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TGMBG6 is a helminth secretory product that
mimics TGF-f3 binding to TGFBR2 to
antagonize signaling in fibroblasts
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TGM6 is a natural antagonist of mammalian TGF-f3 signaling produced by the
murine helminth parasite Heligmosomoides polygyrus. It differs from the pre-
viously described agonist, TGM1 (TGF-3 Mimic-1), in that it lacks domains 1/2
that bind TGFBRI. It nonetheless retains TGFBR2 binding through domain 3
and potently inhibits TGF-f signaling in fibroblasts and epithelial cells, but
does not inhibit TGF- signaling in T cells, consistent with divergent domains
4/5 and an altered co-receptor binding preference. The crystal structure of
TGM6 bound to TGFBR2 reveals an interface remarkably similar to that of
TGF- with TGFBR2. Thus, TGM6 has adapted its structure to mimic TGF-3,
while engaging a distinct co-receptor to direct antagonism to fibroblasts and
epithelial cells. The co-expression of TGM6, along with immunosuppressive
TGMs that activate the TGF-f3 pathway, may minimize fibrotic damage to the
host as the parasite progresses through its life cycle from the intestinal lumen
to submucosa and back again. The co-receptor-dependent targeting of
TGFBR2 by the parasite provides a template for the development of therapies
for targeting the cancer- and fibrosis-promoting activities of the TGF-f3s in
humans.

Helminths, which have co-evolved with their mammalian hosts over
long evolutionary timescales, persist by secreting soluble factors that
suppress key immune signaling pathways and modulate host
immunity"”>. In recent studies, we showed that upon infection, the
murine intestinal helminth Heligmosomoides polygyrus (H. polygyrus)
secretes a protein known as TGF-B mimic, or TGM, that binds
directly to the host receptors to activate the TGF-B pathway®. Thus,
like the native cytokine, this stimulates the expression of the key

transcriptional regulator Foxp3 in naive T cells, expanding the
population of CD4* CD25" Foxp3* regulatory T cells (Tregs)’®. The
increased numbers of Tregs promote peripheral immune tolerance
and are required for the persistence of H. polygyrus in its mammalian
host™™.

The three mammalian TGF-3 isoforms, TGF-f1, -B2, and -3, con-
trol and influence many pathways in cellular differentiation>* and are
required for mediating immune tolerance®**" and maintaining the
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Fig. 1| TGM6 domain structure, similarity to TGM1, and signaling activity.

a Comparison of the domain structure and amino sequence identity of TGM6
relative to TGML. Residue numbering is shown above the shaded boxes corre-
sponding to each domain. b TGF-B1-, TGM1-, and TGMé6-simulated luciferase
reporter activity in NIH-3T3 fibroblasts. Data shown are the mean and standard
deviation of triplicate measurements from one of two experiments with similar
results. ¢ Structure of TGM1-D3 (PDB 7SXB)~. The sidechains of Arg'*, lle*$, Tyr*3,
and Lys®* shown to be critical for binding are displayed in blue. d Sequence
alignment of TGM1-D3 and TGM6-D3. Residues shown to be essential in TGM1-D3

TGM1-D3 224 RALSQEADPGEFVAICYKSGTTGESHWEYYKNIGKCPD 261
64 KALSKKADPGEFVAICYQRRGTSESQWQY'

IASCPD 101

for binding TGFBR2 and are conserved in TGM6 are shaded yellow; essential resi-
due that is non-conserved in TGM6 is shaded cyan; all other residues that are
conserved in TGM1 and TGM6 are shaded gray (except for conserved cysteines,
which are shaded red). Residues highlighted by the red box are proposed to
underlie the differential affinity of TGM6-D3 and TGM1-D3 for TGFBR2 (see
“Results” section and Fig. 8). Note, the residues numbers of TGM1-D3 and TGM6-D3
differ by 160 due the presence of D12 only in TGML. Source data of (b) provided as a
Source Data file.

expression of proteins of the extracellular matrix, such as type I col-
lagen and fibronectin'®. The knockout of endogenous TGF-B1in mice is
characterized by the development of multi-organ inflammatory dis-
ease and death after maternal TGF-B1 is depleted. The dysregulation
of TGF-B signaling has also been shown to drive the pathogenesis of
several human diseases, including inflammatory bowel disease”,
cancer'®", and renal, pulmonary, and cardiac fibrosis'®*°.

TGF-B growth factors are comprised of two elongated cystine-
knotted monomers held together by a single interchain disulfide
bond?. The growth factors signal by assembling a heterotetrameric
complex with two near autonomously signaling pairs of serine/threo-
nine kinase receptors, known as the TGF-f type I and type Il receptors,
TGFBR1and TGFBR2* %, This triggers a phosphorylation cascade, with
constitutively active TGFBR2 phosphorylating TGFBR1, and activated
TGFBR1 phosphorylating the downstream transcriptional effector
molecules, SMAD2 and SMAD3%.

In contrast to mammalian TGF-f3, the helminth TGM molecule is a
disulfide-rich 422 amino acid protein with an N-terminal signal peptide
followed by five homologous domains®. These domains bear no
homology to TGF- or other TGF-f family members; instead, the
individual domains are distantly related to the complement control
protein (CCP) or sushi domain family®”. There are at least nine
homologs of TGM in H. polygyrus, which are numbered TGM2 through
TGMIO, with the founding member, TGM, being numbered TGM1%,
Among this family of proteins, six (TGM1-6) are expressed primarily in
adult parasites while the remaining four (TGM7-10) are expressed in
the larvae’®”. Domains 1, 2, and 3 (D1, D2, and D3, respectively) of
TGML1 are necessary and sufficient for SMAD-dependent signaling in
reporter cells?, with D1-D2 (D12) binding TGFBR1 with a Kp of 30 nM
and D3 binding TGFBR2 with a Kp, of 1.2 pM? (Fig. 1a). Domain 4 (D4),
together with domain 5 (D5) (D45) bind CD44, a cell surface receptor
that is abundant on T cells, which both targets and potentiates cellular

responsiveness to TGM1*° (Fig. 1a). Among the TGMs expressed during
the adult stages of the parasite, TGM6 is unique in that it lacks D1 and
D2 (Fig. 1a) and it does not activate TGF-B signaling, unlike TGM1,
TGM2, and TGM3 which signal in both fibroblasts and T cells, or TGM4
which signals in T cells and myeloid cells®***.

In this work, we show that TGM6, whose D3 shares 66% identity to
TGMI-D3 (Fig. 1a), binds TGFBR2, but does not bind TGFBR1 or other
type | and type Il receptors of the TGF- family. In TGF- reporter
assays in fibroblasts and epithelial cells, TGM6 potently inhibits TGF-[3-
and TGMI-induced signaling, consistent with its receptor binding
profile, including its ability to compete with TGF-f for binding TGFBR2.
Domains 4 and 5 (D45) of TGM6 are, however, divergent from D45 of
TGML1, with only 42% and 32% identity (Fig. 1a). In accord with this,
TGM6 does not bind CD44, and unlike TGM1 which is targeted to and
active on T cells due to its ability to bind CD44 through D45, TGM6 is
not targeted and is inactive on T cells. In addition, we present the
crystal structure of the TGM6-D3:TGFBR2 complex, in which TGM6-D3
is shown to fully mimic binding of mammalian TGF-B to TGFBR2,
presenting a similar convex surface with a hydrophobic interior and
charged residues on the periphery and engaging the same set of resi-
dues. Together, these results suggest that TGM6 has adapted its
domain structure and sequence to mimic binding of mammalian TGF-3
to TGFBR2 and to antagonize TGF-f3 and TGM signaling in fibroblasts—
but to do so without interfering with essential immune-suppressive
signaling of TGM agonists in T cells. The co-expression of the TGF-
antagonist TGM6, along with TGM agonists such as TGM1-4 that sup-
press immunity, may minimize fibrotic damage to the host as the
parasite progresses through its life cycle from the intestinal lumen to
submucosa and back again. The co-receptor-dependent targeting of
TGF-[ agonists and antagonists by the parasite provides a template for
the development of therapies for targeting the cancer and fibrosis-
promoting activities of the TGF-Bs in humans.

Nature Communications | (2025)16:1847


www.nature.com/naturecommunications

Article

https://doi.org/10.1038/s41467-025-56954-z

a TGFBR2 — TGM6 b
c 105
S 0 . R
Soat |11 ] 5% . N TGM6-D3 - . ., & PR
= —Expt 1 s - 1 e ° . - *
§ 02 ‘ \ ’ —Ee 28 5N TGM6-D3 + TGFBR2 : B PUR A
o -03 P i . 115~
o 0 I -8 - e e . ® 77 % S
a 0 o vy . T e 3
0.4 T -10 T lieashel e
05 ‘ %éf BN N s.2 t ;;.:‘: .. 120z
s & 8 § g 3 055055 10 15 20 T eTe ot iR
L o ® 2 ° Molar Ratio - - vi da . . 125
Time (sec) s %% es :
c TGFBR2 —TGM6-D3 . T e 50
c 0 hdd - L= °
0.0 S 5 1 10 9 8 7
o oz | ||| 28 'H (ppm)
@ —Expt1 = 19 —
= -0.4f | —Expt2 oS¢ 1:0.0 1:0.6 1:0.9 1:1.2 €
3 0.6 B §=" @ @ @107.0 8
2 ® T © as @ =Y 1075 =
-0.8 3 2 3
1.0 5 0 8.05 7.90 8.05 7.90 8.05 7.90 8.05 7.90 8.05 7.90
X 3 . .
o > > > & %00 05 10 15 20 25 H (ppm)
8 § § Molar Ratio
d Time (sec) e
N TGFBR1 . 110 *N TGFBR1 . . 110
N TGFBR1 + TGM6-D45 & . N TGFBR1 + TGM6:TGFBR2 K .
L e o o« & . @5 o &
* .‘.: - . .‘ .
‘ - ©° . 115 /é\ - - -® . 115 g
- ‘oe S R S
a ° ° ° > & @ -® ° ° > %
e s i ’o., - 12OmZ - . .°-n - 1202
. - - . a IS . © . ° - . 5 o L° )
© " 125 T s “ 125
L 5 § - - o 7 L4 o
10 1 8 7 10 9 1 8 7
H (ppm) H (ppm)

Fig. 2 | TGM6 binds TGFBR2 through D3. ITC thermograms (left) obtained upon
injection of TGFBR2 into TGM6 (a) or TGM6-D3 (c). Thermograms are overlaid as
two (a) or three (c) experiments shaded purple and blue and purple, blue, and cyan,
respectively. Mean integrated heats and standard deviation (top) and accom-

panying fit to a 1:1 binding model are shown to the right of the thermograms with
the residuals (bottom) as a function of the molar ratio. The difference between the
Kp for TGM6 and TGM6-D3 for binding TGBR2 is not statistically significant (two-
sided unpaired t-test p value = 0.18; assuming n = 2 for TGMé6 and n = 3 for TGM6-D3

replicate experiment count). b 'H-N HSQC spectra of ®N TGM6-D3 alone (red)
overlaid onto the spectrum of the same sample containing a 1.2-fold molar excess
of unlabeled TGFBR2 (blue). Shown below is an expansion of the boxed region with
all titration points labeled as the molar ratio of *N TGM6-D3:TGFBR2. d, e 'H-"N
HSQC spectra of N TGFBR1 alone (red) overlaid onto the spectrum of the same
sample containing a 1.2-fold molar excess of unlabeled TGM6-D45 (blue) or
TGM6:TGFBR2 complex (blue) (d and e, respectively). Source data of (a-e) pro-
vided through Figshare [https://doi.org/10.6084/m9.figshare.28179359].

Results

TGMB6 lacks signaling activity, but selectively and specifically
binds TGFBR2

In contrast to TGM1, TGM2, and TGM3, TGM6 was previously shown to
lack detectable signaling activity with the MFB-F11 reporter cell line,
which is based on mouse embryonic fibroblasts stably transfected with
a SMAD3-sensitive CAGA reporter®. In consideration of the reported
high specificity of the MFB-F11 reporter for signaling induced by TGF-
s, but not activins which also activate the SMAD2/3 branch of the TGF-
3 pathway, we used another murine reporter cell line, NIH-3T3 fibro-
blasts, also stably transfected with a CAGA promoter element, which
are responsive to both TGF-Bs and activins®. However, in accord with
the previous MFB-F11 assay results, when tested at comparable con-
centrations, TGM6 was unable to activate the NIH-3T3 reporter above
baseline, while both TGF-B1 and TGM1 robustly activated, even at the
lowest concentrations tested (Fig. 1b).

In previous studies, we determined the structure of refolded
bacterially expressed TGM1-D3 and showed that it adopted the overall
fold of a CCP domain, but was expanded to open a potential interac-
tion surface comprised of several residues near the C-terminus, as well
as the tip of the long structurally ordered hypervariable loop (HVL),

which wraps around the domain and extends toward the C-terminus
(Fig. 1c)”. Through NMR chemical shift perturbation mapping and site-
directed mutagenesis, we showed TGM1-D3 contacts the same edge [3-
strand of TGFBR2 (34) as TGF-B; moreover, we identified three resi-
dues near the C-terminus of TGM1-D3, 1le**, Tyr*?, and Lys**, and one
residue on the tip of the HVL, Arg", which when mutated led to a >20-
fold reduction in binding affinity for TGFBR2 (Fig. 1c). Three of these
four residues are identical in TGM6-D3, and the fourth, Lys®*, has an
arginine at an adjacent position, suggesting that TGM6 might also bind
the edge B-strand of TGFBR2 through a similar surface (Fig. 1d).
Isothermal titration calorimetry (ITC) was used to determine if, in
the absence of signaling activity, TGM6 might nonetheless bind
TGFBR2. In titrations in which TGFBR2 was titrated into mammalian-
produced TGM6, strong exothermic responses were observed, which
after integration and fitting, yielded a Kp of 220 + 100 nM (Fig. 2a and
Supplementary Table 1). To determine if TGM6-D3 holds the full
capacity for binding TGFBR2, we produced “N-TGMé6-D3 in bacteria
and showed using NMR that addition of TGFBR2 led to perturbations
and slow-exchange binding of more than half the amide signals
(Fig. 2b), indicative of specific high-affinity binding. In ITC measure-
ments with TGM6-D3 and TGFBR2, strong binding was observed with a
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Fig. 3 | TGM6-D3, and TGM1-D3, compete with TGF-p for binding TGFBR2.

a Titration of TGFBR2 into mmTGF-B2-7M2R in the absence (purple) or presence
(blue) of 6 uM TGM6-D3 as the lower-affinity binder. b Titration of TGFBR2 into
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(purple) and with (blue) competitor. Each panel includes the thermograms (top),
mean integrated heats + SD and fitted isotherms (middle), and fitting residuals
(bottom) for the associated titrations. The data were globally fit using a simple
competitive binding model. Source data of (a, b) provided through Figshare
[https://doi.org/10.6084/m9.figshare.28179359].

fitted Kp of 440 + 80 nM, which was not statistically different from the
value obtained for full-length TGM6 (Fig. 2c and Supplementary
Table 1). Thus, TGM6-D3 holds the full capacity for binding TGFBR2,
yet unlike TGM1, the affinity of TGM6 for TGFBR2 is 4-5-times
greater”.

In the absence of TGM6 signaling activity in the MFB-F11 reporter
line, we expected that TGM6 bound TGFBR1 weakly, or not at all. To
test this, we recorded NMR spectra of ®N-labeled TGFBR1 alone and
with unlabeled TGM6-D45 added (Fig. 2d). The addition of unlabeled
TGM6 D4-D5 (D45) led to no significant shifts in the signals of TGFBR1,
even though the concentration was 100 uM and excess TGM6-D45 was
added. This indicates that TGM6-D45 does not directly bind TGFBR1,
even with moderate affinity. To test the possibility that binding of
TGFBR1 is potentiated by TGFBR2, we re-recorded the spectra of N-
TGFBR1, but with addition of 11 equivalents of unlabeled
TGM6:TGFBR2 complex, rather than TGM6-D45 alone (Fig. 2e). This
also led to no significant shifts in the signals of TGFBR1, indicating that
the TGM6:TGFBR2 complex also does not bind TGFBR1. The absence
of shifts is not due to non-native folding of either TGFBR1 or TGM6-
D45, which were produced in Escherichia coli (E. coli) and refolded, as
the spectra of each are well-dispersed (Fig. 2d, e and Supplemen-
tary Fig. 1).

To test the possible binding of TGM6-D3 by other type Il receptors
of the TGF-3 family, we used ITC to determine whether TGM6-D3 binds
the activin and BMP type Il receptors ActRIl, ActRIIB, and BMPRII
(Supplementary Fig. 2 and Supplementary Table 2). In this experiment,
each type Il receptor was titrated into TGM6-D3 or buffer alone, and in
each case, there was no detectable binding. To test possible binding of
TGM6 by other type I receptors of the TGF-B family, we prepared

N-labeled BMP and activin type I receptors, ALK1, ALK2, ALK3, and
ALK4, and recorded spectra with 1.1 equivalents of unlabeled TGM6-
D45 (Supplementary Fig. 3) or TGM6:TGFBR2 complex (Supplemen-
tary Fig. 4) added, but like ®"N-TGFBRI, no shifts were observed. The
native folding of the type I and type Il receptors is demonstrated by the
chemical shift dispersion of their 2D 'H-“N (Supplementary
Figs. 3 and 4) or 1D 'H spectra (Supplementary Fig. 5), ruling out the
possibility that misfolding of these disulfide-rich receptors is respon-
sible for the lack of binding. Thus, TGM6 also does not directly bind
the BMP and activin type | and type Il receptors, and in the case of type
I receptors, binding is not potentiated by TGFBR2.

TGM6-D3 competes for the TGF- binding site on TGFBR2

TGM6-D3 binds TGFBR2 and the key residues for receptor binding by
TGM1-D3 are conserved in TGM6-D3. Thus, it was hypothesized that
TGM6-D3 would compete with TGF-f3 for binding TGFBR2, similar to
TGM1-D3”. To test this, an ITC competition experiment was per-
formed in which TGFBR2 was titrated into the engineered TGF-B
monomer, mmTGF-B2-7M2R*, either alone or in the presence of 6 uM
TGM6-D3 (Fig. 3a). The engineered TGF-3 monomer was used for these
experiments, rather than a native TGF-B dimer, due to its much higher
solubility, yet unchanged TGFBR2 binding affinity compared to the
native dimer. The addition of TGM6-D3 increased the extent of cur-
vature in the binding isotherms and reduced the overall enthalpy of
the reaction, consistent with the behavior expected for competitive
binding as shown by the global fit of the data to a simple competitive
binding model (Fig. 3a and Supplementary Table 3)*. Therefore,
TGM6-D3 and TGF-3 compete for the same binding site on TGFBR2.
TGM6-D3 and TGM1-D3 are also expected to compete for binding
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Fig. 4 | TGM6 is a potent inhibitor of TGF-$ and TGM1 signaling in fibroblasts,
but not T cells. Inhibition of SMAD2/3 CAGA reporter stimulated by TGF-p1
(orange symbols) or TGML1 (blue symbols) in NIH-3T3 (a) or MFB-F11 (b) fibro-
blasts by increasing concentrations of TGM6. Smooth black lines correspond to
the fit of the data to a dose-dependent inhibition of TGF-B1 or TGM1 signaling by
TGMBé. c Inhibition of the TGF-B1 (orange symbols) or TGM1 (blue symbols)

induction of the Foxp3 transcription factor in murine splenic CD4+ T cells by
increasing concentrations of TGM6. Data shown in (a, b) are mean + standard
deviation of triplicate measurements from one of two experiments with similar
results. Data shown in (c) is the mean and standard deviation of triplicate mea-
surements from one experiment. Source data of (a-c) provided as a Source
Data file.

TGFBR2 based on their competitive binding with TGF-B. This was
confirmed by performing a similar competition binding experiment,
with TGFBR2 titrated into TGM6-D3 either alone or in the presence of
6 uM TGM1-D3 (Fig. 3b and Supplementary Table 3).

TGM6 antagonizes TGF-B signaling in fibroblasts and epithelial
cells, but not T cells

TGM6 binds TGFBR2, but does not bind TGFBRI, or any of the other
BMP and activin type I and type Il receptors tested, thus TGM6 might
function as a TGF- or TGM1 antagonist by occupying cell surface
TGFBR2. To test this, NIH-3T3 fibroblast reporter cells were incubated
with increasing concentrations of TGM6 prior to stimulation with TGF-
B1 or TGML (Fig. 4a). The addition of TGM6 led to a dose-dependent
decrease in signaling, with an ICso of ~0.05 nM for inhibition of both
TGF-B1 and TGML. The assay was repeated using the MFB-F11 reporter
fibroblasts and TGM6 similarly led to a dose-dependent decrease in
signaling, with an ICsg of ~-0.2nM for inhibition of both TGF-f1 and
TGML1 (Fig. 4b). However, when its ability to antagonize the conversion
of murine splenic T cells to Foxp3* Tregs by either TGF-1 or TGM1 was
measured, no inhibition was observed, even at concentrations that
nearly fully inhibited TGF-f1 or TGMI signaling in the NIH-3T3 or MFB-
F11 reporter cells (Fig. 4c). To further investigate the range of cells in
which TGM6 is active, TGM6 was tested for inhibition of TGF-f sig-
naling in two additional mouse cell lines, EL4, a type of T-cell and
NMI18, a subclone of NMuMG breast epithelial cells*®. TGM6 did inhibit
signaling in NM18 epithelial cells, but it did not inhibit signaling in EL4
cells (Supplementary Fig. 6).

To test if TGM6 could serve as either an agonist or antagonist of
BMP signaling, we used NIH-3T3 fibroblasts stably transfected with a
BMP responsive element (BRE) coupled to a fluorescent (mCherry)
reporter and treated the cells with either BMP2, BMP6, or BMP7 alone
or with 3.56 nM TGM6 added. The BMPs stimulated the reporter, but
TGM6 could neither stimulate the reporter nor inhibit reporter activity
stimulated by the BMPs (Supplementary Fig. 7a). We also tested TGM6
for its ability to inhibit activin signaling using the NIH-3T3 fibroblasts
stably transfected with a SMAD3 CAGA reporter element coupled to a
fluorescent (GFP) reporter but observed that TGM6 was incapable of
inhibiting activation of the reporter by activin A (ActA) (Supplemen-
tary Fig. 7b).

The finding that TGM6 inhibits TGF-f1 and TGMI signaling in
fibroblasts and epithelial cells, but not splenic or EL4 T cells, and that
its inhibitory concentration in fibroblasts and epithelial cells is several
thousand-fold lower than its affinity for TGFBR2 (ca. 0.1-0.4 nM vs. ca.
320 nM), suggests that its activity may be enhanced by a co-receptor,
expressed by fibroblasts and epithelial cells but not T cells, that is
specifically recognized and bound by TGM6-D45. To investigate this,

the NIH-3T3 and MFB-F11 reporter assays were repeated but using
TGM6-D3 for inhibition instead of full-length TGM6 (Fig. 5a, b). This
resulted in no inhibition below 1000 nM in either cell line or only minor
inhibition in the MFB-F11 cell line at even higher concentrations, sug-
gesting that D45 plays a critical role in the inhibition. To determine if
physical attachment of D3 to D45 was required for inhibition, we
compared treatment with D3, D45, or the combination of D3 and D45
(Fig. 5¢). However, in contrast to the full-length protein at a con-
centration of 3.6 nM which completely inhibited signaling induced by
TGF-B, there was no inhibition by the individual domains, or the
combination at the same concentrations, suggesting that physical
attachment of the domains is required for inhibition.

The inability to TGM6 to inhibit signaling in splenic T cells and EL4
T cells, together with the finding that efficient conversion of naive
T cells to Foxp3* Tregs by TGMI requires CD44 co-receptor binding by
D45%, suggested that these domains of TGM6 may not bind CD44. To
investigate this, we used ITC to measure the binding affinity of TGM6-
D45, and as a control TGMI1-D45, for mouse CD44 (mCD44) (Fig. 5d-f).
The titration of mCD44 into TGM6-D3 led to an insignificant response
that did not change over the course of the titration, while titration of
mCD44 into TGMI-D3 led to a robust exothermic response, which
upon integration, yielded a Kp in close accord with that reported
earlier’® (Supplementary Table 4). Thus, inhibition by TGM6 depends
on D45, which cannot bind CD44, offering a likely explanation for its
inability to inhibit TGF-B1 and TGML1 signaling in T cells.

TGM6-D3 mimics TGF-p binding to TGFBR2
To identify the underlying molecular basis by which TGM6-D3 binds
and recognizes TGFBR2, we isolated the TGM6-D3:TGFBR2 complex
using size exclusion chromatography, screened for diffracting crystals,
and determined the structure to a resolution of 1.40 A (Fig. 6a and
Supplementary Table 5). We found one TGM6-D3:TGFBR2 complex in
the crystallographic asymmetric unit and interpretable density for
residues 46-153 of TGFBR2 and residues 16-65 and 71-102 of TGMé6-
D3. Overlay of the TGM6-D3-bound TGFBR2 structure with the pre-
vious crystal structure of unbound TGFBR2 (PDB 1M9Z7)* revealed only
minor differences, with a backbone root mean square deviation
(RMSD) of 0.49 A (Supplementary Fig. 8a). Overlay of the TGFBR2-
bound TGM6-D3 structure with the lowest energy unbound TGM1-D3
structure determined by NMR (PDB 7SXB)? revealed close similarity,
with a backbone RMSD of 1.25A (Supplementary Fig. 8b). Residues
missing in the density for TGM6-D3, Lys®®-Ala’, correspond to the tips
of the loops connecting B-strands 2-3, which were previously shown to
be flexible in unbound TGM1-D3%.

There is a single large interface between TGM6-D3 and TGFBR2
with an area of 661 A? (Fig. 6a). TGM6-D3 engages TGFBR2 primarily
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Fig. 5| TGM6 requires attachment of D3 to D45 to inhibit and does not bind the
TGM1 co-receptor CD44. Inhibition of TGF-B reporter stimulated by TGF-f1
(orange symbols) or TGM1 (blue symbols) in NIH-3T3 (a) or MFB-F11 (b) fibroblasts
by increasing concentrations of TGM6-D3. Data could not be reliably fit to a dose-
dependent inhibition model. ¢ Inhibition of TGF-3 CAGA-GFP reporter in NIH-3T3
fibroblasts by TGM6, TGM6-D3, TGM6-D45, or TGM6-D3 plus TGM6-D45. Data
shownin (a) and (b) are mean and standard deviation of triplicate measurements of

one experiment. Data shown in (c) are the mean and standard deviation of triplicate
measurements from one of three experiments with similar results. ITC thermo-
grams (d) and fitted isotherm (top) and residuals (bottom) (e) for two separate
titrations of mCD44 into TGM1-D45. f ITC thermograms for a single titration of
mCD44 into TGM6-D45. Source data of (a—c) and (d-f) provided as a Source Data
file associated with the article or through Figshare [https://doi.org/10.6084/m9.
figshare.28179359], respectively.

through the edge B-strand, 4, and does so through the interface
near the C-terminus with the residues anticipated, lle’® from B-strand
3, Tyr* and Arg® from (-strand 4, and Arg>® from the tip of the HVL”
(Fig. 1c, d). The interface between TGM6-D3 and TGFBR2 is a
remarkable mimic of the interface between TGF-f1/-33 and
TGFBR2**°, with a central hydrophobic region flanked by hydrogen-
bonded ion-pairs at the periphery (Fig. 6). On one side of the inter-
face, TGFBR2 Asp* and Glu’® form hydrogen-bonded ion-pairs with
TGM6-D3 Arg® and Arg?®, respectively (Figs. 6a and 7a), the first of
which closely mimics the interaction between TGFBR2 Asp* and TGF-
B1/-B3 Arg** (Figs. 6b and 7b). In the central hydrophobic region,
TGFBR2 lle’ inserts into a hydrophobic pocket formed by TGM6-D3
residues 1le’®, Tyr®®, and Tyr” (Figs. 6a and 7c), mimicking the
interaction between TGFBR2 Ile’® and the hydrophobic pocket
between the fingers of TGF-p formed by Trp*?, Tyr*°, and Val**
(Figs. 6b and 7d). On the side of the interface opposite the TGM6-D3
Arg®:TGFBR2 Asp® interaction, TGFBR2 Asp'! forms a hydrogen
bond with the phenolic hydroxyl of TGM6-D3 Tyr®® and TGFBR2
Glu™? forms a hydrogen-bonded ion-pair with TGM6-D3 Arg®

(Figs. 6a and 7e), mimicking the hydrogen-bonded ion-pair between
TGFBR2 Glu™? and TGF-B1/-B3 Arg®® (Figs. 6b and 7f).

The interactions that enable TGM6-D3 and TGF-B1/-B3 to bind
TGFBR2 are similar
Through mutagenesis and binding studies, the central hydrophobic
interaction and two flanking hydrogen-bonded ion-pairs in the inter-
face between TGF-f1/-33 and TGFBR2 were each shown to contribute
significantly to binding’®*. Though the overall architecture of the
TGM6-D3:TGFBR2 interface is similar to the TGF-B1/-33:TGFBR2
interface, it is about 50% larger (661A2 vs. 479 A% for the TGF-B1/-
B3:TGFBR2 interface) and it has a greater number of hydrogen bond
and ionic interactions (Fig. 6). Thus, to assess the contributions of
these interactions in the TGM6-D3:TGFBR2 complex, we substituted
single residues in both TGM6-D3 and TGFBR2 and used ITC to char-
acterize the binding (Supplementary Fig. 9 and Supplementary
Table 6).

To analyze the TGM6-D3 Arg®:TGFBR2 Asp> doubly hydrogen-
bonded ion-pair (Fig. 7a), we substituted TGFBR2 Asp® or TGM6-D3
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Fig. 6 | Structure of the TGM6-D3:TGFBR2 complex and mimicry of mammalian
TGF-B. a Overall structure of the TGM6-D3:TGFBR2 complex determined by X-ray
crystallography at a resolution of 1.4 A. TGM6-D3 and TGFBR2 are shaded olive
green and lavender, respectively. Loops that are not modeled due to weak density
are indicated by dashed lines. Sidechains of key interfacial residues are shown, as
are the intramolecular disulfide bonds. b Structure of the TGF-3:TGFBR2 complex
at a resolution of 2.15 A (PDB 1KTZ). TGF-B3 and TGFBR2 are shaded burnt orange
and lavender, respectively. Sidechains of key interfacial residues are shown, as are
the intramolecular disulfide bonds. Structural data are available through the RCSB
PDB under accession code 9E9G.

Arg® with alanine and found that these diminished the binding affinity
by 6.4- or 11.6-fold (Supplementary Table 6). There is an additional
nearby ion-pair between TGFBR2 Glu’® positioned in the loop following
B-strand 4 and TGM6-D3 Arg™ on the tip of the HVL and substitution of
TGM6-D3 Arg? with alanine diminished the binding affinity by 22-fold.
If it is assumed the binding energy in this region of the TGM6-
D3:TGFBR2 complex is a result of both the interactions described
above, then the theoretical perturbation of simultaneously eliminating
both interactions would be 140-255-fold. In the TGF-B1/-B3:TGFBR2
complex substitution of the residues that form the homologous dou-
bly hydrogen-bonded ion-pair, TGFBR2 Asp* and TGF-B1/-33 Arg**,
led to a 30-80-fold decrease in binding affinity (Fig. 7b and Supple-
mentary Table 6). Thus, the energetic contribution of the two com-
bined interactions in the TGM6-D3:TGFBR2 complex is comparable or
exceeds the contribution of the single interaction in the TGF-1/-
33:TGFBR2 complex.

The central hydrophobic interaction between TGFBR2 and
TGM6-D3 was probed by substituting both TGFBR2 lle’® and TGM6-
D3 Ile’8, Tyr®®, and Tyr®® with alanine (Fig. 7c). These substitutions led
to large perturbations, ranging from 21-fold for the TGFBR2 176A
substitution, to 15.4-, 134-, and 108-fold for the TGM6-D3 178A, YS80A,
and Y93A substitutions, respectively (Supplementary Table 6). In the

TGF-B3:TGFBR2 complex, substitution of Ile’® with alanine led to a
12.5-fold reduction in affinity, while the effects of substituting of
Trp*°, Tyr**°, and Val*** between the fingers of the TGF-B1/-B3 were
not reported due to the propensity of substitutions in this region of
the protein to lead to misfolding*> (Fig. 7d and Supplementary
Table 6). The methyl and amide regions of the 1D 'H NMR spectra of
the TGM6-D3 178A, Y80A, and Y93A variants have dispersed patterns
similar to wild type, indicating that the effects of the substitutions on
binding are not due to an overall perturbation of the folding (Sup-
plementary Fig. 10). The central hydrophobic interaction clearly has
an essential role for binding in the TGM6-D3:TGFBR2 complex,
similar to that in the TGF-$1/-33:TGFBR2 complex, however, it is not
possible to directly compare the energetic contribution of these to
binding due to the lack of TGF-$ mutants and the multiple residues
involved.

The functional significance of the TGM6-D3 Arg®2TGFBR2 Glu'*?
hydrogen-bonded ion-pair was uncertain as there was defined, but
weaker electron density for the Arg® guanidinium group, but little
density for the sidechain Cp and Cy atoms and the backbone (Fig. 7e).
The modeling of the Arg® guanidinium group is supported by omit
maps in which Arg®? and the subsequent three residues in the p3-B4
loop are absent (Supplementary Fig. 11); further, substitution of TGM6-
D3 Arg®, or its partner residue, TGFBR2 Glu'*?, with alanine is shown to
diminish the binding affinity by 11-12-fold (Supplementary Table 6).
The adjacent hydrogen-bonding interaction between the phenolic
hydroxyl of TGMé6-D3 Tyr®® and the sidechain carboxylate of Asp'* also
appears to be functionally significant as substitution of Asp'! to ala-
nine or TGM6-D3 Tyr®® with phenylalanine reduced the affinity by 2.7-
and 3.5-fold. Thus, similar to TGM6-D3 Arg®:TGFBR2 Asp* and TGM6-
D3 Arg®®: TGFBR2 Glu’® ion-pairs on the opposite side of the interface,
both interactions appear contribute and the theoretical perturbation
of simultaneously eliminating both interactions is expected to be
about 35-fold. In the TGF-B1/-B3:TGFBR2 complex substitution of the
residues that form the homologous doubly hydrogen-bonded ion-pair,
TGFBR2 Glu"? and TGF-B1/-B3 Arg®?, led to a 12-30-fold decrease in
the binding affinity (Fig. 7f and Supplementary Table 6). Thus, the
combination of the hydrogen-bond and ion-pair interactions in TGM6-
D3:TGFBR2 complex and hydrogen-bonded ion-pair in the TGF-B1/-
B3:TGFBR2 complex contribute comparably to the overall binding
energy.

TGM6 function is dependent on high-affinity TGFBR2 binding,
while TGMI function is not

TGML is dependent upon both TGFBR1 and TGFBR2 for signaling, but it
binds TGFBR2 moderately (Kp 1.2-1.5uM vs. 0.35uM for TGM6) and
single amino acid substitutions, such as Y253A that weaken binding by
40-fold or more, only modestly attenuate signaling®. In contrast, the
Y253A substitution nearly abrogates signaling, even with very high
concentrations of ligand, when the co-receptor binding domains, D45,
are absent”. Thus, when there is trivalent engagement of receptors,
TGML1 signaling activity is retained even if TGFBR2 binding affinity is
significantly compromised, but when there is bivalent engagement of
receptors, the same perturbation of TGFBR2 binding almost eliminates
signaling activity.

This suggested that the identification of TGMI1-D3 residues
responsible for its lower affinity for TGFBR2 and swapping these into
TGM6 would severely impair its inhibitory potential, owing to its
bivalent engagement of receptors, TGFBR2 through D3 and a co-
receptor through D45. The substitution of the corresponding TGM6-
D3 residues into TGM1, by contrast, was expected to only modestly
enhance signaling owing to its trivalent engagement of receptors.

To investigate this, we compared the amino acid sequences of
TGM1-D3 and TGM6-D3, in which homologous residues differ in nota-
tion by the 160-amino acid length of D1-D2 present only in TGM1. We
noted two differences that might be responsible for the reduced affinity
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Fig. 7| Interface contacts of TGM6-D3 with TGFBR2 and mimicry of mammalian
TGF-B. lonic interaction with TGFBR2 Asp® with Arg® of TGM6-D3 (a) and Arg®* of
TGF-3 (b). TGFBR2 Glu’® also has an ionic interaction with TGM6-D3 Arg™, but it
does not interact with TGF-B. Interaction of TGFBR2 Leu*® and Ile’® with the
hydrophobic pocket on TGM6-D3 formed by Tyr®, lle’s, and Tyr® (c) and TGF-33
formed by Tyr*°, Val*?, and Trp**° (d). lonic interaction with TGFBR2 Glu'*? and
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Asp*! with Tyr®® and Arg®? of TGM6-D3, respectively (e) and TGFBR2 Glu'*? with
Arg®? of TGF-B3 (f. In all panels, TGFBR2 is shaded lavender and sidechains of key
interaction residues are shown. In panels (a), (c), and (e), TGM6 is shaded green,
and, in panels (b), (d), and (f), TGF-B3 is shaded burnt orange. Structural data are
available through the RCSB PDB under accession code 9E9G.

of TGML1 for TGFBR2 (Fig. 1d): (1) substitution of the Lys®*-Asn®> (KN)
dipeptide in TGML in place of the Pro®*-Arg® (PR) dipeptide in TGM6,
and (2) substitution of the Lys*'-Ser*?-Gly**-Thr** (KSGT) tetrapep-
tide in TGM1 in place of the GIn®-Arg®-Arg®-Gly* (QRRG) tetrapeptide
in TGM6. The Lys®* or Lys *! of TGM1 KN or KSGT peptides may not
functionally replicate the hydrogen-bonded ion-pairs of TGM6 Arg” or
Arg® with TGFBR2 Asp* or Glu'?, respectively, leading to weaker bind-
ing and impairment of function (Fig. 7a, e).

The first of these was tested by substituting the PR dipeptide of
TGM6-D3 with the KN dipeptide from TGMI, and vice versa, and
measuring the binding affinity of the chimeric proteins, TGM6-D3 KN
and TGM1-D3 PR, for TGFBR2 using ITC (Supplementary Fig. 9).
Unexpectedly, the affinities of TGM1-D3 PR and TGM6-D3 KN for
TGFBR2 were either slightly weaker or indistinguishable from the
parental wild-type proteins, indicating that the lysine of the KN
dipeptide of TGM1 can functionally replicate the TGM6-D3
Arg®:TGFBR2 Asp® interaction (Supplementary Table 6). The second
was tested by exchanging the KSGT tetrapeptide in TGM1 with the
QRRG tetrapeptide in TGM6 and vice versa and measuring the affinity

of these chimeric proteins for TGFBR2 using ITC (Fig. 8a, b). These
showed that binding of TGM6-D3 KSGT to TGFBR2 was impaired by
12.5-fold compared to wild-type TGM6-D3, while binding of TGM1-D3
QRRG to TGFBR2 was enhanced by ninefold compared to wild-type
TGM1-D3, indicating that these residue differences indeed underlie the
differential affinity of TGM1-D3 and TGMé6-D3 for TGFBR2. To ascertain
whether the replacement of TGM6-D3 Arg® with the corresponding
residue of TGM1-D3, Ser??, and vice versa was responsible for the loss
and gain of affinity, we generated the TGM6-D3 R82S and TGM1-D3
S242R single amino acid variants and measured their affinity for
TGFBR2 using ITC (Supplementary Fig. 9 and Supplementary Table 6).
The loss and gain of binding affinity compared to wild type were more
moderate compared to the tetrapeptide swaps, 8.6-fold loss for TGM6-
D3 R82S and 4.0-fold gain for TGM1-D3 S242R, but they were also more
aligned with the overall affinity difference between TGM1 and TGM6
for TGFBR2, indicating that these alone are responsible for the affinity
difference.

To determine how the loss or gain of TGFBR2 binding affinity
affected function, we began by comparing the inhibitory activity of
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Fig. 8 | TGM6 residues responsible for its high affinity for TGFBR2. ITC fitted
binding isotherms (top) and residuals (bottom) for titration of TGM6-D3 KSGT (a)
or TGM1-D3 QRRG (b) into TGFBR2. Fitted binding isotherms are overlaid as two
experiments shaded purple and blue. Inhibition of TGF-1 signaling in MFB-F11
fibroblasts as detected by the conversion of p-nitrophenylphosphate by secreted
alkaline phosphatase (c, d) or by pPSMAD2 western blotting (e) by either TGM6 (c, e)
or TGM6 KSGT (d, e). In the MFB-F11 assay, the cells were stimulated with 0, 40, or
200 pM TGF-f1 (blue, yellow, and orange symbols, respectively). Activation of TGF-

B1 signaling in MFB-F11 fibroblasts as detected by the conversion of p-nitrophe-
nylphosphate by secreted alkaline phosphatase (f, g) or by pPSMAD2 western
blotting (h, i) by either TGM1 or TGM1 QRRG (f, h) or by TGM1-D123 or TGM1-D123
QRRG (g, i). Data shown in (c, d, f, g) are mean and standard deviation of triplicate
measurements from one experiment. Blots shown in (e, h, i) are from one experi-
ment with a-tubulin serving as a loading control. Source data of (a, b) and (c, i)
provided through Figshare [https://doi.org/10.6084/m9.figshare.28179359] or the
Source Data file associated with the article, respectively.

TGM6 or TGM6 KSGT in MFB-FI1 fibroblasts as assessed by either its
secreted alkaline phosphatase reporter activity or induction of
pSMAD2/3. In both assays TGM6 KSGT failed to inhibit induction of
signaling by either TGF-B1 or TGM1, except at the highest concentra-
tion where it only partially inhibited, while TGM6 WT inhibited at all
concentrations tested (Fig. 8c-e and Supplementary Fig. 12). We then
compared the induction of signaling in MFB-F11 fibroblasts by TGM1 or
TGMI-D123, either as the wild-type protein or the QRRG variant. In the
reporter assays, we observed no apparent difference between the wild-
type protein or QRRG variant, regardless of whether the full-length or
truncated protein was assayed (Fig. 8f, g), while in the pSMAD2/3
assays, we observed no apparent differences between the wild-type
protein or QRRG variant in the context of full-length TGML1 (Fig. 8h),
but a small but consistent increase in potency at the three highest
concentrations tested in the context of the truncated protein (Fig. 8i).
Thus, consistent with expectations, swapping the residues responsible
for the lower affinity of TGMI1 for TGFBR2 into TGM6 dramatically
impaired its inhibitory activity, whereas swapping the residues

responsible for the greater affinity of TGM6 for TGFBR2 into TGM1 led
to only modest enhancements in signaling activity.

Discussion

The studies of TGM6 reported here further contribute to our under-
standing of the adaptations of the TGM family of proteins. The struc-
ture of TGM6-D3 bound to TGFBR2 reveals the remarkable molecular
mimicry that enables D3 to bind TGFBR2 in a manner that closely
resembles TGF-B1/-B3°***. In the structure of the TGM6-D3:TGFBR2
complex, we find that not only does the parasite protein engage
TGFBR2 in the same overall manner as TGF-B1/-33 through a central
hydrophobic cleft and flanking hydrogen-bonded ion-pairs, but the
presentation of key interacting residues, such as Arg® and Arg®?, which
form hydrogen-bonded ion-pairs with TGFBR2 Asp*> and Glu'¥?, are
also remarkably similar to those of TGF-Bl/-33. Though the hydrogen-
bonded ion-pairs that TGM6-D3 Arg® and Arg® have with Asp® and
Glu? of TGFBR2 do not contribute as much energetically as the cor-
responding interactions in the TGF-f1/-33 complex, this is
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compensated by additional hydrogen-bonds and hydrogen-bonded
ion-pairs, including TGMé6-D3 Arg®>TGFBR2 Glu® and TGMé-D3
Tyr8%TGFBR2 Asp", that are lacking in the TGF-B1/-B3:TGFBR2 com-
plex. The additional interactions in the TGM6-D3:TGFBR2 complex
arise in part from adaptations of the TGM-D3 CCP fold, such as the
structurally ordered HVLZ, that provide a greater number of oppor-
tunities to position residues that can productively interact with resi-
dues on TGFBR2.

This study has also shown that the three-domain TGM6 functions
as a potent inhibitor of TGF-$ and TGMI1 signaling. The paradox of why
the adult parasite might have evolved to co-express inhibitory TGM6
alongside signaling-activating TGMs likely stems from the different cell
populations they target, with TGM6 potently inhibiting TGF-p and
TGM1 signaling in fibroblasts and epithelial cells, but not splenic
T cells, the cell type targeted by TGM1*°. The targeting of TGM6 to
fibroblasts and epithelial cells is likely mediated by binding of D45 to a
co-receptor that is present on fibroblasts and epithelial cells, but not
T cells. This is suggested by the finding that D3 alone is not inhibitory
on T cells, the inhibitory potency of the full-length protein on fibro-
blasts and epithelial cells is 1300-fold lower than the binding affinity of
D3 for TGFBR2, and D45 does not bind CD44.

The targeting of TGM6 to fibroblasts might reflect a strategy the
parasite has adopted to reduce fibrotic activity as it transitions through
its life cycle, which involves invasion of newly arriving larvae through
the intestinal epithelium to encyst in the muscle. Upon maturing in the
intestinal submucosa, the adult parasites burrow back through the
intestinal wall to the lumen where they mate and produce eggs that are
released to the environment in the feces. In light of the considerable
tissue damage that would occur in this process, and the well-
established role of TGF-B and TGML in contributing to wound repair
by stimulating deposition of type I collagen®®* and driving tissue
fibrosis if signaling is dysregulated®, it is possible that TGM6 mod-
ulates TGF-f signaling in fibroblasts, which would reduce the degree of
collagen deposition and fibrosis. In addition, TGM6 may have roles in
inhibiting TGF-f signaling in other cell types to minimize adverse
activity of TGM agonists on cell types aside from those responsible for
host immunomodulation.

The TGF-Bs, in addition to stimulating pro-tolerogenic signaling
that is required for immune homeostasis, are highly pleiotropic and
induce signaling that is important for homeostatic control of many
other essential processes*!. The targeting of the TGF-B pathway by the
helminth H. polygyrus therefore has potentially adverse consequences
for the host. To overcome potentially deleterious off-target effects,
and thus limit damage to the host, the parasite has adapted the mul-
tidomain CCP scaffold proteins. These can bind TGFBR1 and TGFBR2
to activate the TGF-3 pathway, but are targeted to relevant immune
subsets, such as T lymphocytes and myeloid cells, by binding co-
receptors such as CD44 and CD49d%***, They can also bind TGFBR2
and a co-receptor, but not any other signaling receptor of the TGF-$
family, to simultaneously antagonize signaling in cell populations,
such as fibroblasts and epithelial cells, that could be detrimental to
host fitness if the TGF-$ pathway is activated.

The affinities of the relevant receptor binding domains of the TGM
proteins have also evolved to confer high target specificity. In agonists
that bind TGFBR1, TGFBR2, and a co-receptor, such as TGM1 and
TGM4, this has been achieved by weakening binding to TGFBR2 and by
enhancing binding to the relevant co-receptors present on different
immune cell subsets”~*%*, In TGM1 and TGM4, the full-length proteins
signal with efficacies that are comparable to the native cytokine for
their target cell populations, in spite of TGFBR2 binding affinities that
are either moderate (ca. 1 M, TGM1) or weak (ca. 50-100 pM, TGM4),
while truncated forms, lacking the co-receptor binding domains, either
signal moderately or not at all. In antagonists, such as TGM6 that bind
TGFBR2 and a co-receptor, it is evidently not possible to weaken
TGFBR2 binding to the same extent as the agonists, though it is notable

that the TGFBR2 binding affinity of TGM6 is about 10-folder weaker
than that of TGF-31/-B3 for TGFBR2 (ca. 300 nM for TGM6 vs. ca. 30 nM
for TGF-B1/-p3**), that its inhibitory potential is lost if binding to
TGFBR2 is only moderately impaired, and it is only able to antagonize
when also bound to a co-receptor through D45. This apparent mod-
eration of the TGFBR2 binding affinity may allow TGM6 to discriminate
between target populations according to their co-receptor profile,
enabling effective antagonism in fibroblasts and epithelial cells, but
not immune cells, the targets of TGM agonists.

The TGF-p pathway has arisen as an important target for the
development of antagonists for cancer immunotherapy®” and for
fibrotic disorders™, but also for agonists for treating autoimmune
disorders, such as inflammatory bowel disease”. Though many
approaches have been proposed for targeting the TGF-3 pathway with
antagonists and agonists, no agents have been approved for use in
humans*®*’. The co-receptor-dependent targeting of the TGF-B path-
way with both agonists and antagonists by the helminth H. polygyrus
provides both a vivid illustration of pathogen evolutionary innovation,
and an instructive template for the development of effective therapies
for targeting the cancer and fibrosis-promoting activities of the TGF-Bs
in humans.

Methods

Expression and purification of TGM proteins

The amino acid sequences of the TGM proteins used in this study are
presented in Supplementary Table 7. The plasmids used to produce
TGM1, TGMI1-D123, and TGM6 in mammalian cells were previously
described®?. The plasmids used to produce TGM1-D3, TGM6-D3, and
TGM6-D45 in bacteria were generated by inserting the corresponding
coding sequences downstream of the thrombin cleavage site in a
modified form of pET32a (EMD-Millipore, Cat# 69015-3) with a His;o
tag instead of Hisg.

TGM1, TGM1-D123, and TGM6 were expressed in expi293 cells
(Invitrogen, Cat# A14527) and purified by binding the protein in the
conditioned medium onto a HisPur (Thermo, Cat# A50590) immobi-
lized metal affinity column (IMAC). The bound protein was eluted
using a 0-0.5M imidazole gradient. The eluted protein peak was
concentrated, deglycosylated with a 14 h incubation with PNGAse F at
30 °C, and further purified by size exclusion chromatography (Cytiva
HilLoad 26/60 Superdex 75, Cat# 28989333).

TGMI1-D3 was overexpressed in E. coli at 37°C in the form of
insoluble inclusion bodies, refolded, and purified as described”.
TGM6-D3 and TGM6-D45 were produced and purified similarly, with
two exceptions: (1) the lysis supernatant for TGM6-D3 was retained and
combined with the urea-solubilized inclusion bodies prior to pur-
ification by nickel metal affinity chromatography and (2) rather than
final purification on a Source Q column, both were purified on a Source
15S column (Cytiva, Cat# 17094401). TGM6-D3 was bound in 25 mM
sodium acetate, 2M urea, 10 pM leupeptin hemisulfate, 10 uM pep-
statin, 100 mg L™ benzamidine, pH 4.8 and eluted with a 0-0.35M
NaCl gradient, while TGM6-D45 was bound in 25 mM Tris, 2 M urea,
10 uM leupeptin hemisulfate, 10 uM pepstatin, 100 mg L™ benzami-
dine pH 7.5, and eluted with a 0-0.2 M NacCl gradient.

Expression and purification of type I receptors
The amino acid sequences of the extracellular domains of the type |
receptors used in this study are presented in Supplementary Table 8.
The plasmids used to produce ALK1, ALK3, and ALKS5 (also known as
TGFBR1) in bacteria were previously described*®*°. The plasmids used
to produce ALK2 and ALK4 in bacteria were constructed by inserting
the corresponding coding sequence downstream of the thrombin
cleavage site in either pET32a or pET15Sb (EMD-Millipore, Cat #
69661-3).

ALK1, ALK3, and ALKS5 were expressed in E. coli grown on
M9 minimal medium with ®N-labeling, refolded from urea-solubilized
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inclusion bodies, and purified as described*®*’. ALK4 was expressed,
refolded, and purified similarly to ALK1, with the exception that the
refolded protein was purified in two steps, first by loading onto a
Source 15Q column (Cytiva, Cat# 17094701) in 25 mM Tris, 2 M urea,
10 uM leupeptin hemisulfate, 10 uM pepstatin, and 100 mg L™ benza-
midine pH 8.0 and eluting with a 0-0.35 M NaCl gradient, and second
by loading onto a C18 semi-preparative reverse phase column (Phe-
nomenex Jupiter 5 um C18 300 A, Cat# 00G-4053-N0) and eluting with
a 5%-70% acetonitrile gradient.

ALK2 was expressed on minimal medium with N labeling at 37 °C
until the Agoo reached 0.4, followed by transfer to 14 °C and induction
of expression with IPTG when the Ao reached 0.6. "N-ALK2 protein
was purified from the lysis supernatant by loading onto IMAC column
and eluting with a 0-0.5M imidazole gradient. Fractions containing
BN-ALK2 were pooled, thrombin treated, dialyzed against 25 mM
CHES, pH 9.0, and purified in two steps, first by loading onto a Source
Q column and eluting with a 0-0.35 M NaCl gradient, and second by
loading onto a C18 semi-preparative reverse phase column and eluting
with a 5%-70% acetonitrile gradient.

Expression and purification of type Il receptors

The amino acid sequences of the extracellular domains of the type Il
receptors used in this study are presented in Supplementary Table 9.
The plasmid used to produce TGFBR2 in bacteria was previously
described™®. The plasmids used to produce ActRIl and ActRIIB in bac-
teria were constructed by inserting the corresponding coding
sequence downstream of the N-terminal Hisg tag and thrombin clea-
vage site in pET15b. The plasmid used to produce BMPRII extracellular
domain in mammalian cells was constructed by inserting the coding
sequence for this downstream of the rat serum albumin signal peptide,
a Hisg tag, and a thrombin cleavage site in a modified form of
pcDNA3.1+ (Invitrogen, Cat# V79020).

TGFBR2 was overexpressed in E. coli at 37 °C in the form of inso-
luble inclusion bodies, refolded, and purified as described
previously*™®. ActRIl and ActRIIb were expressed in the form of inso-
luble inclusion bodies in E. coli BL21(DE3) cells (EMD-Millipore, Cat#
69450) and were refolded and purified similarly to ALK1, with the
exception that the refolded protein was purified by loading onto a
Source Q column in 25mM sodium phosphate, 10 uM leupeptin
hemisulfate, 10 uM pepstatin, and 100 mg L™ benzamidine pH 6.6 and
eluting with a 0-0.35M NaCl gradient. BMPRIl was expressed in
expi293 cells (Invitrogen) and purified from the conditioned medium
using nickel metal affinity chromatography and SEC in the manner
described above for TGMé.

Expression and purification of mmTGF-2-7M2R and mCD44
The amino acid sequences of mmTGF-32-7M2R and mCD44 used in
this study are presented in Supplementary Table 10. mm-TGF-f32-7M2R
was overexpressed in E. coli BL21(DE3) cells at 37 °C in the form of
inclusion bodies, refolded, and purified*. mCD44 was produced in
expi293 suspension cultured mammalian cells and purified™.

Point mutants and validation of recombinant proteins

Single amino acid mutants of TGFBR2, TGM6-D3, or TGM1-D3 were
generated by site-directed mutagenesis®. Multiple amino mutants of
TGMI1 and TGM6 were generated by gene synthesis (Twist Biosciences).
Coding sequences of all wild-type and mutant proteins were verified by
DNA sequencing over the length of their coding sequences. Masses of all
recombinant proteins produced in E. coli, including all point mutants,
were confirmed by liquid chromatography-electrospray ionization
time-of-flight mass spectroscopy (Micro TOF, Bruker).

NMR data collection
Samples of ®N TGM6-D3 and its complex with TGFBR2 were prepared
at a concentration of 150 pM in 25mM Na,HPO,, 10 pM leupeptin

hemisulfate, 10 uM pepstatin, 100 mgL™ benzamidine, 0.05% (w/v)
NaNs3, 5% 2H,0, pH 5.5. Samples of N ALK1, N ALK2, ®N ALK3, "N
ALK4, and ®N ALKS and their corresponding samples containing 1.125
molar equivalents of TGM6-D45 or the TGM6:TGFBR2 binary complex
were prepared at a concentration of 100 uM “N-labeled receptor in
25mM Na,HPO4, 10uM leupeptin hemisulfate, 10 uM pepstatin,
100 mg L™ benzamidine, 0.05% (w/v) NaNs, 5% 2H,0, pH 6.0.

AllNMR samples were transferred to 5 mm susceptibility-matched
microtubes for data collection (Sigma-Aldrich). NMR data were col-
lected at 303.15K using 600, 700, or 800 MHz Bruker NMR spectro-
meters equipped with 5mm 'H{®C,"N} z-gradient “TCI” cryogenically
cooled probes running TopSpin 3.5, 2.1, or 3.1 (Bruker Biospin, Bill-
erica, MA). 2D 'H-"N HSQC spectra were recorded with sensitivity
enhancement™, water flip-back pulses™, and WATERGATE water sup-
pression pulses®. NMR data were processed using NMRPipe 9.9% and
analyzed using NMRFAM-SPARKY 1.2_3.115%.

ITC measurements

ITC data were generated using a Microcal PEAQ-ITC instrument run-
ning version 1.40 of the Malvern PEAQ-ITC control software (Malvern
Instruments, Westborough, MA). All experiments were performed in
ITC buffer (25mM HEPES, 150 mM NaCl, 0.05% NaN3;, pH 7.4). The
proteins in the syringe and sample cell and their concentrations are
provided in the respective data tables. Prior to each experiment, all
proteins were dialyzed three times against ITC buffer and were con-
centrated or diluted as necessary before being loaded into the sample
cell or syringe. For each experiment, either thirteen 3.0 pL or nineteen
2.0 L injections were performed with an injection duration of 4, a
spacing of 150, and a reference power of 10. Integration and data
fitting were performed using Nitpic 2.1.0% and Sedphat 15.2b°%*°. No
more than two outlier data points were removed from any one ITC data
set for analysis. The TGM6:TGFBR2 binding experiment was globally fit
to a simple binding model from two experimental replicates. The
TGM6-D3:TGFBR2 binding experiment was globally fit to a simple
binding model from three experimental replicates. The TGM6-D3
variant and TGFBR2 variant binding experiments were fit to a simple
binding model from 1-2 replicates per variant. Competition experi-
ments were performed with TGFBR2 in the syringe and the competi-
tors in the sample cell (Supplementary Table 3). The data were globally
fit using a simple competitive binding model with one replicate per
condition.

X-ray structure determination

TGM6-D3 (residues 16-102 of the full-length construct) and TGFBR2
46-155 were mixed in a 1.1-to-1.0 ratio, with TGM6-D3 being in slight
excess. The binary complex was fractionated by SEC using a HiLoad
Superdex 75 26/60 column (Cytiva, Cat# 28989334) in 25 mM Tris,
100 mM NacCl, 0.05% NaNs, pH 8.0. The fractions containing the binary
complex were pooled and concentrated to 50 mgmL™ for crystal-
lization. The binary complex was crystallized in 0.1M sodium caco-
dylate, 25% (w/v) PEG 4000, pH 6.5. Large star-burst-like crystal
clusters with plate-like arms grew at ambient temperature in
about 3 days.

Harvested crystals were briefly soaked in mother liquor contain-
ing 14% glycerol for cryoprotection and mounted in nylon loops with
excess mother liquor wicked off. The looped crystals were then flash-
cooled in liquid nitrogen prior to data collection. Data were collected
at the Southeast Regional Collaborative Access Team (SER-CAT) 22-ID
beamline at the Advanced Photon Source, Argonne National Labora-
tory using SERGUI beamline control and data collection software. Data
were integrated and scaled using XDS Ver. Jun 30, 2023°°. The struc-
ture was determined by the molecular replacement method imple-
mented in PHASER 2.7°' using the 1.1 A TGFBR2 X-ray structure (PDB
1M9Z)*” and the TGM1-D3 NMR structural ensemble (PDB 7SXB)” as
search models. Coordinates were refined using Phenix.refine 1.20.1%
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and alternated with manual rebuilding using COOT 0.9.8.7°°. Mole-
cular graphics and analyses performed with Pymol Open Source Ver.
2.6 (Schrodinger, LLC) and UCSF ChimeraX Ver. 1.5%“. Data collection
and refinement statistics are shown in Supplementary Table 5. Final
structure factors and model are deposited in the RCSB PBD under
accession number 9E9G.

TGF-B/TGM inhibition assays in NIH-3T3 fibroblasts

TGF-B/TGM inhibition assays utilizing NIH-3T3 cells were performed
using NIH-3T3 cells stably transfected with a CAGAp-luciferase
reporter construct as previously reported®. Briefly, NIH-3T3-CAGA
cells were plated at a concentration of 2 x10* cells per well in 24-well
plates containing Dulbecco’s modified Eagle’s medium (DMEM) plus
10% fetal calf serum (FCS) and allowed to attach for 18 h. Cells were
washed with PBS and incubated with DMEM plus 0.1% FCS for 6 h. After
this initial incubation, increasing concentrations of either TGM6 or
TGM6-D3 were added to the wells for 30 min prior to stimulation with
0.1ng/mL TGM1 or TGF-B1 (Thermo Peprotech, Cat# 100-21C). The
cells were incubated for 15 h and then washed with PBS and lysed using
100 pL of reporter lysis buffer (Promega, Cat#E4030). To measure
luciferase activity, 30 pL Luciferase Assay Reagent (Promega, Cat#
E1483) was added to 20 pL of lysate. The protein concentration of each
lysate was analyzed using Bio-Rad protein assay reagent (Cat#
5000006) according to the manufacturer’s instructions. Luciferase
units obtained were normalized to the protein content of each well. All
experiments were performed with three independent wells per con-
dition and the experiments were repeated at least twice. Cells were
routinely screened for mycoplasma.

TGF-B/TGM inhibition and activation assays in MFB-F11
fibroblasts
TGF-B/TGM inhibition assays utilizing MFB-F11 cells containing a TGF-
B-responsive alkaline phosphatase reporter®? were performed as pre-
viously reported®. Briefly, 80%-90% confluent cells were detached with
trypsin, and resuspended in DMEM containing 2% FCS, 100 UmL™
penicillin, 100 mg mL™ streptomycin, and 2 mM -glutamine at a con-
centration of 8 x 10° cells mL™. Cells were plated at 4 x 10* (50 pL) cells
per well of a 96-well flat-bottomed plate and left to incubate at 37 °C
for 2 h. After this initial incubation, increasing concentrations of either
full-length TGM6 or TGM6-D3 were added to the wells in a volume
of 25 pL. After 30 min, cells were stimulated with 40 or 200 pM TGF-f3
or TGML1 in a volume of up to 25 pL and incubated for another 24 h at
37°C, 5% CO,. The final volume in each well was 100 pL. After the
second incubation, 20 pL of supernatant was aspirated from each well,
added to a 96-well flat-bottomed plate. Sigma Fast™ p-nitrophenyl-
phosphate substrate (EMD-Millipore, Cat# N2770) was reconstituted
in sterile Milli-Q water and 180 pL of it was added to each well of the 96-
well plate and incubated at room temperature in the dark for up to
24 h. Plates were read at 405nm on an Emax precision microplate
reader (Molecular Devices, San Jose, CA). All conditions were set up in
triplicate and repeated at least twice. ICso values were calculated in
Prism 9 (GraphPad Software, Boston, MA) by globally fitting the
replicates of each inhibition assay to a nonlinear dose-response
inhibition model.

For TGMI1 activation assays, MFB-F-11 cells were seeded at 4 x10*
(50 uL) cells per well of a 96-well flat-bottomed plate and left to incu-
bate at 37 °C for 4 h. Increasing concentrations of full-length TGM1 or
TGMI1-D123 (wild-type or QRRG mutant) were added to the wells to
final volume of 100 pL and incubated for another 24 h at 37 °C, 5% CO,.
The remainder of the assay was completed as described above. Cells
were routinely screened for mycoplasma.

pSMAD stimulation and western blotting
MFB-F11 cells were cultured in 6-well tissue culture plates until they
reached a confluency of 80%-90% in complete growth medium

(DMEM, 10% FBS, 1% L-glutamine, 1x penicillin-streptomycin). The
growth medium was then replaced with serum-free DMEM, and the
cells were incubated at 37°C with 5% CO, for 4h. To stimulate
pSMAD2, TGFB, TGM1, or TGM1-D123 were added to the cells and
incubated at 37 °C for 1 h. To inhibit pPSMAD2, the cells were incubated
with increasing concentrations of TGM6 for 30 min. Following this
incubation, the cells were stimulated with either TGF3 or TGM1 for 1h
at 37 °C. The cells were washed with ice-cold PBS and lysed with RIPA
buffer (0.05M Tris-HCI, pH 7.4, 0.15 M NaCl, 0.25% deoxycholic acid,
1% NP-40, 1 mM EDTA) containing 1X Halt protease and phosphatase
inhibitor cocktail (Invitrogen, Cat# 78440). Cell lysates were cleared by
centrifugation at 13,000 x g, 4 °C for 5 min, and protein concentrations
were estimated using the Precision Red reagent (Cytoskeleton Inc,
Cat# ADVO02). Protein samples were prepared by mixing 1X LDS (Invi-
trogen, Cat#NP0007), 25 mM DTT, and boiling at 100 °C for 5 min.
Equal concentrations of cell lysates were analyzed on 4%-12% Bis-Tris
NuPAGE SDS-PAGE gels (Invitrogen, Cat#NP0322) and transferred
onto a nitrocellulose membrane using the iBlot2 system (Invitrogen,
Waltham, MA). The membranes were treated with a 5% non-fat milk
blocking solution for 1h and incubated with the primary antibody
(diluted 1:1000 in 5% BSA-containing TBST) overnight at 4 °C. The
antibodies used for blotting were: phospho-Smad2 antibody (Cell
Signaling Technologies, Cat# 8828), total Smad2/3 antibody (Cell
Signaling Technologies, Cat# 3102), and alpha-tubulin antibody
(Abcam, Cat# ab7291). The blots were then washed three times (5 min
each) with 1X TBST. To detect the protein bands, a fluorescently con-
jugated secondary antibody (diluted 1:10,000 in 5% BSA-containing
TBST) was used, and the bands were visualized using the Odyssey CLx
Imaging System with LICOR imaging studio 5.0 (LI-COR Biosciences,
Lincoln, NE). Uncropped blots are provided as source data.

Foxp3* Treg induction assay

Induction of the Foxp3 transcription factor in murine splenic CD4+
T cells was performed®. Briefly, a single cell suspension was prepared
from the spleens of naive Foxp3-GFP BALB/c transgenic mice®®, with
2 min incubation in red blood cell lysis buffer (Sigma), then washed
and resuspended in RPMI containing HEPES, supplemented with 2 mM
L-glutamine, 100 U/mL of penicillin and 100 pg/mL of streptomycin,
10% heat-inactivated FCS (Gibco, Cat# A5209502), and 50nM
2-mercaptoethanol. Naive CD4+ T cells were isolated by magnetic
sorting using the mouse naive CD4+ T-cell isolation kit (Miltenyi, Cat#
130-104-453) on the AutoMACS system (Miltenyi, Auburn, CA) as per
the manufacturer’s instructions. Cells were cultured at 2 x 10° per well
in flat-bottomed 96-well plates with the addition of IL-2 (Miltenyi, Cat#
170-076-147) at a final concentration of 400 U/mL and pre-coated with
10 pg/mL of anti-CD3 (eBioscience, Cat# 14-0031-86). Cells were cul-
tured with 5ng/mL TGF-B1 or TGMI with or without increasing con-
centrations of TGM6 at 37 °C in 5% CO, for 72 h before being removed
for flow cytometric analysis. Briefly, cells were washed with PBS and
stained with Fixable Viability Dye eFluor 506 (Invitrogen, Cat#65-0866-
14) and TruStain FcX PLUS anti-mouse CD16/32 antibody (Biolegend,
Cat# 156604) to identify live cells and prevent unspecific binding,
respectively. Following this, cells were incubated with fluorochrome-
conjugated anti-CD4 (Biolegend, Cat# BV650). Cells were analyzed
using a BD FACSCelesta Cell Analyzer (BD, Lakes, NJ) and data were
analyzed by FlowJo software (BD, Lakes, NJ). Analysis of stained cells
was performed on single live cells.

Transcriptional florescent protein-based reporter assays

The CAGA-MLP-dynGFP lentiviral vector was used for fluorescent
protein-based reporter assays®’. The BRE-MLP-mCHERRY-d2 lentiviral
reporter was made using the pGL3-MLP-BRE-Luc plasmid (cloning
information available on request)®®. Lentiviruses were generated by
transfection HEK293T cells with packaging constructs and the lenti-
viral constructs using standard protocols. Cells were exposed to

Nature Communications | (2025)16:1847

12


https://doi.org/10.2210/pdb9E9G/pdb
www.nature.com/naturecommunications

Article

https://doi.org/10.1038/s41467-025-56954-z

lentivirus containing pLV-CAGA-MLP-dynGFP or pLV-BRE-MLP-
mCHERRYd2 for 48 h, after which the cells were selected using pur-
omycin (CAGA-MLP-dynGFP) or blasticidin (BRE-MLP-mCHERRYd2).
Murine NIH-3T3 fibroblasts containing either the CAGA-MLP-dynGFP
or the BRE-MLP-mCHERRYd2 reporter, or murine NM-18 epithelial cells
containing the CAGA-MLP-dynGFP reporter, were seeded in 96-well
plates. For the CAGA-MLP-dynGFP reporter, the cells were stimulated
the next day with either TGF-f33 or activin A in 10% serum. For the BRE-
MLP-mCHERRYd2 the cells were put on media without serum over-
night and were subsequently stimulated with BMPs. Directly after
ligand stimulation, the cells were placed in the IncuCyte S3 live-cell
imaging analysis system (Sartorius). The cells were imaged every 3 h
for a period of 48 h. Fluorescence intensity was analyzed using the
IncuCyte software. Cells were routinely screened for mycoplasma.

Statistical analyses

Statistical analyses were performed using Prism 10 (GraphPad Soft-
ware, Boston, MA), Nitpic 2.1.0%, and Sedphat 15.2b***°, as appropriate.
For comparisons of two groups, a Student’s unpaired two-sided ¢-test
was used, assuming unequal variance. P values of <0.05 were con-
sidered statistically significant. Sample sizes were chosen empirically
based on the laboratory’s previous experience in the calculation of
experimental variability; sample sizes for each experiment were not
pre-determined by individual power calculations.

Reporting summary
Further information on research design is available in the Nature
Portfolio Reporting Summary linked to this article.

Data availability

The X-ray source data used in this study are available in the RCSB PDB
database under accession code 9E9G. The NMR and ITC source data
have been deposited in the Figshare repository [https://doi.org/10.
6084/m9.figshare.28179359]. Any additional information required to
reanalyze the data reported in this paper is available from the lead
contacts upon request. Plasmids generated in this study are main-
tained in the laboratories of Andrew Hinck (ahinck@pitt.edu), Richard
M. Maizels (rick.maizels@glasgow.ac.uk), Peter ten Dijke (P.ten_Dij-
ke@lumc.nl), and Gareth Inman (Gareth.Inman@glasgow.ac.uk) and
will be made available upon request. Source data are provided with
this paper.

References

1. Hewitson, J. P., Grainger, J. R. & Maizels, R. M. Helminth immunor-
egulation: the role of parasite secreted proteins in modulating host
immunity. Mol. Biochem. Parasitol. 167, 1-11 (2009).

2. Maizels, R. M. & McSorley, H. J. Regulation of the host immune
system by helminth parasites. J. Allergy Clin. Inmunol. 138,
666-675 (2016).

3. Maizels, R. M., Smits, H. H. & McSorley, H. J. Modulation of host
immunity by helminths: the expanding repertoire of parasite
effector molecules. Immunity 49, 801-818 (2018).

4. Harnett, W. Secretory products of helminth parasites as immuno-
modulators. Mol. Biochem. Parasitol. 195, 130-136 (2014).

5. Shepherd, C. et al. Identifying the immunomodulatory components
of helminths. Parasite Immunol. 37, 293-303 (2015).

6. Johnston, C. J. C. et al. A structurally distinct TGF-B mimic from an
intestinal helminth parasite potently induces regulatory T cells. Nat.
Commun. 8, 1741 (2017).

7. Chen, W. et al. Conversion of peripheral CD4'CD25™ naive T cells to
CD4'CD25" regulatory T cells by TGF-f induction of transcription
factor Foxp3. J. Exp. Med. 198, 1875-1886 (2003).

8. Sanjabi, S., Oh, S. A. & Li, M. O. Regulation of the immune response
by TGF-3: from conception to autoimmunity and infection. Cold
Spring Harb. Perspect. Biol. 9 a022236 (2017).

9.

10.

1.

12.

13.

14.

15.

16.

17.

18.
19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

Logan, J., Navarro, S., Loukas, A. & Giacomin, P. Helminth-induced
regulatory T cells and suppression of allergic responses. Curr. Opin.
Immunol. 54, 1-6 (2018).

Finlay, C. M., Walsh, K. P. & Mills, K. H. G. Induction of regulatory
cells by helminth parasites: exploitation for the treatment of
inflammatory diseases. Immunol. Rev. 259, 206-230 (2014).
Smith, K. A. et al. Low-level regulatory T-cell activity is essential for
functional type-2 effector immunity to expel gastrointestinal hel-
minths. Mucosal Immunol. 9, 428-443 (2016).

Shull, M. M. et al. Targeted disruption of the mouse transforming
growth factor-f31 gene results in multifocal inflammatory disease.
Nature 359, 693-699 (1992).

Kaartinen, V. et al. Abnormal lung development and cleft palate in
mice lacking TGF-(33 indicates defects of epithelial-mesenchymal
interaction. Nat. Genet. 11, 415-421 (1995).

Sanford, L. P. et al. TGF2 knockout mice have multiple develop-
mental defects that are non-overlapping with other TGF3 knockout
phenotypes. Development 124, 2659-2670 (1997).

Kelly, A., Houston, S. A., Sherwood, E., Casulli, J. & Travis, M. A.
Regulation of innate and adaptive immunity by TGF. Adv. Immu-
nol. 134, 137-233 (2017).

Kim, K. K., Sheppard, D. & Chapman, H. A. TGF-f31 signaling

and tissue fibrosis. Cold Spring Harb. Perspect. Biol. 10,

a022293 (2018).

Ihara, S., Hirata, Y. & Koike, K. TGF-3 in inflammatory bowel disease:
a key regulator of immune cells, epithelium, and the intestinal
microbiota. J. Gastroenterol. 52, 777-787 (2017).

Massague, J. TGFf3 in cancer. Cell 134, 215-230 (2008).

Seoane, J. & Gomis, R. R. TGF-@3 family signaling in tumor sup-
pression and cancer progression. Cold Spring Harb. Perspect. Biol.
9 a022277 (2017).

Hu, H. H. et al. New insights into TGF-3/Smad signaling in tissue
fibrosis. Chem. Biol. Interact. 292, 76-83 (2018).

Hinck, A. P., Mueller, T. D. & Springer, T. A. Structural biology and
evolution of the TGF-f3 family. Cold Spring Harb. Perspect. Biol. 8
a022103 (2016).

Groppe, J. et al. Cooperative assembly of TGF-3 superfamily sig-
naling complexes is mediated by two disparate mechanisms and
distinct modes of receptor binding. Mol. Cell 29, 157-168 (2008).
Huang, T. et al. TGF-f3 signalling is mediated by two autonomously
functioning TGFBR1: TGFBR2 pairs. EMBO J. 30, 1263-1276 (2011).
Wrana, J. L. et al. TGF( signals through a heteromeric protein kinase
receptor complex. Cell 71, 1003-1014 (1992).

Wrana, J. L., Attisano, L., Wieser, R., Ventura, F. & Massagué, J.
Mechanism of activation of the TGF-3 receptor. Nature 370,
341-347 (1994).

Hata, A. & Chen, Y. G. TGF-f3 signaling from receptors to smads.
Cold Spring Harb. Perspect. Biol. 8 a022061 (2016).

Mukundan, A. et al. Convergent evolution of a parasite-encoded
complement control protein-scaffold to mimic binding of mam-
malian TGF-f to its receptors, TBR1 and TBR2. J. Biol. Chem. 298
101994 (2022).

Smyth, D. J. et al. TGF-3 mimic proteins form an extended gene
family in the murine parasite Heligmosomoides polygyrus. Int. J.
Parasitol. 48, 379-385 (2018).

Hewitson, J. P. et al. Secretion of protective antigens by tissue-stage
nematode larvae revealed by proteomic analysis and vaccination-
induced sterile immunity. PLoS Pathog. 9, 1003492 (2013).

van Dinther, M. et al. CD44 acts as a coreceptor for cell-specific
enhancement of signaling and regulatory T cell induction by TGM1, a
parasite TGF- mimic. Proc. Natl. Acad. Sci. USA 120, 2302370120
(2023).

Singh, S. P. et al. The TGF-8 mimic TGM4 achieves cell specificity
through combinatorial surface co-receptor binding. EMBO Rep. 26,
218-244 (2025).

Nature Communications | (2025)16:1847

13


https://doi.org/10.2210/pdb9E9G/pdb
https://doi.org/10.6084/m9.figshare.28179359
https://doi.org/10.6084/m9.figshare.28179359
www.nature.com/naturecommunications

Article

https://doi.org/10.1038/s41467-025-56954-z

32. Tesseur, ., Zou, K., Berber, E., Zhang, H. & Wyss-Coray, T. Highly
sensitive and specific bioassay for measuring bioactive TGF-3. BMC
Cell Biol. 7, 15 (2006).

33. Spender, L. C. et al. Mutational activation of BRAF confers sensitivity
to transforming growth factor beta inhibitors in human cancer cells.
Oncotarget 7, 81995-82012 (2016).

34. Kim, S. K. et al. An engineered transforming growth factor
beta (TGF-8) monomer that functions as a dominant negative
to block TGF-B signaling. J. Biol. Chem. 292, 7173-7188
(2017).

35. Sigurskjold, B. W. Exact analysis of competition ligand binding by
displacement isothermal titration calorimetry. Anal. Biochem. 277,
260-266 (2000).

36. Deckers, M. et al. The tumor suppressor Smad4 is required for
transforming growth factor B-induced epithelial to mesenchymal
transition and bone metastasis of breast cancer cells. Cancer Res.
66, 2202-2209 (2006).

37. Boesen, C.C., Radaev, S., Motyka, S. A., Patamawenu, A. & Sun, P. D.
The 1.1 A crystal structure of human TGF-B type Il receptor ligand
binding domain. Structure 10, 913-919 (2002).

38. Hart, P. J. et al. Crystal structure of the human TBR2 ectodomain-
TGF-B3 complex. Nat. Struct. Biol. 9, 203-208 (2002).

39. Radaev, S. et al. Ternary complex of transforming growth
factor-31 reveals isoform-specific ligand recognition and
receptor recruitment in the superfamily. J. Biol. Chem. 285,
14806-14814 (2010).

40. Baardsnes, J., Hinck, C. S., Hinck, A. P. & O’Connor-McCourt, M. D.
TRR-Il discriminates the high- and low-affinity TGF-3 isoforms via
two hydrogen-bonded ion pairs. Biochemistry 48, 2146-2155
(2009).

41. De Crescenzo, G. et al. Three key residues underlie the differential
affinity of the TGFf3 isoforms for the TGF( type Il receptor. J. Mol.
Biol. 355, 47-62 (2006).

42. Henen, M. A. et al. TGF-32 uses the concave surface of its extended
finger region to bind betaglycan’s ZP domain via three residues
specific to TGF-B and inhibin-a. J. Biol. Chem. 294, 3065-3080
(2019).

43. Roberts, A. B. et al. Transforming growth factor type beta: rapid
induction of fibrosis and angiogenesis in vivo and stimulation of
collagen formation in vitro. Proc. Natl. Acad. Sci. USA 83,
4167-4171 (1986).

44. Morikawa, M., Derynck, R. & Miyazono, K. TGF-B and the TGF-3
family: context-dependent roles in cell and tissue physiology. Cold
Spring Harb. Perspect. Biol. 8 a021873 (2016).

45. Tauriello, D. V. F., Sancho, E. & Batlle, E. Overcoming TGFf3-
mediated immune evasion in cancer. Nat. Rev. Cancer 22,

25-44 (2022).

46. Akhurst, R. J. Targeting TGF-3 signaling for therapeutic gain. Cold
Spring Harb. Perspect. Biol. 9 a022301 (2017).

47. Derynck, R., Turley, S. J. & Akhurst, R. J. TGFf3 biology in cancer
progression and immunotherapy. Nat. Rev. Clin. Oncol. 18,

9-34 (2021).

48. Mahlawat, P., Ilangovan, U., Biswas, T., Sun, L. Z. & Hinck, A. P.
Structure of the Alk1 extracellular domain and characterization of its
bone morphogenetic protein (BMP) binding properties. Biochem-
istry 51, 6328-6341 (2012).

49. Zuniga, J. E. et al. The TBR-I pre-helix extension is structurally
ordered in the unbound form and its flanking prolines are essential
for binding. J. Mol. Biol. 412, 601-618 (2011).

50. Hinck, A. P. et al. Sequential resonance assignments of the extra-
cellular ligand binding domain of the human TGF-3 type Il receptor.
J. Biomol. NMR 18, 369-370 (2000).

51. Liu, H. & Naismith, J. H. An efficient one-step site-directed deletion,
insertion, single and multiple-site plasmid mutagenesis protocol.
BMC Biotechnol. 8, 91 (2008).

52. Kay, L., Keifer, P. & Saarinen, T. Pure absorption gradient enhanced
heteronuclear single quantum correlation spectroscopy with
improved sensitivity. J. Am. Chem. Soc. 114, 10663-10665 (1992).

53. Grzesiek, S. & Bax, A. The importance of not saturating water in
protein NMR. Application to sensitivity enhancement and NOE
measurements. J. Am. Chem. Soc. 115, 12593-12594 (1993).

54. Piotto, M., Saudek, V. & Sklenar, V. Gradient-tailored excitation for
single-quantum NMR spectroscopy of aqueous solutions. J. Biomol.
NMR 2, 661-665 (1992).

55. Delaglio, F. et al. NMRPipe: a multidimensional spectral processing
system based on UNIX pipes. J. Biomol. NMR 6, 277-293 (1995).

56. Lee, W., Tonelli, M. & Markley, J. L. NMRFAM-SPARKY: enhanced
software for biomolecular NMR spectroscopy. Bioinformatics 31,
1325-1327 (2014).

57. Keller, S. et al. High-precision isothermal titration calorimetry with
automated peak-shape analysis. Anal. Chem. 84, 5066-5073 (2012).

58. Brautigam, C. A., Zhao, H., Vargas, C., Keller, S. & Schuck, P. Inte-
gration and global analysis of isothermal titration calorimetry data
for studying macromolecular interactions. Nat. Protoc. 11,
882-894 (2016).

59. Zhao, H., Piszczek, G. & Schuck, P. SEDPHAT - a platform for global
ITC analysis and global multi-method analysis of molecular inter-
actions. Methods 76, 137-148 (2015).

60. Kabsch, W. XDS. Acta Crystallogr. D Biol. Crystallogr. 66, 125-132 (2010).

61. McCoy, A. J. et al. Phaser crystallographic software. J. Appl. Crys-
tallogr. 40, 658-674 (2007).

62. Afonine, P. V. et al. Towards automated crystallographic structure
refinement with phenix.refine. Acta Crystallogr. D Biol. Crystallogr.
68, 352-367 (2012).

63. Emsley, P., Lohkamp, B., Scott, W. G. & Cowtan, K. Features and
development of Coot. Acta Crystallogr. D Biol. Crystallogr. 66,
486-501 (2010).

64. Meng, E. C. et al. UCSF ChimeraX: tools for structure building and
analysis. Protein Sci. 32, e4792 (2023).

65. White, M. P. et al. The parasite cytokine mimic Hp-TGM potently
replicates the regulatory effects of TGF-8 on murine CD4+ T cells.
Immunol. Cell Biol. 99 848-864 (2021).

66. Fontenot, J. D. et al. Regulatory T cell lineage specification by the
forkhead transcription factor foxp3. Immunity 22, 329-341 (2005).

67. Marvin, D. L. et al. Dynamic visualization of TGF-3/SMADS tran-
scriptional responses in single living cells. Cancers 14 2508 (2022).

68. Korchynskyi, O. & ten Dijke, P. Identification and functional char-
acterization of distinct critically important bone morphogenetic
protein-specific response elements in the Id1 promoter. J. Biol.
Chem. 2717, 4883-4891 (2002).

Acknowledgements

We would like to thank Chang Byeon for his assistance in producing and
purifying proteins used in the binding studies and Matthew Whitley for
his assistance with analysis of the diffraction data. The manuscript was
critically reviewed by Catherine Winchester (CRUK Scotland Institute).
This research was supported by the NIH through an RO1 (GM58670) and
RO3 (AI53915) awarded to A.H. and an F30 (Al157069) awarded to A.M.
and the Wellcome Trust through an Investigator Award (Ref 219530) to
R.M.M., Discovery Award to P.tD., R.M.M. and A.P.H. (Ref 306173), and
the Wellcome Trust core-funded Wellcome Centre for Investigative
Parasitology (Ref 104111). C.S., J.P., and G.J.l. were supported by CRUK
core funding to the CRUK Scotland Institute (A31287) and to G.J.I.
(A29802). X-ray data were collected at Southeast Regional Collaborative
Access Team (SER-CAT) 22-ID beamline at the Advanced Photon Source,
Argonne National Laboratory. SER-CAT is supported by its member
institutions, and equipment grants (RR25528, RR028976, and
0ODO027000) from the NIH. Molecular graphics and analyses performed
with UCSF ChimeraX Ver. 1.5, developed by the Resource for Bio-
computing, Visualization, and Informatics at the University of California,

Nature Communications | (2025)16:1847

14


www.nature.com/naturecommunications

Article

https://doi.org/10.1038/s41467-025-56954-z

San Francisco, with support from NIH GM129325 and the Office of Cyber
Infrastructure and Computational Biology, National Institute of Allergy
and Infectious Diseases.

Author contributions

S.EW.,RM.M., P.tD., G.J.I., and A.P.H. designed the study. S.E.W., T.A.S.,
AM.,, CS.,, S.P.S, M.vD,, KT.C.,, M.P.JW.,, T.C., J.P., and C.S.H. designed
and executed experiments. S.E.W. and T.A.S. crystalized the TGM6-
D3:TGFBR2 complex and determined the crystal structure. S.E.W., T.C.,
and C.S.H. purified recombinant proteins. S.E.W. and A.M. performed
ITC measurements. C.S., S.P.S., M.vD. K.T.C., M.PJW., T.C., J.P., P.1D.,
G.J.I., and R.M.M. provided and analyzed signaling activity data. S.E.W
and A.P.H wrote the manuscript. P.tD., G.J.l.,, R.M.M., and A.P.H. provided
funding for the study.

Competing interests

A.H. is a member of the scientific advisory board for TCGFB and is a
licensee of intellectual property to Kalivir Immunotherapeutics. The
remaining authors declare no competing interests.

Additional information

Supplementary information The online version contains
supplementary material available at
https://doi.org/10.1038/s41467-025-56954-z.

Correspondence and requests for materials should be addressed to
Andrew P. Hinck.

Peer review information Nature Communications thanks the anon-
ymous reviewer(s) for their contribution to the peer review of this work. A
peer review file is available.

Reprints and permissions information is available at
http://www.nature.com/reprints

Publisher’s note Springer Nature remains neutral with regard to jur-
isdictional claims in published maps and institutional affiliations.

Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,
adaptation, distribution and reproduction in any medium or format, as
long as you give appropriate credit to the original author(s) and the
source, provide a link to the Creative Commons licence, and indicate if
changes were made. The images or other third party material in this
article are included in the article’s Creative Commons licence, unless
indicated otherwise in a credit line to the material. If material is not
included in the article’s Creative Commons licence and your intended
use is not permitted by statutory regulation or exceeds the permitted
use, you will need to obtain permission directly from the copyright
holder. To view a copy of this licence, visit http://creativecommons.org/
licenses/by/4.0/.

© The Author(s) 2025, corrected publication 2025

Nature Communications | (2025)16:1847

15


https://doi.org/10.1038/s41467-025-56954-z
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
www.nature.com/naturecommunications

	TGM6 is a helminth secretory product that mimics TGF-β binding to TGFBR2 to antagonize signaling in fibroblasts
	Results
	TGM6 lacks signaling activity, but selectively and specifically binds TGFBR2
	TGM6-D3 competes for the TGF-β binding site on TGFBR2
	TGM6 antagonizes TGF-β signaling in fibroblasts and epithelial cells, but not T cells
	TGM6-D3 mimics TGF-β binding to TGFBR2
	The interactions that enable TGM6-D3 and TGF-β1/-β3 to bind TGFBR2 are similar
	TGM6 function is dependent on high-affinity TGFBR2 binding, while TGM1 function is not

	Discussion
	Methods
	Expression and purification of TGM proteins
	Expression and purification of type I receptors
	Expression and purification of type II receptors
	Expression and purification of mmTGF-β2-7M2R and mCD44
	Point mutants and validation of recombinant proteins
	NMR data collection
	ITC measurements
	X-ray structure determination
	TGF-β/TGM inhibition assays in NIH-3T3 fibroblasts
	TGF-β/TGM inhibition and activation assays in MFB-F11 fibroblasts
	pSMAD stimulation and western blotting
	Foxp3+ Treg induction assay
	Transcriptional florescent protein-based reporter assays
	Statistical analyses
	Reporting summary

	Data availability
	References
	Acknowledgements
	Author contributions
	Competing interests
	Additional information




