Supplements
Figure S1. PCR analysis of Cmas mutant mice. (A) Scheme of different Cmas alleles and primer combinations with
calculated fragment sizes for PCR genotyping. An frt-flanked neomycin resistance cassette (neo) was introduced into intron
4. The exon 4 and neo were flanked by loxP sites. The targeting vector was electroporated into E14 embryonic stem cells
(ESCs) and ESCs with confirmed homologous recombination were used to generate chimeric mice with the targeted allele
neo
Cmas . Germline transmitters thereof were bred to homozygosity. Neo was deleted upon crossing with the Flp-deleter
floxed
strain SJLTg(ACTFLPe)9205Dym/J to obtain a conditional Cmas mouse strain with loxP flanked exon 4 (Cmas
). These
mice were wildtype phenotype. Exon 4 and the remaining frt-site were deleted by crossing with Zp3-Cre mouse deleter
strain C57BL/6-Tg(Zp3-cre)93Knw/J resulting in the knock-out allele Cmas . (B) Genotyping of mice by PCR (1) 100 bp
+/+
+/floxed
floxed/floxed
+/-/marker; (2) Cmas (wildtype); (3) Cmas
; (4) Cmas
; (5) Cmas ; (6) Cmas ; (7) without DNA; (8) 100 bp
+/marker. (C) Offspring analysis from heterozygous Cmas matings.

Figure S2. Fetal trophoblast cells and maternal neutrophils are extensively sialylated. (A) Sagittal paraffin sections of uteri
with E8.5 control implants were co-stained with anti-cytokeratin-8 antibody (red), the sialic acid specific lectin MAA (green)
and the galactose binding lectin PNA (cyan). A scheme of lectin binding specificity is provided in Figure 1A. MAA specificity
was confirmed by neuraminidase treatment (+ Neuraminidase) of paraffin sections prior to lectin analysis. Neuraminidase
releases sialic acid from glycans, thereby depletes MAA binding epitopes and simultaneously exposes underlying galactose
residues to PNA binding. Nuclei were stained with DAPI and are shown in white. Representative images of control (n=12)
-/-/and Cmas (n=3) embryos. (B) Sagittal paraffin sections of uteri with E8.5 Cmas implants were co-stained with anti-Ly6G
antibody (red), MAA (green) and PNA (cyan). Positive MAA signal derived from sialylated maternal neutrophils (arrows) in
-/the vicinity of Cmas TGCs (asterisk). Nuclei were stained with DAPI and are shown in white. Representative images of
-/control (n=12) and Cmas (n=3) embryos.

-/-

Figure S3. Cmas embryos lack α2,6-linked sialylation. Sagittal paraffin sections of uteri from pregnant mice with E8.5
implants were co-stained with the lectins Sambucus nigra lectin (SNA) (red) and PNA (green). A scheme of lectin binding
specificity is provided in Figure 1A. Insets show embryonic ectoderm (arrow) and mesoderm. Arrowheads indicate
trophoblast giant cells. SNA specificity was confirmed by neuraminidase treatment (+ Neuraminidase) of sagittal paraffin
sections prior to lectin analysis. Neuraminidase releases sialic acid from glycans, thereby depletes SNA binding epitopes and
simultaneously exposes underlying galactose residues to PNA binding. Nuclei were stained with DAPI and are shown in
-/white. Representative images of control (n=12) and Cmas (n=3) embryos.

-/-

Figure S4. Phenotypic variability of E8.5 Cmas implants. (A) Hematoxylin and eosin stained sagittal paraffin sections of
-/uteri with E8.5 Cmas implants. Head (H), somite (S), embryo proper (E); (B) Brachyury in situ hybridisation on sagittal
-/paraffin sections of E8.5 embryos within the uterus. Cmas (n=3) embryos; control (n=1) embryo.

Figure S5. Schematic overview of fetal size quantification on hematoxylin-eosin stained sagittal sections, exemplified by
-/an E7.5 control embryo and an E8.5 Cmas embryo (both already shown in figure 2A).

-/-

Figure S6. Identification of Gr1-positive granulocytes infiltrating the fetal-maternal interface of Cmas embyos as
maternal neutrophils. Ly6G immunohistochemical staining of sagittal paraffin sections of E8.5 embryos within the uterus.
-/Representative images of control (n=12) and Cmas (n=3) embryos.

Figure S7. Quantification of decidual macrophages at E8.5 upon maternal decomplementation. F4/80 (macrophages)
immunohistochemical staining and quantification of stained cells on sagittal paraffin sections of E8.5 embryos within the
-/uterus. Analysis of the number of F4/80 positive cells surrounding fetal tissues at E8.5 (control n=4 embryos, Cmas n=2
embryos). Error bars indicate SD.

-/-

Figure S8. Loss of phenotypic variability of E8.5 Cmas implants upon maternal decomplementation. Pregnant mice were
treated at E4.5 and E6.5 either with PBS (n=3) as control or CVF (n=3) in order to deplete maternal C3. Hematoxylin and
eosin stained sagittal paraffin sections of uteri with E8.5 embryos after PBS or CVF treatment. For each treatment one
-/control embryo and two Cmas implants from the same litter are shown.

