, that SAP deficiency impairs
TFH-cell function and subsequent B-cell responses by compromising
signals delivered to CD4+ T cells through several SAP-binding recep-
tors.19 This awaits the generation and analysis of mice rendered
deficient in CD84 singly and in combination with other candidate
receptors.

Although CD4+CXCR5hi T cells were reasonably uniform with
respect to surface phenotype and the predominant expression of a
single T-cell lineage transcription factor, the CXCR5lo and CXCR5inter

subsets were notably heterogeneous. The CD45RA�CXCR5lo subset
expressed the greatest levels of TXB21, GATA3, RORC and FOXP3, and
contained the greatest frequencies of cells expressing or producing
IFN-g, IL-13 and IL-17, and CCR6 and CXCR3. It is interesting to
note that CD4+CXCR5lo T cells also contained a substantial fraction of
IL-4 and IL-21-expressing cells, but unlike CD4+CXCR5hi T-cells
expression of these cytokines by CD4+CXCR5lo cells segregated into
independent populations. It is likely that the IL-4- and IL-13-produ-
cing cells within the CXCR5lo population represent canonical Th2
cells, whereas the IL-4+ cells in the CXCR5hi population are true TFH

cells. This analysis also suggests that IL-13 is not produced by TFH

cells. Furthermore, 450% of IL-17+ CD4+CXCR5lo cells co-expressed
IL-21. Collectively, this demonstrates that the CXCR5lo population
of tonsillar CD4+ T cells is comprised of Th1 (IFN-g+TBX21+), Th2
(IL-4+IL-13+IL-21�GATA3+), Th17 (IL-17+IL-21±IL-22+RORC+) and
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Treg (FOXP3+) cells. Expression of these cytokines, transcription
factors and chemokine receptors was also noted for some
CD4+CXCR5inter T cells, however to a lesser extent than the
CD4+CXCR5lo subset. Consequently, effector Th1, Th2, Th17 and
Treg cells can also upregulate the expression of CXCR5. This may
explain previous observations that some CD4+CXCR5+ T cells are
suppressive43 or produce substantial quantities of IFN-g,6 an observa-
tion not made for the CXCR5hi TFH cells identified here. Based on this,
it will be interesting to determine whether the B-cell zone homing
‘Th17’ cells reported to underlie disease development in a murine
model of lupus44 are actually Th17 cells or rather correspond to the
CXCR5inter subset of CD4+ T cells that not only retain the capacity to
produce inflammatory cytokines—IFN-g and IL-17—but also have
the ability to migrate into GCs due to low-level expression of CXCR5.

PRDM1/Blimp-1 is well-characterized for its necessary role in
generating plasma cells.24 Recently, PRDM1 was found to inhibit the
generation of murine TFH cells from naı̈ve precursors by antagonizing
the action of Bcl-6.22 The reciprocal expression of PRDM1
and BCL-6 in human CD4+ CXCR5lo and CXCR5hi T cells, respec-
tively, resembles that of plasma cells (Blimp-1+Bcl-6�) and GC B cells
(that is, Bcl-6+Blimp-1�). These transcriptional repressors, therefore,
probably have a parallel function in regulating the commitment
of naı̈ve human CD4+ T cells into Blimp-1+Bcl-6� cells capable of
becoming Th1, Th17 or Treg effector CD4+ T cells or into
Bcl-6+Blimp-1� TFH cells.

The second objective of our investigation was to identify require-
ments necessary for the differentiation of human naı̈ve CD4+

T cells into TFH-like cells in vitro. This resulted in the discovery that
several cytokines—IL-12, IL-6, IL-23 and IL-21 itself—could induce
IL-21 production by naı̈ve CD4+ T cells in human tonsils, as well as
CB and PB. The ability of IL-12 to induce IL-21 expression in human
naı̈ve CD4+ T cells is striking in as much that IL-12 had no effect on
IL-21 production by murine CD4+ T cells,10,12,25 thus highlighting
the species-specific effect of IL-12. Although human and murine
CD4+ T cells differed with respect to the ability of IL-12 to induce
IL-21 production, our findings confirmed previous observations that
IL-6 and IL-21 were also capable of priming naı̈ve murine CD4+

T cells to differentiate into IL-21-expressing cells.10–12,25 The mechan-
ism by which IL-12 induces IL-21 expression in human CD4+ T cells is
unknown. As IL-12 also induced BCL-6, and IL-21+IFN-g� cells
lacked T-bet, it is tempting to speculate that this process involves
Bcl-6 and not T-bet. Our findings largely confirm those recently
reported by Schmitt et al,45 who also reported that IL-12 was the
predominant cytokine responsible for inducing IL-21 production
by human naı̈ve CD4+ T cells, whereas IL-21 and IL-23 also shared
this property albeit it to a much lesser extent. However, our studies
substantially extended these findings by correlating induction of
IL-21 expression with increased BCL-6 and CXCR5 expression.
This ability of IL-12 to induce increased expression of CXCR5 may
be important in localising these IL-21+ CD4+ T cells to the B-cell
follicle, where they are positioned to provide B cell help.23,42,46

Moreover, our data highlight the importance of monitoring expression
of other transcription factors, as it is possible that the CD4+ T cells
induced to express IL-21 by IL-23 may actually belong to the Th17
lineage rather than the TFH lineage, as IL-23 is known for its ability to
induce both IL-21 and RORC—that is, features of Th17 cells—in naı̈ve
human CD4+ T cells.46 Further analysis of RORgt expression by IL-
21+ cells induced by different in vitro culture conditions will help
resolve this issue. In contrast to our results, Schmitt et al45 reported
that IL-6 had no effect on IL-21 induction by human naı̈ve CD4+ T
cells. It is unclear why this difference was observed, but may reflect the

in vitro culture systems used. It will therefore be important to address
the effects of IL-6 on the formation of human TFH cells.

The physiological source of IL-12 for the differentiation of naı̈ve
CD4+ T cells into IL-21-expressing cells is likely to be activated DC,45

which are well-characterized for their ability to produce high quan-
tities of IL-12 after stimulation through CD40 or TLRs.47 Although
our finding that IL-12 is the predominant cytokine responsible for
inducing IL-21 in human naı̈ve CD4+ T cells may appear surprising,
and may be difficult to reconcile with its central role in inducing Th1-
mediated immune responses, it is consistent with the critical role of
DCs in both directing the differentiation of naı̈ve T cells into specific
effector fates and in regulating humoral immune responses.46,47 In
light of this, it is of interest that DCs from patients with common
variable immunodeficiency are impaired in IL-12 production.48 It is
therefore possible that this deficit in IL-12 production in vivo would
contribute to the defect in humoral immune responses that are
characteristic of common variable immunodeficiency. Our proposal,
together with that of Schmitt et al,45,46 that IL-12 is involved in
generating TFH cells is supported by earlier findings that IL-12 can
augment expression of CD40L49,50 and ICOS51—additional features of
TFH cells (Figure 14,5,9,20,35)—on in vitro activated CD4+ T cells,
and that Ab production by B cells co-cultured with IL-12-primed
CD4+ T cells was in part dependent on IL-12 sustaining expression of
CD40L.50

A model for the generation of TFH cells involves an initial interac-
tion between Ag-specific CD4+ naı̈ve T cells and DCs,47 which induces
the expression of IL-21 via production of IL-12 (humans only) and/or
IL-6 (humans and mice: Figure 410,12,13,25). These IL-21+CD4+ T cells
then interact with Ag-specific B cells, which dictate their further
maturation towards a TFH-cell fate in an ICOS–ICOS-L dependent
manner.10,11,42,45,46 From this, we would propose that IL-12-induced
IL-21+ human CD4+ T cells correspond to precursor TFH cells that,
after CXCR5-mediated migration to the B-cell zone and ICOS-
mediated interactions with cognate B cells, will undergo further
differentiation and acquire key features of TFH cells. The CD4+ T cells
generated in vitro by IL-12 resembled tonsillar CXCR5lo/interCD4+

T cells in as much that they expressed IFN-g in addition to IL-21,
had relatively low levels of ICOS and CXCR5, and lacked IL-4. It is
likely that after exposure to the appropriate microenvironment, these
‘Th1-like’ cells will acquire the capacity of becoming a bona fide
TFH cell. This is supported by the observation that human tonsillar
CD4+CXCR5lo/inter T cells produce substantial amounts of IFN-g
when cultured in vitro, but alter their cytokine profile after
co-culture with autologous GC B cells such that they acquired the
ability to produce IL-4 while concomitantly downregulating IFN-g
production.16 This suggests a degree of plasticity within the differ-
entiation program of CD4+ T cells such that one population of
effector cells (for example, Th1 cells) can acquire feature of another
subset (for example, TFH cells). This is consistent with recent murine
studies showing that TFH cells could differentiate from Th2 or Foxp3+

CD4+ T cells in lymph nodes or Peyer’s patches.52–55 Retaining this
level of plasticity would enable the rapid development of TFH cells
when required and would be less exhausting than differentiation from
a naı̈ve precursor. Alternatively, sustained production of cytokines
other than IL-21 by pre-TFH cells may regulate or shape the immune
response. Thus, although IL-21 would be sufficient to initiate B-cell
activation and differentiation, other cytokines such as IFN-g and IL-4
could fine-tune the immune response. Indeed, IL-4- and IFN-g-
expressing murine TFH cells could induce isotype switching to IgG1
and IgG2a, respectively, in vivo.52 Similarly, we have shown that IL-21
can induce human B cells to undergo Ig isotype switching to IgG3 and
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IgA, but IL-4 skews the IL-21-induced response towards IgG1 and
away from IgA.36 Thus, production of IL-21 in association with other
cytokines may be required to modulate Ab production by B cells.

Key unanswered questions in the field of TFH cells include identify-
ing mechanisms that guide the migration of precursor TFH cells into
B-cell follicles, and the relationship between TFH cells and other
effector cell subsets—Th17, Treg, Th1 and Th2 cells—which share
similar features with and/or can differentiate into TFH cells.46 Our
detailed characterization of distinct effector CD4+ T-cell subsets
generated in vivo and the identification of factors involved in the
early commitment of naı̈ve CD4+ T cells to a TFH-like fate represent
important advances in our understanding of the biology of human
CD4+ T-cell differentiation. Given the role of TFH cells in Ab-mediated
immune response, this information can be used to address these
outstanding questions with the ultimate objective being the ability to
modulate these cells for improving the development of vaccines or
novel therapies for treating conditions, such as immunodeficiencies,
autoimmunity and malignancy.

METHODS

Human samples
Human tonsils were obtained from routine tonsillectomy at the St Vincent’s

Hospital (Darlinghurst, NSW, Australia). CB samples were obtained from

Nepean Hospital (Nepean, NSW, Australia). PB buffy coats were obtained

from the Australian Red Cross Blood Service. All studies were approved by

institutional Human Research Ethics Committees.

Antibodies
The following Abs were used: Alexa-647-conjugated anti-IL-21 mAb, biotiny-

lated anti-BTLA and anti-ICOS mAb, PE-conjugated anti-OX40, anti-CD4 and

anti-T-bet mAb, Pacific blue-conjugated anti-IL-10 mAb, PE-Cy7-conjugated

anti-IL-4 mAb, PerCP-Cy5.5-anti-IFNg, FITC-conjugated anti-IL-17A and

anti-CD45RA mAb and neutralizing anti-ICOS-L mAb (eBioscience, San Diego,

CA, USA); Alexa 647-anti-CXCR5 mAb, APC-anti-CXCR3 mAb, PE-anti-CCR6,

anti-CD69, anti-CD95, anti-CD126, anti-CD154, anti-CXCR4, anti-OX2 and

anti-IL-2 mAb, FITC-anti-CD57 mAb and neutralizing anti-IFN-g mAb (Becton

Dickinson, San Jose, CA, USA); biotinylated anti-PD-1, PE-anti-CCR7 mAb

(R&D systems, Minneapolis, MN, USA); PE-anti-CD127 mAb (Beckman

Coulter, Miami, FL, USA); anti-SAP mAb (Abnova, Taipei City, Taiwan) was

conjugated to Alexa-647 (Invitrogen, Carlsbad, CA, USA); neutralizing anti-

IL-21 Ab (Peprotech, Rocky Hill, NJ, USA).

Isolation of CD4+ T cells
CD4+ T cells were isolated from human tonsils, CB and PB using Dynal

beads as per manufacturer’s instructions. Tonsillar CD4+ T cells were labelled

with anti-CD45RA and anti-CXCR5 mAbs and then sorted into popula-

tions of CD45RA+CXCR5�, CD45RA�CXCR5lo, CD45RA�CXCR5inter and

CD45RA�CXCR5hi cells using a FACS ARIA (Becton Dickinson). Naı̈ve

CD4+ T cells were isolated from PB by sorting CD45RA+CCR7+CXCR5� cells.

Purified CB CD4+ T cells were labelled with CD45RA microbeads and

CD45RA+ T cells were isolated using an AutoMACs (Miltenyi Biotech, Bergisch

Gladbach, Germany). Purity of the recovered CD4+ T-cell subsets was 497%.

Ex vivo analysis of phenotype and expression of cytokines
and transcription factors by tonsil CD4+ T-cell subsets
Phenotype: Tonsillar CD4+ T cells were labelled with anti-CD45RA and anti-

CXCR5 mAbs, and either an isotype control or a mAb to the indicated cell

surface molecule. Populations corresponding to CD45RA+CXCR5�,

CD45RA�CXCR5lo, CD45RA�CXCR5inter and CD45RA�CXCR5hi cells were

identified by electronic gating, and expression of the molecules of interest was

determined. The expression of SAP was determined after surface staining with

anti-CD45RA and anti-CXCR5 mAbs and then fixation and permeabilization

with formaldehyde and saponin. CD40L expression was determined after

culturing sort-purified subsets of tonsil CD4+ T cells with PMA (100 ng ml�1)

and ionomycin (750 ng ml�1) for 2 h.

Cytokine expression: Sorted tonsil CD4+ T-cell subsets were stimulated in

vitro with PMA (100 ng ml�1) and ionomycin (750 ng ml�1) for 6 h, with

brefledin A (10mg ml�1) being added after 2 h. The cells were then fixed with

formaldehyde and expression of cytokines detected by intracellular staining

using saponin to permeablize the cells and cytokine-specific mAbs, as pre-

viously described.40,56

Transcription factors: Total RNA was extracted from sorted tonsil CD4+ T-cell

subsets immediately after isolation using the RNeasy kit as per manufacturer’s

instructions (Qiagen, Doncaster, VIC, Australia), and transcribed into cDNA

using random hexamers and Superscript III (Invitrogen). All real-time PCR

primers (Integrated DNA Technologies, Coralville, IN, USA) were designed

using the Roche UPL Primer Design Program. The primer sequences, Roche

UPL probes and size of each amplicon are as follows: IL-21—fwd: AGGAAA

CCACCTTCCACAAA; rev: GAATCACATGAAGGGCATGTT; UPL probe: 7;

amplicon: 68; BCL-6—fwd: GAGCTCTGTTGATTCTTAGAACTGG; rev: GCC

TTGCTTCACAGTCCAA; UPL probe: 9; amplicon: 110; PRDM1 (Blimp-1)—

fwd: ACGTGTGGGTACGACCTTG; rev: CTGCCAATCCCTGAAACCT; UPL

probe: 67; amplicon: 68; TBX21 (T-bet)—fwd: TGTGGTCCAAGTTTAATC

AGCA; rev: TGACAGGAATGGGAACATCC; UPL probe: 9; amplicon: 77;

GATA3—fwd: GCTTCGGATGCAAGTCCA; rev: GCCCCACAGTTCACAC

ACT; UPL probe: 8; amplicon: 70; RORC—fwd: CAGCGCTCCAACATCTTCT;

rev: CCACATCTCCCACATGGACT; UPL probe: 69; amplicon: 69; FOXP3—

fwd: ACCTACGCCACGCTCATC; rev: TCATTGAGTGTCCGCTGCT; UPL

probe: 50; amplicon: 65; GAPDH—fwd: CTCTGCTCCTCCTGTTCGAC; rev:

ACGACCAAATCCGTTGACTC; UPL probe: 60; amplicon: 112. Real-time PCR

was carried out using the Roche LightCycler 480 Probe Master Mix and

the Roche Lightcycler 480 System with the following conditions: denaturation

at 95 1C for 10 mins, amplification for 45 cycles at 95 1C for 10 secs, 65 1C for

30 secs and 72 1C for 5 secs, and cooling at 40 1C for 30 secs. All reactions were

standardized to the level of expression of the house-keeping gene GAPDH.

Cell cultures
Tonsil, CB and PB CD4+ T cell subsets were cultured with T-cell activation and

expansion (TAE) beads (Miltenyi Biotech) and recombinant human (rh) IL-2

(20 Uml�1, Millipore, North Ryde, NSW, Australia) alone (nil culture) or under

the following polarizing conditions: Th1: IL-12 (20 ng ml�1, R&D systems); Th2:

IL-4 (100 Uml�1, gift from Dr Rene de Waal Malefyt, DNAX Research, Palo

Alto, CA, USA); Th17: IL-1b (20 ng ml�1, Peprotech)40,56–58 IL-6 (50 ng ml�1,

Peprotech) and IL-23 (20 ng ml�1, eBioscience); or with IL-6 (50 ng ml�1), IL-21

(50 ng ml�1, Peprotech), IL-23 (20 ng ml-1) or IFN-g (1000 U ml�1, Becton

Dickinson) alone for five days. In some cultures a neutralizing IL-21 or anti-

IFN-g Ab (15mg ml�1) was added at day 0. After this time, the expression of

intracellular cytokines and transcription factors and surface phenotype of

the cells was determined as detailed above. Cytokine secretion was determined

using cytokine specific ELISA, as previously described.56

T–B cell co-cultures
Tonsil CD4+ T cells were sorted into subsets of CD45RA+CXCR5�,

CD45RA�CXCR5lo, CD45RA�CXCR5inter and CD45RA�CXCR5hi cells, treated

with mitomycin C and then co-cultured with autologous naı̈ve B cells in the

presence of TAE beads.34,40 Endogenous IL-21 was neutralized by the inclusion

of anti-IL-21 polyclonal Ab (15mg ml�1). Naı̈ve CD4+ T cells were isolated from

PB by sorting CD45RA+CCR7+ cells and then cultured under the conditions

outlined above (see Cell cultures section). After five days, the cells were

harvested, treated with mitomycin C and then co-cultured with allogeneic

tonsil naı̈ve B cells40 in the presence of TAE beads. In some experiments, the

effect of inhibiting IL-21 or ICOS–ICOS-L interactions were examined by

adding neutralizing anti-IL-21 polyclonal Ab or anti-ICOS-L mAb. Secretion of

Ig was determined after 7–10 days by Ig heavy-chain specific ELISA.34,40

ACKNOWLEDGEMENTS
We thank the Garvan Institute Flow Facility for cell sorting, Dr Ron Bova for

providing tonsil samples and Mitch Arico for carrying out the cytokine ELISA.

This work was funded by grants and fellowships awarded by the National Health

Regulation of IL-21 production by human TFH cells
CS Ma et al

10

Immunology and Cell Biology



and Medical Research Council (NHMRC) of Australia. CSM is a Peter Doherty

Research Fellow, SS is a Dora Lush Postgraduate Student, EKD is a Howard

Florey Research Fellow and SGT is a Senior Research Fellow of the NHMRC.

1 Weaver CT, Hatton RD, Mangan PR, Harrington LE. IL-17 family cytokines and the
expanding diversity of effector Tcell lineages. Annu Rev Immunol 2007; 25: 821–852.

2 Dong C. TH17 cells in development: an updated view of their molecular identity and
genetic programming. Nat Rev Immunol 2008; 8: 337–348.

3 Murphy KM, Reiner SL. The lineage decisions of helper Tcells. Nat Rev Immunol 2002;
2: 933–944.

4 Schaerli P, Willimann K, Lang AB, Lipp M, Loetscher P, Moser B. CXC chemokine
receptor 5 expression defines follicular homing T cells with B cell helper function.
J Exp Med 2000; 192: 1553–1562.

5 Breitfeld D, Ohl L, Kremmer E, Ellwart J, Sallusto F, Lipp M et al. Follicular B helper
T cells express CXC chemokine receptor 5, localize to B cell follicles, and support
immunoglobulin production [comment]. J Exp Med 2000; 192: 1545–1552.

6 Kim CH, Rott LS, Clark-Lewis I, Campbell DJ, Wu L, Butcher EC. Subspecialization of
CXCR5+ T cells: B helper activity is focused in a germinal center-localized subset of
CXCR5+ T cells. J Exp Med 2001; 193: 1373–1381.

7 Kim CH, Lim HW, Kim JR, Rott L, Hillsamer P, Butcher EC. Unique gene expression
program of human germinal center T helper cells. Blood 2004; 104: 1952–1960.

8 Chtanova T, Tangye SG, Newton R, Frank N, Hodge MR, Rolph MS et al. T follicular
helper cells express a distinctive transcriptional profile, reflecting their role as non-Th1/
Th2 effector cells that provide help for B cells. J Immunol 2004; 173: 68–78.

9 Rasheed AU, Rahn HP, Sallusto F, Lipp M, Muller G. Follicular B helper T cell activity is
confined to CXCR5(hi)ICOS(hi) CD4 T cells and is independent of CD57 expression.
Eur J Immunol 2006; 36: 1892–1903.

10 Nurieva RI, Chung Y, Hwang D, Yang XO, Kang HS, Ma L et al. Generation of T follicular
helper cells is mediated by interleukin-21 but independent of T helper 1, 2, or 17 cell
lineages. Immunity 2008; 29: 138–149.

11 Vogelzang A, McGuire HM, Yu D, Sprent J, Mackay CR, King C. A fundamental role
for interleukin-21 in the generation of T follicular helper cells. Immunity 2008; 29:
127–137.

12 Dienz O, Eaton SM, Bond JP, Neveu W, Moquin D, Noubade R et al. The induction of
antibody production by IL-6 is indirectly mediated by IL-21 produced by CD4+ T cells.
J Exp Med 2009; 206: 69–78.

13 Eddahri F, Denanglaire S, Bureau F, Spolski R, Leonard WJ, Leo O et al. Interleukin-6/
STAT3 signaling regulates the ability of naive T cells to acquire B-cell help capacities.
Blood 2009; 113: 2426–2433.

14 Linterman MA, Rigby RJ, Wong RK, Yu D, Brink R, Cannons JL et al. Follicular helper
T cells are required for systemic autoimmunity. J Exp Med 2009; 206: 561–576.

15 King C, Tangye SG, Mackay CR. T follicular helper (TFH) cells in normal and
dysregulated immune responses. Annu Rev Immunol 2008; 26: 741–766.

16 Johansson-Lindbom B, Ingvarsson S, Borrebaeck CA. Germinal centers regulate human
Th2 development. J Immunol 2003; 171: 1657–1666.

17 Qin S, Rottman JB, Myers P, Kassam N, Weinblatt M, Loetscher M et al. The chemokine
receptors CXCR3 and CCR5 mark subsets of T cells associated with certain inflamma-
tory reactions. J Clin Invest 1998; 101: 746–754.

18 Acosta-Rodriguez EV, Rivino L, Geginat J, Jarrossay D, Gattorno M, Lanzavecchia A
et al. Surface phenotype and antigenic specificity of human interleukin 17-producing
T helper memory cells. Nat Immunol 2007; 8: 639–646.

19 Ma CS, Nichols KE, Tangye SG. Regulation of cellular and humoral immune responses
by the SLAM and SAP families of molecules. Annu Rev Immunol 2007; 25: 337–379.

20 Vinuesa CG, Cook MC, Angelucci C, Athanasopoulos V, Rui L, Hill KM et al. A RING-
type ubiquitin ligase family member required to repress follicular helper T cells and
autoimmunity. Nature 2005; 435: 452–458.

21 Yu D, Rao S, Tsai LM, Lee SK, He Y, Sutcliffe EL et al. The transcriptional repressor Bcl-6
directs T follicular helper cell lineage commitment. Immunity 2009; doi:10.1016/
j.immuni.2009.07.002.

22 Johnston RJ, Poholek AC, Ditoro D, Yusuf I, Eto D, Barnett B et al. Bcl6 and Blimp-1
are reciprocal and antagonistic regulators of T follicular helper cell differentiation.
Science 2009; 325: 1006–1010.

23 Vinuesa CG, Tangye SG, Moser B, Mackay CR. Follicular B helper T cells in antibody
responses and autoimmunity. Nat Rev Immunol 2005; 5: 853–865.

24 Martins G, Calame K. Regulation and functions of Blimp-1 in T and B lymphocytes.
Annu Rev Immunol 2008; 26: 133–169.

25 Suto A, Kashiwakuma D, Kagami S, Hirose K, Watanabe N, Yokote K et al. Development
and characterization of IL-21-producing CD4+ T cells. J Exp Med 2008; 205:
1369–1379.

26 Splawski JB, Jelinek DF, Lipsky PE. Delineation of the functional capacity of human
neonatal lymphocytes. J Clin Invest 1991; 87: 545–553.

27 Durandy A, De Saint Basile G, Lisowska-Grospierre B, Gauchat JF, Forveille M, Kroczek
RA et al. Undetectable CD40 ligand expression on T cells and low B cell responses to
CD40 binding agonists in human newborns. J Immunol 1995; 154: 1560–1568.

28 Fuleihan R, Ahern D, Geha RS. Decreased expression of the ligand for CD40 in newborn
lymphocytes. Eur J Immunol 1994; 24: 1925–1928.

29 Brugnoni D, Airo P, Graf D, Marconi M, Lebowitz M, Plebani A et al. Ineffective
expression of CD40 ligand on cord blood Tcells may contribute to poor immunoglobulin
production in the newborn. Eur J Immunol 1994; 24: 1919–1924.

30 Nurieva R, Yang XO, Martinez G, Zhang Y, Panopoulos AD, Ma L et al. Essential

autocrine regulation by IL-21 in the generation of inflammatory T cells. Nature 2007;

448: 480–483.
31 Casamayor-Palleja M, Khan M, MacLennan IC. A subset of CD4+ memory T cells

contains preformed CD40 ligand that is rapidly but transiently expressed on their

surface after activation through the T cell receptor complex. J Exp Med 1995; 181:

1293–1301.
32 Roncador G, Garcia Verdes-Montenegro JF, Tedoldi S, Paterson JC, Klapper W, Ballabio

E et al. Expression of two markers of germinal center T cells (SAP and PD-1) in

angioimmunoblastic T-cell lymphoma. Haematologica 2007; 92: 1059–1066.
33 Hutloff A, Dittrich AM, Beier KC, Eljaschewitsch B, Kraft R, Anagnostopoulos I et al.

ICOS is an inducible T-cell co-stimulator structurally and functionally related to CD28.

Nature 1999; 397: 263–266.
34 Bryant VL, Ma CS, Avery DT, Li Y, Good KL, Corcoran LM et al. Cytokine-mediated

regulation of human B cell differentiation into Ig-secreting cells: predominant role

of IL-21 produced by CXCR5+ T follicular helper cells. J Immunol 2007; 179:

8180–8190.
35 Lim HW, Kim CH. Loss of IL-7 receptor alpha on CD4+ T cells defines terminally

differentiated B cell-helping effector T cells in a B cell-rich lymphoid tissue. J Immunol

2007; 179: 7448–7456.
36 Avery DT, Bryant VL, Ma CS, de Waal Malefyt R, Tangye SG. IL-21-induced isotype

switching to IgG and IgA by human naive B cells is differentially regulated by IL-4.

J Immunol 2008; 181: 1767–1779.
37 Dogan A, Attygalle AD, Kyriakou C. Angioimmunoblastic T-cell lymphoma.

Br J Haematol 2003; 121: 681–691.
38 Simpson N, Gatenby PA, Wilson A, Malik S, Fulcher DA, Tangye SG et al. Expansion of

circulating T cells resembling TFH cells is a fixed phenotype that identifies a subset of

severe systemic lupus erythematosus. Arthritis Rheum 2009 (in press).
39 Allen CD, Ansel KM, Low C, Lesley R, Tamamura H, Fujii N et al. Germinal center dark

and light zone organization is mediated by CXCR4 and CXCR5. Nat Immunol 2004; 5:

943–952.
40 Ma CS, Hare NJ, Nichols KE, Dupre L, Andolfi G, Roncarolo MG et al. Impaired humoral

immunity in X-linked lymphoproliferative disease is associated with defective IL-10

production by CD4(+) T cells. J Clin Invest 2005; 115: 1049–1059.
41 Qi H, Cannons JL, Klauschen F, Schwartzberg PL, Germain RN. SAP-controlled T-B cell

interactions underlie germinal centre formation. Nature 2008; 455: 764–769.
42 Deenick EK, Tangye SG. Immunology: helpful T cells are sticky. Nature 2008; 455:

745–747.
43 Lim HW, Hillsamer P, Kim CH. Regulatory T cells can migrate to follicles upon

T cell activation and suppress GC-Th cells and GC-Th cell-driven B cell responses.

J Clin Invest 2004; 114: 1640–1649.
44 Hsu HC, Yang P, Wang J, Wu Q, Myers R, Chen J et al. Interleukin 17-producing

T helper cells and interleukin 17 orchestrate autoreactive germinal center development

in autoimmune BXD2 mice. Nat Immunol 2008; 9: 166–175.
45 Schmitt N, Morita R, Bourdery L, Bentebibel SE, Zurawski SM, Banchereau J et al.

Human dendritic cells induce the differentiation of interleukin-21-producing T

follicular helper-like cells through interleukin-12. Immunity 2009; 31: 158–169.
46 Ma CS, Tangye SG. Helping the helpers! Immunity 2009; 31: 12–14.
47 Kapsenberg ML. Dendritic-cell control of pathogen-driven T-cell polarization. Nat Rev

Immunol 2003; 3: 984–993.
48 Bayry J, Lacroix-Desmazes S, Kazatchkine MD, Galicier L, Lepelletier Y, Webster D

et al. Common variable immunodeficiency is associated with defective functions of

dendritic cells. Blood 2004; 104: 2441–2443.
49 Lee BO, Haynes L, Eaton SM, Swain SL, Randall TD. The biological outcome of CD40

signaling is dependent on the duration of CD40 ligand expression: reciprocal regulation

by interleukin (IL)-4 and IL-12. J Exp Med 2002; 196: 693–704.
50 Peng X, Remacle JE, Kasran A, Huylebroeck D, Ceuppens JL. IL-12 up-regulates CD40

ligand (CD154) expression on human T cells. J Immunol 1998; 160: 1166–1172.
51 Wassink L, Vieira PL, Smits HH, Kingsbury GA, Coyle AJ, Kapsenberg ML et al. ICOS

expression by activated human Th cells is enhanced by IL-12 and IL-23: increased

ICOS expression enhances the effector function of both Th1 and Th2 cells. J Immunol

2004; 173: 1779–1786.
52 Reinhardt RL, Liang HE, Locksley RM. Cytokine-secreting follicular T cells shape the

antibody repertoire. Nat Immunol 2009; 10: 385–393.
53 King IL, Mohrs M. IL-4-producing CD4+ T cells in reactive lymph nodes during

helminth infection are T follicular helper cells. J Exp Med 2009; 206: 1001–1007.
54 Zaretsky AG, Taylor JJ, King IL, Marshall FA, Mohrs M, Pearce EJ. T follicular helper

cells differentiate from Th2 cells in response to helminth antigens. J Exp Med 2009;

206: 991–999.
55 Tsuji M, Komatsu N, Kawamoto S, Suzuki K, Kanagawa O, Honjo T et al. Preferential

generation of follicular B helper T cells from Foxp3+ T cells in gut Peyer¢s patches.

Science 2009; 323: 1488–1492.
56 Ma CS, Chew GY, Simpson N, Priyadarshi A, Wong M, Grimbacher B et al. Deficiency of

Th17 cells in hyper IgE syndrome due to mutations in STAT3. J Exp Med 2008; 205:

1551–1557.
57 Wilson NJ, Boniface K, Chan JR, McKenzie BS, Blumenschein WM, Mattson JD et al.

Development, cytokine profile and function of human interleukin 17-producing helper

T cells. Nat Immunol 2007; 8: 950–957.
58 Acosta-Rodriguez EV, Napolitani G, Lanzavecchia A, Sallusto F. Interleukins 1beta and

6 but not transforming growth factor-beta are essential for the differentiation of

interleukin 17-producing human T helper cells. Nat Immunol 2007; 8: 942–949.

Regulation of IL-21 production by human TFH cells
CS Ma et al

11

Immunology and Cell Biology


	Early commitment of naïve human CD4+ T cells to the T follicular helper (TFH) cell lineage is induced by IL-12
	Results
	Identification and characterization of primary human TFH cells

	Figure 1 CD4+CXCR5hi T cells phenotypically resemble terminally differentiated TFH cells.
	Figure 2 CD4+CXCR5hi T cells express high levels of BCL-6 and IL-21.
	IL-12 modulates the expression of IL-21 by tonsils CD4+ T-cell subsets
	Induction of IL-21 expression in naïve CD4+ T cells--predominant effect of IL-12

	Figure 3 CD4+CXCR5hi T cells co-express IL-21 and IL-4, but not IL-17A and IFN-gamma.
	Figure 4 IL-12 induces the generation of IL-21 expressing cells.
	IL-12-induced IL-21 expression in naïve CD4+ T cells is independent of T-bet and RORgammat, but correlates with the expression of BCL-6
	IL-21+ cells generated in vitro by IL-12 exhibit phenotypic and functional features characteristic of TFH cells

	Table 1 Induction of IL-21 expression in in vitro stimulated human naïve peripheral blood CD4+ T cells
	Figure 5 IL-12 induces increased expression of CXCR5 and ICOS on naïve CD4+ T cells.
	Figure 6 Naïve CD4+ T cells primed with IL-12 provide improved help for T-cell dependent differentiation of B cells into Ig-secreting cells.
	Discussion
	Methods
	Human samples
	Antibodies
	Isolation of CD4+ T cells
	Ex vivo analysis of phenotype and expression of cytokines and transcription factors by tonsil CD4+ T-cell subsets
	Cell cultures
	T-B cell co-cultures

	ACKNOWLEDGEMENTS




