Supplementary Information
Amniotic Fluid Microbiota and Fetal Complex Congenital Heart Disease
Supplementary Table S1 Bray–Curtis PERMANOVA
	Analysis
	N
	R²
	Pseudo-F
	P

	Primary analysis
	15
	0.129
	1.933
	0.151

	Exclude Y17 (31+6-week pregnancy)
	14
	0.177
	2.573
	0.079

	Adjust for maternal age and gestational ageᵃ
	15
	0.152
	2.297
	0.078


PERMANOVA used 999 permutations. Sensitivity analyses yielded non-significant results similar to the primary analysis.
ᵃ The covariate-adjusted analysis uses a provisional participant-level sample-to-clinical crosswalk. The age and gestational-age assignments have not been fully verified; this estimate therefore remains provisional.
Supplementary Table S2 Baseline characteristics
	Characteristic
	CCHD (n = 6)
	NOR (n = 9)
	P

	Maternal age, years
	32.00 [25.50, 37.00]
	33.00 [32.00, 36.00]
	0.723

	Gestational age, weeks
	36.93 [35.75, 38.32]
	37.86 [36.86, 38.86]
	0.376

	Gravidity
	2.00 [1.25, 2.00]
	1.00 [1.00, 1.00]
	0.089

	Assisted conception
	1/6 (16.7%)
	2/9 (22.2%)
	1.000

	Any recorded comorbidity
	5/6 (83.3%)
	4/9 (44.4%)
	0.287


Values are median [IQR] or n/N (%). Continuous and categorical variables were compared using Wilcoxon rank-sum and Fisher's exact tests, respectively. Baseline differences were not statistically significant; these results do not establish equivalence or exclude residual confounding. CCHD, complex congenital heart disease; NOR, fetal normal group; IQR, interquartile range.
Supplementary Table S3 Minimum detectable standardized difference
	CCHD n
	NOR n
	Two-sided α
	Target power
	Minimum detectable Cohen's d

	6
	9
	0.05
	0.80
	1.60


At 80% power and a two-sided α of 0.05, the minimum detectable standardized mean difference was approximately d = 1.60. The calculation assumes an independent two-sample t-test with a common variance; it is a reference calculation rather than a power estimate for the Wilcoxon or PERMANOVA tests. It does not establish that the non-significant findings were caused by the small sample size.
