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Abstract

Rapid memory CD4+ T helper 2 (TH2) cell activation during allergic inflammation requires their 

recruitment into the affected tissue. Here we demonstrate that group 2 innate lymphoid cells 

(ILC2) play a critical role in memory TH2 cell responses, with targeted ILC2 depletion profoundly 

impairing TH2 cell localization to the lungs and skin of sensitized mice after allergen re-challenge. 

ILC2-derived interleukin-13 (IL-13) is critical for eliciting IRF4+CD11b+CD103− dendritic cells 

(DCs) to produce the TH2 cell-attracting chemokine CCL17. Consequently, the sentinel function 

of DCs is contingent on ILC2s for the generation of an efficient memory TH2 cell response. These 

results elucidate a key new innate mechanism in the regulation of the immune memory response to 

allergens.

Allergic airway disease affects millions of people worldwide. Although heterogeneous in 

etiology, a misguided acquired type-2 immune response to allergens underlies its pathology 

in most patients1. Memory T helper 2 (TH2) cells are critical for antigen recall responses and 

subsequent type-2-cytokine-driven inflammation, although the innate immune system is also 

intricately involved in coordinating this process2. At the mucosal barrier, innate immune 

cells are rapidly activated by damage or microbe-associated molecular patterns to produce 
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cytokines, chemokines and cell-surface co-stimulatory molecules3. Although this 

inflammatory milieu enables the rapid homing, efficient activation, and survival of memory 

TH2 cells, the exact mechanism is not completely understood2, 3.

Innate lymphoid cells (ILCs) encompass a family of cells that serve as part of the innate 

immune system4. In the context of infection, ILCs function as sentinels that precede the 

generation of antigen-specific adaptive immune responses. Group 2 ILCs (ILC2s) are an 

important early cellular source of type-2 cytokines, and are activated by alarmins, including 

IL-25, IL-33, and TSLP. At barrier sites, ILC2s respond to helminth infection in the 

gut5, 6, 7, but also to viral or allergen-induced tissue damage in the airways8, 9, 10. Although 

ILC2s influence the priming of TH2 cells after initial allergen or helminth 

exposure11, 12, 13, 14, 15, their continued role during the effector-memory TH2 cell response 

following secondary antigen re-challenge is unknown.

The critical role of dendritic cells (DCs) for antigen-presentation and type-2 chemokine 

production during the memory TH2 cell recall-response is well defined2, 16. It is also known 

that DCs can be stimulated by type-2 cytokines to produce the chemokines CCL17 and 

CCL2217, which attract its cognate-receptor CCR4-expressing memory TH2 cells18, 19. We 

hypothesized that as an innate source of type-2 cytokines rapidly produced locally following 

allergen exposure, ILC2s might help initiate the memory TH2 cell response by creating a 

chemokine milieu that promotes TH2 cell recruitment.

Here we demonstrate that the innate response mediated by both ILC2s and DCs is required 

for the memory TH2 cell response in allergen-sensitized animals. We utilized iCOS-T mice15 

to ablate ILC2s prior to the initiation of the antigen-recall response while leaving intact their 

critical functions during TH2 cell priming. ILC2-depleted animals failed to recruit memory 

TH2 cells to the lung and skin following allergen re-challenge. We find that ILC2s act 

upstream of DCs, and are essential for their production of the memory TH2 cell 

chemoattractant CCL17. Taken together, we demonstrate that ILC2 are critical for 

orchestrating an efficient localized memory TH2 cell response in collaboration with tissue-

resident DCs.

Results

Protease allergen induces a memory TH2 cell recall response

To induce a robust memory TH2 cell-mediated immune response, we primed and re-

challenged animals intranasally with the protease-allergen papain20, which shares 

similarities with parasitic protozoan clan CA peptidases, and requires its enzymatic activity 

to elicit innate and adaptive allergic responses13, 21, 22 (Fig. 1a). Priming induced acute 

eosinophilia and increased ILC2 numbers, which largely resolved by day 15, whereas re-

challenge elicited greatly amplified eosinophilic inflammation (Fig. 1b, Supplementary Figs. 

1a–e). Accordingly, allergen-induced CD4+ TH2 cells, as defined by GATA3 expression23, 

promoted an amplified antigen-recall response (Fig. 1c, d, Supplementary Fig. 1f). Tetramer-

traceable memory TH2 cells were generated by the co-administration of 2W1S-peptide24, 

alongside allergen. Although priming efficiently induced tetramer+ TH2 cells, re-challenge 

provoked a rapid increase in lung tetramer+ TH2 cells (Fig. 1d). Comparable inflammation 
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kinetics were observed with an alternative allergen, Alternaria alternata extract 

(Supplementary Fig. 2). Furthermore, the persistence of the memory TH2 cell response was 

assayed by delaying the allergen re-challenge for 130 days, which yielded similar results 

(Fig. 1e, Supplementary Fig. 3a-d). Enzymatically active papain induced greatly amplified 

antigen-recall responses, and increased TH2 cell numbers in the lung, compared to heat-

inactivated papain (HP), or 2W1S-peptide alone (Fig. 1e, Supplementary Fig. 3e–i). Active 

papain also induced higher numbers of eosinophils and elevated amounts of the TH2 cell 

chemoattractant CCL17 (Fig 1f, g). As papain protease activity is essential for ILC2 

activation, these results raised the possibility that ILC2 may be important for an efficient 

memory TH2 cell response to inhaled protease allergens.

ILC2 are required for memory TH2 cell responses to allergens

To assess the role of ILC2s during the memory TH2 cell response, without affecting their 

critical functions during TH2 cell priming, we depleted ILC2s in iCOS-T mice, where 

diphtheria toxin (DTx) treatment temporarily ablates ILC2s, while sparing other blood 

lineages including CD4+ T cells15 (Supplementary Fig. 4a, b). Administration of DTx before 

antigen re-challenge efficiently depleted ILC2s (Fig. 2a, b, Supplementary Fig. 4c). ILC2 

ablation led to a dramatic reduction in TH2 cell numbers after allergen re-challenge on day 

16 (Fig. 2c). This decrease in TH2 cell numbers was equivalent to the baseline levels 

observed in papain-sensitized control animals. We also observed a strong correlation 

between ILC2s and tissue-infiltrating TH2 cells (Fig. 2d). The total number of lung CD4+ T 

cells after re-challenge was unaffected in ILC2-depleted animals (Fig. 2e). Importantly, by 

day 20 in the lungs of re-challenged mice depleted of ILC2s, there was a similar impairment 

in the numbers of antigen-specific memory 2W1S-tetramer+ TH2 cells as compared to ILC2-

replete controls (Fig. 2f). Similar results were obtained for 2W1S-tetramer− TH2 cells 

(Supplementary Fig. 4d). The decrease in TH2 cell numbers was not due to impaired T cell 

proliferation in the ILC2-ablated mice as evident by equivalent Ki67 staining in the T cells 

of control mice (Fig. 2g). Additionally, we re-challenged and analyzed iCOS-T mice 130 

days after priming (Supplementary Fig. 4e). ILC2 depletion resulted in significantly reduced 

total TH2 cell numbers in the lungs after re-challenge (Fig. 2h), as well as reduced 2W1S-

tetramer+ TH2 cells (Supplementary Fig. 4f). After re-challenge we also observed an 

increase in lineage−CD127+ non-ILC2 or ILC3, which did not express IL-13; this induction 

was absent after ILC2-depletion (Supplementary Fig. 4g-h). Finally, TH2 cell numbers were 

also reduced after re-challenge in ILC2-depleted mice treated with an alternative allergen, 

Alternaria alternata (Supplementary Fig. 4i). Functionally, in addition to reduced TH2 cell 

numbers, we also noted decreased IL-4 bronchoalveolar (BAL) concentrations after papain 

re-challenge in the absence of ILC2s (Figure 2i), and TH2 cells are the major source of IL-4 

after papain re-challenge (Supplementary Fig. 4j). Thus, ILC2 play an important and 

previously unappreciated role in the generation of memory TH2 cell responses.

ILC2 activation precedes recruitment of memory TH2 cells

We hypothesized that ILC2-produced IL-13 might be essential for the rapid secretion of DC-

derived CCL1725, thereby promoting recruitment of CCR4+ memory TH2 cells to the site of 

allergen exposure. Indeed, prior to and immediately after allergen re-challenge, ILC2s were 

the major producers of IL-13 compared to TH2 cells (Fig. 3a). A time-course analysis 
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following allergen challenges showed that BAL concentrations of IL-13 and CCL17 were 

induced rapidly and followed similar kinetics (Fig. 3b, c). The expression of these factors 

correlated with a rapid influx of CCR4+CD4+ T cells into the lung tissue after allergen re-

challenge (Fig. 3d, e). To test the involvement of IL-13 in TH2 cell recruitment to the lung 

we used neutralizing antibodies to block IL-13 during papain re-challenge, resulting in a 

significant reduction of TH2 cells (Fig. 3f, Supplementary Fig. 5a). Notably this also 

mirrored the reduction in lung TH2 cells observed when CCL17 was blocked (Fig. 3f). Both 

IL-13 and CCL17 neutralization resulted in a lower frequency of 

CD44+CD62LloCCR4+CD4+ memory T cells in animals after allergen re-challenge (Fig. 3g, 

h). These data demonstrate that blocking IL-13 or CCL17 result in a phenocopy that 

suggests they contribute to the same pathway for memory TH2 cell induction.

Antigen challenge induces CCL17+CD103−CD11b+ DCs

We next investigated the cellular source of the CCL17 produced post allergen challenge. 

Lung B220−CD11c+MHCII+ DCs can be sub-divided into CD11b−CD103+ and 

CD11b+CD103− populations, with the latter being implicated in allergic lung 

inflammation26 (Fig. 4a). These CD11b+CD103− lung DCs also express higher levels of the 

transcription factor IRF4, which is associated with type-2 allergic inflammation27, 28. An 

acute challenge of the lungs with papain dramatically increased the numbers of the CCL17-

producing type-2-associated CD11b+CD103−IRF4+ DC subpopulation (Fig. 4b). Gene 

expression analysis of CD11b+CD103− and CD11b−CD103+ lung DC populations, as well 

as those of CD11b+Siglec-F− and CD11b−Siglec-F+ lung macrophages, monocytes and 

activated and naive lung ILC2 was conducted (Fig. 4c). We observed that CD11b+CD103– 

lung DCs express Irf4 and slightly more Ccl17 compared to CD11b−CD103+ lung DCs. 

Moreover, lung macrophages do not express higher levels of Ccl17 compared to lung DCs. 

Furthermore, although naive ILC2 express Il13 but not Ccl17, lung DCs express high levels 

of Il4ra, Il13ra1, and Stat6. Thus, B220−CD11c+MHCII+CD11b+CD103−Irf4+ lung DCs 

represent an important potential source of CCL17 in response to allergen challenge and 

express mRNA for IL-13 receptors, raising the possibility that they respond to ILC2-

produced IL-13.

ILC2s are critical for allergen-induced CCL17 production

Mirroring their high expression of Il13ra1, lung DCs were also found to be IL-13Rα1-

positive by flow cytometry as compared to weakly staining Siglec-F+CD11c+F4/80+ 

macrophages (Fig. 5a). Moreover, IL-13-neutralized, Il13−/−, and Il13ra−/− mice each 

showed reduced CCL17 concentrations in BAL (Fig. 5b), and reduced numbers of 

CCL17+CD11b+CD103− lung DCs (Fig. 5c) after papain stimulation compared to wildtype 

controls. Similarly, Il33−/− mice, which fail to activate lung ILC2s efficiently, exhibited 

impaired CCL17 production (Supplementary Fig. 5b). ILC2-deficient Rorasg/sg-bone-

marrow-transferred (BMT)29, 30 or Rora−/flIl7ra-Cre mice15 (Fig. 5c, d), and ILC2-depleted 

iCOS-T mice (Fig. 5e) had considerably fewer CCL17+CD11b+CD103− lung DCs following 

papain administration as compared to controls. ILC2-deficient and ILC2-depleted animals 

also had reduced CCL17 concentrations in the BAL after papain challenge and re-challenge 

respectively (Fig. 5b and f). Similar results were obtained in animals treated with the 

allergen Alternaria alternata (Supplementary Fig. 5c). Furthermore, co-cultures of lung-
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tissue-derived ILC2s and DCs together with OT II-transgenic CD4+ T cells led to the 

efficient production of CCL17 as compared to ILC2s and DCs individually (Fig. 5g). Taken 

together, these results demonstrate a critical interplay between ILC2, IL-13 and DC-

produced CCL17.

IL-13 is critical for DC-driven memory TH2 cell recruitment

Lung DCs are known to serve an important sentinel function, and are critical for TH2 cell 

induction and memory responses2. Indeed, the depletion of lung DCs in CD11c-DTR mice 

during papain re-challenge profoundly impaired TH2 cell recruitment, while sparing ILC2s 

(Fig. 6a, b, Supplementary Fig. 6a–e). However, we now propose that ILC2s through their 

production of IL-13 regulate DC activation and their expression of the memory TH2 cell-

attracting chemokine CCL17. To investigate the importance of IL-13 acting on DCs during 

the memory TH2 cell response, we generated CD11c-LuciDTR + WT and CD11c-LuciDTR 

+ Il13ra1−/− mixed bone marrow chimeras (Supplementary Fig. 6f). Consequently, DTx 

administration before re-challenge eliminates functionally normal DCs carrying the DTR-

transgene, and in the case of mixed chimeras yields animals that contain primarily wildtype 

or Il13ra1−/− DCs (Fig. 6c, d, Supplementary Fig. 6g). As predicted by the proposed 

upstream role of ILC2s and IL-13 in the response to allergen, the numbers of lung ILC2s 

and the concentration of IL-13 in the BAL were unaffected by the deletion of DCs or by 

having predominantly IL-13-unresponsive DCs (Fig. 6e, f), as were the numbers of lung 

macrophages (Supplementary Fig. 6h). In contrast, the concentration of CCL17 in BAL was 

markedly reduced, compared to controls, in the mixed bone marrow chimaeras in which 

IL-13Rα1 was specifically absent on DCs (Fig. 6g). Indeed, the absence of IL-13Rα1 

signaling in the DC population resulted in concentrations of CCL17 falling to those 

observed following the ablation of DCs (Fig. 6g). Moreover, the absence of IL-13Rα1 

expression by DCs also led to a reduction in the number of TH2 cells in the lungs following 

papain re-challenge (Fig. 6h). Once again this impairment mirrored the effect of DC ablation 

(Fig. 6h), despite the equivalent lung DC numbers between wildtype and Il13ra1−/− mixed 

chimeras, (Fig. 6d). Thus, IL-13 signals are essential for the rapid activation of DCs and 

their production of the memory TH2 cell-recruiting chemokine CCL17.

Dermal and gut ILC2s mediate expansion of CCL17+ DCs

CCL17 is known to be important for TH2 cell infiltration into the skin3. By intracellular 

staining, we identified cutaneous CCL17+ DCs, the majority of which expressed CD11b and 

IRF4 (Fig. 7a). Cutaneous IL-13-producing ILC2s have also been described31, 32, 33, 

suggesting that, as in the lung, skin CCL17+ DCs might be controlled by ILC2-derived 

IL-13. Lineage−CD127+GATA3+ cutaneous ILC2 were readily detected in naive and papain-

stimulated wildtype or Il13−/− animals, but were nearly absent in Rora−/flIl7ra-Cre mice 

(Supplementary Fig. 7a). Acute papain challenge-induced eosinophilic inflammation was 

significantly impaired in Il13−/− or Rora−/flIl7ra-Cre animals (Supplementary Fig. 7b). 

Moreover, the increase in the number of CCL17+ DC after allergen challenge was impaired 

in the absence of ILC2s or IL-13 (Fig. 7b), mirroring our results obtained in the lung. In 

addition to its role in the skin and lung, CCL17 is also known to be important for TH2 cell 

homing to the gut, where ILC2-derived IL-13 is critical for responding to helminth 

infections via IL-25 or IL-335, 6, 7. Infection with the helminth Nippostrongylus brasiliensis 
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(N.b.) induces a potent type-2 response34, and we observed increased numbers of peritoneal 

CCL17+CD11b+CD103−IRF4+ DCs on day 6 after infection (Figure 7c, d). The 

administration of IL-13 also resulted in a similar increase in CCL17+CD11b+ DCs in the 

peritoneum (Fig. 7e). Stimulation with IL-33 yielded increased numbers of CCL17+CD11b+ 

DCs in wildtype animals but not in ILC2-deficient mice (Fig. 7f). Therefore, ILC2 are 

important for CCL17 production from CD11b+IRF4+ DCs in the skin and peritoneum.

ILC2s are important for TH2 cell responses in the skin

To examine the involvement of ILC2s on cutaneous Th2 cell responses in sensitized animals, 

we employed several models of allergen-induced TH2 cell recruitment. Firstly, we sensitized 

animals by intranasal administration with papain on day 0 and 1, and intradermal re-

challenge on day 15 followed by analysis of skin-infiltrating TH2 cells on day 16 (Fig. 7g). 

Depletion of ILC2s prior to re-challenge resulted in a significant reduction in cutaneous TH2 

cell numbers, with a strong correlation between ILC2- and infiltrating TH2 cell-numbers in 

the skin (Fig. 7h, i). Similarly, intradermally sensitized and re-challenged animals showed a 

correlation between ILC2s and TH2 cells, and an impairment in IL-13+ TH2 cell recruitment 

was detected in the absence of ILC2s (Supplementary Fig. 7c–f), whereas a single 

intradermal challenge with papain into non-sensitized animals did not induce significant TH2 

cell infiltration over the naive control, indicating that sensitization is required. Thus, ILC2s 

are important for TH2 cell recruitment to the skin following allergen re-challenge in 

sensitized animals.

Discussion

We have identified here an ILC2-dependent pathway for the rapid activation of memory TH2 

cell responses in the lung following allergen re-exposure. We demonstrate that once 

activated, ILC2-derived IL-13 stimulates CD11b+CD103− lung DCs to produce the 

chemokine CCL17, promoting the recruitment of CCR4+ memory TH2 cells. Targeted 

depletion of ILC2s in sensitized iCOS-T animals during re-challenge with papain (even after 

130 days) resulted in significantly reduced numbers of IL-4-producing memory TH2 cells in 

the lung that persisted for at least five days after challenge.

We show that ILC2s were the major cellular source of IL-13 in allergen-sensitized mice 

immediately prior to and after re-challenge, and that this preceded effector-memory TH2 cell 

recruitment. Although tissue-resident memory T cells are found in distinct anatomical sites, 

where they function to alert and recruit other immune components upon re-challenge3, there 

is little evidence yet for the existence of tissue-resident memory TH2 cells in the airways. 

Moreover, the enzymatic activity of papain, which is critical for ILC2 activation, was 

required for memory TH2 cell recruitment. Attenuated or inert allergens such as heat-

inactivated papain or OVA might require substantially higher and prolonged dosing to 

induce inflammation, possibly due to inefficient ILC2 activation12, 35. Although other 

mechanisms for early IL-13 production have been proposed, including the mast cell-

mediated recruitment of TH2 cells or tissue-resident memory TH2 cells, these models 

predate the discovery of ILC2s3, 36. Notably, IL-13 release following allergen re-challenge 

coincides with similarly rapid production of the memory TH2 cell attracting chemokine 
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CCL17. This IL-13 signal is essential for CCL17 production specifically from 

IRF4+CD11b+CD103− DCs. Using ILC2-deficient Rorasg/sg BMT and Rora−/flIl7ra-Cre 

mice we show IRF4+CD11b+CD103− DCs fail to produce CCL17 after papain challenge, 

demonstrating that ILC2s play a critical role in creating a type-2 inflammatory milieu. This 

is supported by co-culture experiments showing the instructive role for ILC2s for type-2 

chemokine production from lung DCs. Indeed, the failure of DCs to release CCL17 after 

selective ILC2 depletion in sensitized animals indicates that ILC2s license DCs to promote 

memory TH2 cell responses following allergen re-challenge.

Whereas the role of DCs for memory TH2 cell responses is well established, we now also 

confirm the central role of IL-13 in this process by generating mixed bone marrow chimeras. 

Indeed, sensitized mice harbouring only Il13ra1−/− DCs phenocopied DC-depleted animals 

in their inability to produce CCL17 and recruit memory TH2 cells following re-challenge. 

Furthermore, the neutralization of IL-13 before allergen re-challenge in sensitized animals 

effectively prevented CCR4+CD44hiCD62lo memory TH2 cell recruitment to the lung to the 

same degree as CCL17-neutralized animals. Together these data provide strong evidence for 

the importance of ILC2-derived IL-13 for the efficient recruitment of memory TH2 cells to 

the allergen challenged lung through collaboration with lung DCs.

Consequently, we also expand our understanding of DC function in type-2 immunity. As 

tissue-resident sentinels, DCs are among the first cells to respond to pathogens or allergens 

in the airways2. In naive animals, DCs are essential for antigen presentation to naive CD4 T 

cells, and subsequent TH2 cell priming16, 37, 38 following direct interaction with cytokines 

such as TSLP39, 40. Although alarmins can act directly on DCs, some scenarios of type-2 

inflammation require ILC2s as a critical intermediate. For example, DC migration to the 

draining LNs following initial allergen sensitization relies on the activation of ILC2s13. 

Likewise, in our current study CCL17 production from DCs is contingent on IL-33-induced 

ILC2 activation. While consistent with the idea of DCs as essential modulators of adaptive 

TH2 cell-mediated immunity, we reveal the central role of ILC2s as a critical upstream 

component of efficient memory TH2 cell responses.

ILC2s in other anatomical sites may similarly influence the recruitment of memory TH2 

cells in sensitized animals. TH2 cells are known to play an important role in atopic 

dermatitis3 and anti-helminth immunity34, and ILC2 have been reported in the skin31, 32, 33 

and gut5, 6, 7. Although memory TH2 cell homing to the lung, skin and gut involve different 

mechanisms, it is believed that CCR4 and CCL17 have a shared role in promoting their 

recruitment3. We found that the skin and peritoneum contain a CCL17+ DC population, 

which like the lung is also CD11b+IRF4+. In the skin, we found that Il13−/− or ILC2-

deficient Rora−/flIl7ra-Cre mice injected with papain intradermally contained fewer CCL17+ 

DCs. Similarly, the number of CCL17+ DCs was increased in the peritoneum upon infection 

with N.b., or after administration of recombinant IL-13, providing evidence that ILC2s, the 

predominant source of IL-13 during parasitic helminth infection5, 6, 7, may be driving this 

expansion. Indeed, administration of the ILC2-activating cytokine IL-33 results in increased 

numbers of peritoneal CCL17+ DCs in wildtype, but not ILC2-deficient Rora−/flIl7ra-Cre 

mice. Thus, it is clear that ILC2s in other tissues share the ability to influence the induction 

of IRF4+CCL17+ DCs. Furthermore, ILC2-depletion in allergen-sensitized iCOS-T mice 
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markedly reduced memory TH2 cell recruitment to the skin after re-challenge with papain 

allergen, indicating a role for ILC2s in memory TH2 cell responses in additional tissues.

Our data also expand on the role of IL-13, a type-2 cytokine widely regarded for its 

‘effector’ functions2, 41. We now reveal that its early production from ILC2s is essential for 

CCL17-driven recruitment of memory TH2 cells. These results further support IL-13 as a 

target for therapeutic development1, 42. Other experimental drugs that neutralize epithelial 

derived IL-25, IL-33, and TSLP42 are likely to influence ILC2 activation, and may have 

important additional indirect effects on memory TH2 cells.

Thus, our results illustrate an ILC2-dependent mechanism by which memory TH2 cells are 

recruited to the airways and skin following secondary allergen challenge. Whereas DCs are 

known to be essential for TH2 responses, we now show that ILC2s situated at the epithelial 

barrier regulate IL-13 dependent DC expression of the memory TH2 cell-attracting 

chemokine CCL17. Hence, ILC2 licensing of DCs is a critical component of the memory 

TH2 cell response to allergens at barrier sites.

Online Methods

Mice

C57Bl/6 (B6), B6Tg(TcraTcrb)425Cbn/J (OT-II, JAX Laboratories), 

B6.Cg-Tg(Itgax-DTR-OVA-eGFP)1Gjh/Crl (CD11c-DTR), 

B6.Cg-Tg(Itgax-EGFP-CRE-DTR-LUC)2Gjh/Crl (CD11c-LuciDTR43), B6.Il13ra1−/− 44, 

B6.Rorasg/sg (ILC2 deficient, but also develop neurological defects, JAX Laboratories), 

Rora−/flIl7ra-Cre (Rora deletion in Il7ra-expressing lymphocytes leads to ILC2-deficiency in 

the absence of neurological defects)15, 45, B6.iCOS-T (a loxP-flanked Diphtheria toxin 

receptor (DTR) gene inserted into the Icos locus (expressed preferentially on T cells and 

ILC2) enables Cd4-cre-mediated excision of the DTR gene from T cells, but its retention in 

ILC2, enabling ILC2 depletion using Diphtheria toxin, whilst sparing T cells)15 and 

B6.Il13egfp/egfp were maintained in the Medical Research Council (MRC) ARES animal 

facility, under specific-pathogen-free conditions. Mice were used at 4–8 weeks of age. All 

animal use was in accordance with the guidelines of the UK Home Office.

Reagents

Anti-mouse antibodies, Biotin: CCL17 (R&D Systems); FITC: CD44 (1M7), B220 

(RA-6B2) (Becton Dickinson, (BD)); Alexa Fluor (AF) 488: Foxp3 (FJK-16s) (eBioscience, 

(eBio)); PerCP-Cy5.5: CD103 (2E7) (eBio); PerCP-eFl710: Ly-6G/C (RB6-8C5), Ly-6G 

(1A8-Ly6G), RORγt (B2D) (eBio); APC: FcεR1a, (MAR-1) IRF4 (3E4), CCR4 (2G12) 

(eBio), 2W1S-tetramer (NIH); eFl660: GATA3 (TWAJ) (eBio); AF700: CD11c (4N418), 

CD4 (GK1.5) (eBio); APC-eFl780: CD11b (M1/70), B220 (RA3-6B2) (eBio); Brilliant 

Violet (BV) 421: CD62L (MEL-14) (Biolegend); eFl450: CD3ε (17A2), CD5 (53-73), 

CD11b (M1/70), CD11c (4N418), CD19 (1D3), F4/80 (BM8), Ly-6C/G (RB6-8C5), MHCII 

(M5/114.15.2), NK1.1 (PK136), Ter119 (TER119) (eBio); BV510: CD3ε (17A2), CD45 

(30-F11), MHCII (M5/114.15.2) (Biolegend); eFl650NC: CD90.2 (53-2.1) (eBio); BV711: 

T-bet (04-46) (BD), Ly-6C (HK1.4) (eBio); BV785: CD8α (53-6.7) (Biolegend); PE: 
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Streptavidin (SA), SiglecF (E50-2440) (BD), IL-13 (eBio13A), 2W1S-tetramer (NIH); PE-

CF594: CD25 (PC61) (BD); PE-Cy7: CD49b (DX5), Ki67 (So1A15), IL-13 (eBio13A) 

(eBio). Protein transport inhibitor (eBio), AnnexinV (eBio) and Foxp3 Intracellular staining 

kits (eBio) were used. CountBright (Life Technologies) beads were used to quantify events 

by flow cytometry. The following ELISAs were used: IL-13 (eBio); CCL17 (R&D Systems). 

We used A.alternata (Greer) papain (Sigma), OVA-peptide (ISQAVHAAHAEINEAGR, 

AnaSpec), 2W1S-peptide (EAWGALANWAVDSA, Designer Bioscience), recombinant-

IL-13, IL-33, and TSLP (eBio). We used the Fortessa (BD) for flow cytometry and a 

Synergy (Sony) for FACS. Percoll (Sigma), Collagenase I (Life Technologies), DNase I 

(Roche) were used for tissue digest and processing. Flowjo X (Tree Star) was used for flow 

cytometry data analysis.

Primary leukocyte preparation and intracellular staining

Cell suspensions were prepared from lung by mechanical dissociation, followed by digest in 

3 ml of RPMI-1640 containing collagenase I (500 U/ml) and DNase I (0.2 mg/ml) for 45 

minutes at 37 °C on a shaker (220 rpm), followed by filtration through a 70 μm strainer and 

30% Percoll gradient enrichment of leukocytes and red blood cell (RBC) lysis. Spleen and 

LN were strained through a 70 μm strainer with PBS, followed by RBC lysis. BAL cells and 

fluid were obtained in PBS as described13. Skin cells were isolated from the ears by 

enzymatic digestion of the separated dorsal and ventral sides in 1.5 ml RPMI-1640 

containing collagenase I (750 mg/ml) and DNase I (0.3 mg/ml) for 60 minutes at 37°C on a 

shaker (1000 rpm), followed by filtration through a 70 μm strainer and 30% Percoll gradient 

enrichment of leukocytes. Peritoneal cells were collected by flushing the peritoneal cavity 

with 2 ml of PBS. Single-cells were re-stimulated and stained for surface and intracellular 

markers as described13.

Flow cytometry

Single cells were incubated with anti-mouse CD16/32 (eBio) to block Fc receptors and then 

stained with eFluor 450-conjugated lineage marker mAbs (CD3, CD5, CD19, NK1.1, 

CD11b, FcεR1α, F4/80, Ly-6C/G, and Ter119), AF700-conjugated CD11c, APC-eFluor® 

780-conjugated B220, PE-conjugated MHCII, PE.Cy7-conjugated CD4, and APC-

conjugated CD90, BV510-conjugated CD45, FITC-conjugated T1/ST2, and DAPI viability 

dye. Lung ILC2 (DAPI−CD45+B220−Lineage−CD4−CD11c−CD90+ST2+) and DCs 

(DAPI−CD45+B220−CD11c+MHCIIhi) were isolated from wildtype mice, or mice treated 

with rmIL-33 (days -2 and - 1) to expand lung ILC2. OTII cells were purified by staining Fc-

blocked spleen cells with FITC-conjugated CD4, APC-conjugated CD45, and PE-

conjugated CD44 mAbs in DAPI, followed by gating of DAPI−CD45+CD4+CD44hi cells. 

Fixable viability dye (eFl780 or eFl455UV) was used to identify dead cells for intracellular-

stained samples. Cells were checked for purity after flow cytometry.

In vivo stimulation

Mice were anesthetized by isofluorane inhalation, followed by the intranasal or intradermal 

injection of rmIL-33 (0.5 μg), OVA (50 μg), Alternaria alternata extract (10 μg), papain or 

heat-inactivated papain (10 μg) in 10–40 μl of PBS. DTx (300–500 ng) in PBS, IL-13, IL-33 

or PBS alone, was injected i.p. in a 100 μl volume as indicated. Anti-IL-13 mAb, anti-
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CCL17-mAb, or IgG control (300 μg) in 200 μl of PBS were injected i.p. as indicated. For 

N.b. infections 500 live L3 larvae in a 100 μl volume were injected subcutaneously.

In vitro co-cultures

Flow sort-purified OTII (5 × 104), DCs (1 × 103), and ILC2 (5 × 103) were cultured in 200 

μl of RPMI-1640, 10% FCS plus penicillin/streptomycin, 2-mercaptoethanol, IL-33 (10 

ng/ml) and OVA-peptide (5 μg/ml) for 6 days at 37 °C.

Bone marrow transplantation

Recipient mice were lethally irradiated (2 doses of 4.5 Gy) followed by intravenous 

transplantation of 107 whole bone marrow cells from 4-6 week old mice. Mice were given 

Baytril in drinking water for 4 weeks, and used for analysis at 24-32 weeks post transplant.

Gene expression analysis

We obtained microarray data sets for the listed cell-types from data assembled by the 

ImmGen consortium46 (Heng et al., 2008), which was compared to our own ILC2 

microarray data9. Data analysis was performed with FlexArray 1.5 (Genome Quebec).

Statistics

Data were analyzed using GraphPad Prism 6 (GraphPad Software). Pearson’s test was 

performed to determine goodness of fit, as denoted by r2. An ANOVA, two-tailed Student’s t 

test or Mann-Whitney test was used to determine the statistical significance between groups 

with p ≤ 0.05 being considered significant (*), p ≤ 0.01 = **, p ≤ 0.001 = ***, p ≤ 0.0001 = 

****.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.

Acknowledgments

This study was supported by grants from the UK Medical Research Council (UI05178808) and Wellcome Trust 
(grant number 100963) (A.N.J.M.), Science Foundation Ireland and National Children’s Research Centre (P.G.F), 
A-STAR (Y.Y.H), and the Canadian Institutes of Health Research - Banting Postdoctoral Fellowship (T.Y.F.H). N.G. 
is a member of the DFG-funded ImmunoSensation Cluster of Excellence. We thank the MRC LMB flow core for 
their help with flow cytometry. We thank Prof. H.R. Rodewald for sharing the Il7RaCre mice. We thank Prof. D. 
Withers for his help with 2W1S-peptide experiments.

References

1. Kim HY, DeKruyff RH, Umetsu DT. The many paths to asthma: phenotype shaped by innate and 
adaptive immunity. Nat Immunol. 2010; 11(7):577–584. [PubMed: 20562844] 

2. Lambrecht BN, Hammad H. The immunology of asthma. Nat Immunol. 2014; 16(1):45–56. 
[PubMed: 25521684] 

3. Islam SA, Luster AD. T cell homing to epithelial barriers in allergic disease. Nat Med. 2012; 18(5):
705–715. [PubMed: 22561834] 

4. McKenzie AN, Spits H, Eberl G. Innate lymphoid cells in inflammation and immunity. Immunity. 
2014; 41(3):366–374. [PubMed: 25238094] 

Halim et al. Page 10

Nat Immunol. Author manuscript; available in PMC 2016 May 18.

 E
urope PM

C
 Funders A

uthor M
anuscripts

 E
urope PM

C
 Funders A

uthor M
anuscripts



5. Moro K, Yamada T, Tanabe M, Takeuchi T, Ikawa T, Kawamoto H, et al. Innate production of T(H)2 
cytokines by adipose tissue-associated c-Kit(+)Sca-1(+) lymphoid cells. Nature. 2010; 463(7280):
540–544. [PubMed: 20023630] 

6. Neill DR, Wong SH, Bellosi A, Flynn RJ, Daly M, Langford TK, et al. Nuocytes represent a new 
innate effector leukocyte that mediates type-2 immunity. Nature. 2010; 464(7293):1367–1370. 
[PubMed: 20200518] 

7. Price AE, Liang HE, Sullivan BM, Reinhardt RL, Eisley CJ, Erle DJ, et al. Systemically dispersed 
innate IL-13-expressing cells in type 2 immunity. Proc Natl Acad Sci U S A. 2010; 107(25):11489–
11494. [PubMed: 20534524] 

8. Chang YJ, Kim HY, Albacker LA, Baumgarth N, McKenzie AN, Smith DE, et al. Innate lymphoid 
cells mediate influenza-induced airway hyper-reactivity independently of adaptive immunity. Nat 
Immunol. 2011; 12(7):631–638. [PubMed: 21623379] 

9. Halim TY, Krauss RH, Sun AC, Takei F. Lung natural helper cells are a critical source of Th2 cell-
type cytokines in protease allergen-induced airway inflammation. Immunity. 2012; 36(3):451–463. 
[PubMed: 22425247] 

10. Monticelli LA, Sonnenberg GF, Abt MC, Alenghat T, Ziegler CG, Doering TA, et al. Innate 
lymphoid cells promote lung-tissue homeostasis after infection with influenza virus. Nat Immunol. 
2011; 12(11):1045–1054. [PubMed: 21946417] 

11. Drake LY, Iijima K, Kita H. Group 2 innate lymphoid cells and CD4+ T cells cooperate to mediate 
type 2 immune response in mice. Allergy. 2014; 69(10):1300–1307. [PubMed: 24939388] 

12. Gold MJ, Antignano F, Halim TY, Hirota JA, Blanchet MR, Zaph C, et al. Group 2 innate 
lymphoid cells facilitate sensitization to local, but not systemic, TH2-inducing allergen exposures. 
J Allergy Clin Immunol. 2014; 133(4):1142–1148. [PubMed: 24679471] 

13. Halim TY, Steer CA, Matha L, Gold MJ, Martinez-Gonzalez I, McNagny KM, et al. Group 2 
innate lymphoid cells are critical for the initiation of adaptive T helper 2 cell-mediated allergic 
lung inflammation. Immunity. 2014; 40(3):425–435. [PubMed: 24613091] 

14. Mirchandani AS, Besnard AG, Yip E, Scott C, Bain CC, Cerovic V, et al. Type 2 innate lymphoid 
cells drive CD4+ Th2 cell responses. J Immunol. 2014; 192(5):2442–2448. [PubMed: 24470502] 

15. Oliphant CJ, Hwang YY, Walker JA, Salimi M, Wong SH, Brewer JM, et al. MHCII-mediated 
dialog between group 2 innate lymphoid cells and CD4(+) T cells potentiates type 2 immunity and 
promotes parasitic helminth expulsion. Immunity. 2014; 41(2):283–295. [PubMed: 25088770] 

16. van Rijt LS, Jung S, Kleinjan A, Vos N, Willart M, Duez C, et al. In vivo depletion of lung CD11c
+ dendritic cells during allergen challenge abrogates the characteristic features of asthma. J Exp 
Med. 2005; 201(6):981–991. [PubMed: 15781587] 

17. Crapster-Pregont M, Yeo J, Sanchez RL, Kuperman DA. Dendritic cells and alveolar macrophages 
mediate IL-13-induced airway inflammation and chemokine production. J Allergy Clin Immunol. 
2012; 129(6):1621–1627. e1623. [PubMed: 22365581] 

18. Mikhak Z, Fukui M, Farsidjani A, Medoff BD, Tager AM, Luster AD. Contribution of CCR4 and 
CCR8 to antigen-specific T(H)2 cell trafficking in allergic pulmonary inflammation. J Allergy Clin 
Immunol. 2009; 123(1):67–73. e63. [PubMed: 19062085] 

19. Imai T, Nagira M, Takagi S, Kakizaki M, Nishimura M, Wang J, et al. Selective recruitment of 
CCR4-bearing Th2 cells toward antigen-presenting cells by the CC chemokines thymus and 
activation-regulated chemokine and macrophage-derived chemokine. Int Immunol. 1999; 11(1):
81–88. [PubMed: 10050676] 

20. Novey HS, Marchioli LE, Sokol WN, Wells ID. Papain-induced asthma--physiological and 
immunological features. J Allergy Clin Immunol. 1979; 63(2):98–103. [PubMed: 759468] 

21. Mottram JC, Helms MJ, Coombs GH, Sajid M. Clan CD cysteine peptidases of parasitic protozoa. 
Trends Parasitol. 2003; 19(4):182–187. [PubMed: 12689649] 

22. Kamijo S, Takeda H, Tokura T, Suzuki M, Inui K, Hara M, et al. IL-33-mediated innate response 
and adaptive immune cells contribute to maximum responses of protease allergen-induced allergic 
airway inflammation. J Immunol. 2013; 190(9):4489–4499. [PubMed: 23547117] 

23. Zheng W, Flavell RA. The transcription factor GATA-3 is necessary and sufficient for Th2 cytokine 
gene expression in CD4 T cells. Cell. 1997; 89(4):587–596. [PubMed: 9160750] 

Halim et al. Page 11

Nat Immunol. Author manuscript; available in PMC 2016 May 18.

 E
urope PM

C
 Funders A

uthor M
anuscripts

 E
urope PM

C
 Funders A

uthor M
anuscripts



24. Moon JJ, Chu HH, Pepper M, McSorley SJ, Jameson SC, Kedl RM, et al. Naive CD4(+) T cell 
frequency varies for different epitopes and predicts repertoire diversity and response magnitude. 
Immunity. 2007; 27(2):203–213. [PubMed: 17707129] 

25. Medoff BD, Seung E, Hong S, Thomas SY, Sandall BP, Duffield JS, et al. CD11b+ myeloid cells 
are the key mediators of Th2 cell homing into the airway in allergic inflammation. J Immunol. 
2009; 182(1):623–635. [PubMed: 19109196] 

26. Plantinga M, Guilliams M, Vanheerswynghels M, Deswarte K, Branco-Madeira F, Toussaint W, et 
al. Conventional and monocyte-derived CD11b(+) dendritic cells initiate and maintain T helper 2 
cell-mediated immunity to house dust mite allergen. Immunity. 2013; 38(2):322–335. [PubMed: 
23352232] 

27. Gao Y, Nish SA, Jiang R, Hou L, Licona-Limon P, Weinstein JS, et al. Control of T helper 2 
responses by transcription factor IRF4-dependent dendritic cells. Immunity. 2013; 39(4):722–732. 
[PubMed: 24076050] 

28. Williams JW, Tjota MY, Clay BS, Vander Lugt B, Bandukwala HS, Hrusch CL, et al. Transcription 
factor IRF4 drives dendritic cells to promote Th2 differentiation. Nat Commun. 2013; 4:2990. 
[PubMed: 24356538] 

29. Halim TY, MacLaren A, Romanish MT, Gold MJ, McNagny KM, Takei F. Retinoic-acid-receptor-
related orphan nuclear receptor alpha is required for natural helper cell development and allergic 
inflammation. Immunity. 2012; 37(3):463–474. [PubMed: 22981535] 

30. Wong SH, Walker JA, Jolin HE, Drynan LF, Hams E, Camelo A, et al. Transcription factor 
RORalpha is critical for nuocyte development. Nat Immunol. 2012; 13(3):229–236. [PubMed: 
22267218] 

31. Kim BS, Siracusa MC, Saenz SA, Noti M, Monticelli LA, Sonnenberg GF, et al. TSLP elicits 
IL-33-independent innate lymphoid cell responses to promote skin inflammation. Sci Transl Med. 
2013; 5(170):170ra116.

32. Roediger B, Kyle R, Yip KH, Sumaria N, Guy TV, Kim BS, et al. Cutaneous immunosurveillance 
and regulation of inflammation by group 2 innate lymphoid cells. Nat Immunol. 2013; 14(6):564–
573. [PubMed: 23603794] 

33. Salimi M, Barlow JL, Saunders SP, Xue L, Gutowska-Owsiak D, Wang X, et al. A role for IL-25 
and IL-33-driven type-2 innate lymphoid cells in atopic dermatitis. J Exp Med. 2013; 210(13):
2939–2950. [PubMed: 24323357] 

34. Maizels RM, Hewitson JP, Smith KA. Susceptibility and immunity to helminth parasites. Curr 
Opin Immunol. 2012; 24(4):459–466. [PubMed: 22795966] 

35. Kumar RK, Herbert C, Foster PS. The “classical” ovalbumin challenge model of asthma in mice. 
Curr Drug Targets. 2008; 9(6):485–494. [PubMed: 18537587] 

36. Stephens R, Chaplin DD. IgE cross-linking or lipopolysaccharide treatment induces recruitment of 
Th2 cells to the lung in the absence of specific antigen. J Immunol. 2002; 169(10):5468–5476. 
[PubMed: 12421922] 

37. Hammad H, Plantinga M, Deswarte K, Pouliot P, Willart MA, Kool M, et al. Inflammatory 
dendritic cells--not basophils--are necessary and sufficient for induction of Th2 immunity to 
inhaled house dust mite allergen. J Exp Med. 2010; 207(10):2097–2111. [PubMed: 20819925] 

38. MacDonald AS, Straw AD, Dalton NM, Pearce EJ. Cutting edge: Th2 response induction by 
dendritic cells: a role for CD40. J Immunol. 2002; 168(2):537–540. [PubMed: 11777943] 

39. Ito T, Wang YH, Duramad O, Hori T, Delespesse GJ, Watanabe N, et al. TSLP-activated dendritic 
cells induce an inflammatory T helper type 2 cell response through OX40 ligand. J Exp Med. 
2005; 202(9):1213–1223. [PubMed: 16275760] 

40. Eiwegger T, Akdis CA. IL-33 links tissue cells, dendritic cells and Th2 cell development in a 
mouse model of asthma. Eur J Immunol. 2011; 41(6):1535–1538. [PubMed: 21618506] 

41. Wills-Karp M. Interleukin-13 in asthma pathogenesis. Immunol Rev. 2004; 202:175–190. 
[PubMed: 15546393] 

42. Fahy JV. Type 2 inflammation in asthma - present in most, absent in many. Nat Rev Immunol. 
2014; 15(1):57–65. [PubMed: 25534623] 

Halim et al. Page 12

Nat Immunol. Author manuscript; available in PMC 2016 May 18.

 E
urope PM

C
 Funders A

uthor M
anuscripts

 E
urope PM

C
 Funders A

uthor M
anuscripts



43. Tittel AP, Heuser C, Ohliger C, Llanto C, Yona S, Hammerling GJ, et al. Functionally relevant 
neutrophilia in CD11c diphtheria toxin receptor transgenic mice. Nat Methods. 2012; 9(4):385–
390. [PubMed: 22367054] 

44. Haymaker CL, Guloglu FB, Cascio JA, Hardaway JC, Dhakal M, Wan X, et al. Bone marrow-
derived IL-13Ralpha1-positive thymic progenitors are restricted to the myeloid lineage. J 
Immunol. 2012; 188(7):3208–3216. [PubMed: 22351937] 

45. Schlenner SM, Madan V, Busch K, Tietz A, Laufle C, Costa C, et al. Fate mapping reveals separate 
origins of T cells and myeloid lineages in the thymus. Immunity. 2010; 32(3):426–436. [PubMed: 
20303297] 

46. Heng TS, Painter MW, Immunological Genome Project C. The Immunological Genome Project: 
networks of gene expression in immune cells. Nat Immunol. 2008; 9(10):1091–1094. [PubMed: 
18800157] 

Halim et al. Page 13

Nat Immunol. Author manuscript; available in PMC 2016 May 18.

 E
urope PM

C
 Funders A

uthor M
anuscripts

 E
urope PM

C
 Funders A

uthor M
anuscripts



Fig. 1. Protease allergen induces a robust memory TH2 cell-mediated recall response in sensitized 
mice
(a–d) Mice were sensitized and re-challenged with papain + 2W1S-peptide as indicated (a) 

followed by analysis every 2 days for: broncho-alveolar lavage (BAL) eosinophils, 

neutrophils or alveolar macrophages (MΦ) as described in Supplementary Fig. 1a (b). Lung 

ILC2 (Live CD45+CD3ε−CD4− Lineage−GATA3+) and 2W1S-tetramer+/− TH2 cells (Live 

CD45+CD3ε+CD4+ Foxp3−GATA3+) were detected by flow cytometry (c), and quantified 

(d).

(e) Sensitized mice were re-challenged on day 132, and total lung eosinophils were 

measured on day 135.
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(f–g) Papain + 2W1S sensitized mice were re-challenged with 2W1S + papain (PAP) or 

heat-inactivated papain (HP) on day 15, followed by an analysis of lung eosinophils (e) or 

CCL17 levels in the BAL (f) on day 16.

Data are representative of at least two independent experiments per group, each containing 

at least three animals. Individual points indicate individual animals in (e). Mean values ± 

SEM are indicated in b, d–g. p ≤ 0.001 = *, p ≤ 0.0001 = **.
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Fig. 2. ILC2 are required for memory TH2 cell response to allergens
(a–e) Wildtype (WT) or ILC2-depleted iCOS-T mice were sensitized, re-challenged, and 

treated with DTx as indicated (Supplementary Fig. 4a). Lung ILC2s were detected by flow 

cytometry as in Fig. 1c (a) and quantified (b). Total lung TH2 cells in ILC2 non-depleted 

(black), depleted (gray), or WT control mice on day 16 were detected as in Fig. 1c and 

calculated (c). Total ILC2s and TH2 cells in the lungs of iCOS-T mice treated with PBS 

(black) or DTx (blue) on day 16 were quantified and plotted (d). Two iCOS-T mice failed 
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ILC2-depletion (red), as indicated by increased ILC2 numbers over the threshold of average 

naive lung ILC2s (dotted line). Total numbers of lung CD4+ T cells were quantified (e).

(f–g) WT or iCOS-T mice were treated as indicated (Supplementary Fig. 4b) and total 

numbers of tetramer+ TH2 cells in the lungs were quantified (f). Intracellular Ki67 

expression was measured in lung CD4+ T cell populations (g).

(h) Sensitized iCOS-T mice were re-challenged on day 132 as indicated, followed by 

quantification of lung ILC2 and TH2 cells on day 135. PBS (black) or DTx (blue) was 

administered (Supplementary Fig. 4e).

(i) BAL IL-4 concentrations were measured on day 16 in WT or iCOS-T animals treated as 

indicated (Supplementary Fig. 4a).

Data are representative of at least two independent experiments per group, each containing 

at least three animals, and one experiment containing 3–6 animals (h). Individual points 

indicate individual animals in d and h. Mean values ± SEM are indicated in b, c, e, f, h, and 

i, Pearson’s test was performed in (d). ns = not significant, p ≤ 0.05 = *, p ≤ 0.01 = **.
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Fig. 3. ILC2 activation occurs early after allergen challenge, and precedes IL-13 and CCL17-
mediated recruitment of memory TH2 cells
(a) Sensitized mice (Fig. 1a) were analyzed before challenge (Ctrl) or 6 hours after re-

challenge (Pap). IL-13+ lung ILC2s and TH2 cells (identified similar to Fig. 1c) were 

quantified.

(b–c) Sensitized mice (Fig. 1a) were analyzed for IL-13 and CCL17 levels in the BAL 

immediately after re-challenge (b), or over 28 days (c).
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(d–e). Lung CD44hiCD62L−CD4+ T cells were gated and analyzed for the CCR4+ 

percentage (d) and total numbers of CCR4+CD44hiCD62L−CD4+ T cells (e).

(f–h) Sensitized mice were treated with neutralizing antibodies prior to challenge 

(Supplementary Fig. 4e). Total lung TH2 cells (identified similar to Fig. 1c) were quantified 

on day 16 (f). The percentage of lung CD44hiCD62Llo (blue) among total gated CD4+ T 

cells was identified (g). CCR4 expression was analyzed on lung CD4+ T cell populations in 

control treated mice (h).

Data are representative of at least two independent experiments per group or at least three 

animals. Mean values ± SEM are indicated in a–c, e–g. p ≤ 0.05 =*, p ≤ 0.01 = **.
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Fig. 4. CCL17+CD103−CD11b+ DCs expand after antigen challenge
(a–b) Mice were treated on days 0 and 1 with papain followed by analysis on day 2 for 

intracellular CCL17 in lung B220−CD11c+MHCII+ DCs (a). CD11b+CD103− (blue) and 

CD11b− CD103+ (red) CCL17+ DC populations were analyzed for IRF4 expression and 

quantified (b).

(c) Microarray datasets from CD11b−CD103+ (CD11b−) and CD11b+CD103− (CD11b+) 

lung CD11c+MHCIIhi DCs, Siglec-F−CD11b+ and Siglec-F+CD11b− (Alveolar) 

CD11c+MHCIIintSSChi lung macrophages, CD3−B220−MHCII−Ly-6c+CD115+ monocytes, 

and activated and naive lung ILC2s9 were analyzed for relative gene expression.

Data are representative of at least two independent experiments per group, containing at 

least three animals or cultures. Mean values ± SEM are indicated in b.
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Fig. 5. ILC2s and IL-13 are critical for CCL17+ DC proliferation and CCL17 production after 
allergen exposure
(a) IL-13Rα1 expression was measured by flow cytometry on Siglec-F+CD11c+F4/80+ lung 

macrophages, B220−MHCIIhiCD11c+CD11b− and CD11b+ DCs. Gray shaded area indicates 

Fluorescence minus one (FMO) staining control, black line indicates IL13ra1−/− animals and 

blue line indicates WT animals.

(b–c) WT, WT + anti-IL-13 or transgenic mice were treated with papain or heat-inactivated 

papain (HP) on days 0 and 1, followed by analysis of BAL CCL17 concentrations (b) or 

CCL17+CD11b+CD103− DCs (c) on day 2. Groups were compared to WT treated with 

papain (PAP).
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(d) CCL17+ DC populations were quantified in the lungs of naive (Ctrl) or papain-treated 

(PAP) WT BMT and Rorasg/sg BMT mice on day 2.

(e–f) CCL17+CD11b+CD103− DCs were quantified in the lungs (e) and CCL17 

concentrations were measured in the BAL (f) of WT and iCOS-T mice treated as indicated 

(Supplementary Fig. 4a).

(g) Co-culture supernatants of antigen-experienced OTII-transgenic CD44+CD4+ T cells, 

plus WT DCs and/or ILC2s were analyzed for CCL17.

Data are representative of at least two independent experiments per group, containing at 

least three animals or cultures. Individual points indicate individual animals in (c). Mean 

values ± SEM are indicated in b–g. p ≤ 0.05 =*, p ≤ 0.01 = **, p ≤ 0.001 = ***, p ≤ 0.0001 

= ****.
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Fig. 6. IL-13 is critical for DC-mediated memory TH2 cell recruitment after antigen-re-challenge
(a–b) CD11c-DTR mice were treated as indicated (Supplementary Fig. 6a), followed by the 

quantification of lung TH2 cells (a) or ILC2s (b) using staining similar to Fig. 1c.

(c–h) Bone marrow-chimeric mice were sensitized and challenged as described 

(Supplementary Fig. 6f, g) and selectively depleted of CD11c-LuciDTR DCs (c). The 

number of DCs (d), ILC2s (e) or TH2 cells (h) in lung tissue was quantified following re-

challenge. Concentrations of IL-13 (f) and CCL17 (g) in the BAL were measured.
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Data are representative of at least two independent experiments per group, containing at 

least three animals (a–b), or at least five animals per group (c–h). Mean values ± SEM are 

indicated in a–b and d–h. ns = not significant, p ≤ 0.05 =*, p ≤ 0.01 = **, p ≤ 0.001 = ***.
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Fig. 7. ILC2 are important for skin and peritoneal CCL17+ DC expansion and memory TH2 cell 
recruitment to the skin
(a) Naive mouse live CD45+B220−CD11c+MHCII+ DCs were analyzed for CCL17, CD11b, 

CD103 and IRF4 expression in the lung and skin. IRF4 expression of colored-matched gated 

populations is indicated in the histogram.

(b) WT, Il13−/− or Rora−/flIl7ra-Cre mice were injected intradermally into the ear with 10 μg 

of papain or HP (WT mice) on days 0 and 1, followed by quantification of CCL17+ DCs per 

ear on day 2.

(c–d) Nippostrongylus brasiliensis (N.b.) infected or uninfected (Ctrl) WT mice were 

analyzed on day 6 post infection for CCL17 expression in peritoneal live 

CD45+B220−CD11c+MHCII+ DCs as indicated. CCL17+ DCs were subsequently analyzed 

for CD11b, CD103 and IRF4 expression; the gray histogram depicts the FMO control for 

IRF4 staining (c). The total number of peritoneal CCL17+CD11b+CD103− DCs was 

quantified (d).
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(e) IL-13 or PBS (Ctrl) was injected intraperitoneally on day 0 in WT mice followed by 

quantification of peritoneal CCL17+CD11b+CD103− DCs on day 1.

(f) IL-33 was administered intraperitoneally to WT and Rora−/flIl7ra-Cre mice, or PBS to 

WT mice (Ctrl) on day 0, followed by quantification of peritoneal CCL17+CD11b+CD103− 

DCs on day 1.

(g) WT or iCOS-T mice were sensitized intranasally on days 0 and 1 with papain (10 μg), 

followed by intradermal re-challenge on day 15.

(h) iCOS-T mice, treated as in g, were administered with DTx (blue) or PBS (black), 

followed by quantification of ILC2 (Live CD45+lineage−CD127+GATA3+) and TH2 cells 

(Live CD45+ CD3+CD4+Foxp3−GATA3+) in the right ear on day 16.

(i) iCOS-T and WT mice were sensitized as in g, and treated with DTx and re-challenged 

intradermally as indicated. The total number of TH2 cells was quantified in the right ears.

Data are representative of at least two independent experiments per group, containing at 

least three animals. Individual points indicate individual animals in (h). Mean values ± SEM 

are indicated in b, d–f and i, Pearson’s test was performed in (h). p ≤ 0.05 =*, p ≤ 0.01 = **, 

p ≤ 0.001 = ***.
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