STROBE Statement—checklist of items that should be included in reports of observational studies
	Item No
	Recommendation
	Location in manuscript
	Relevant text from manuscript

	Title and abstract
	
	
	

	1a
	[bookmark: _GoBack]Indicate the study’s design with a commonly used term in the title or the abstract
	Title, Abstract
	Title: “A Cohort Study of Singleton and Twin Births”
Abstract: “This retrospective cohort study analyzed 571,791 IPI records…”

	1b
	Provide in the abstract an informative and balanced summary of what was done and what was found
	Abstract
	Entire abstract

	Introduction
	
	
	

	2
	Explain the scientific background and rationale for the investigation being reported
	Introduction (paras 1–2)
	Discusses global PTB burden, increased risk in twin pregnancies, the role of IPI as a modifiable factor, and the gap in guidelines for sequences involving twins.

	3
	State specific objectives, including any prespecified hypotheses
	Introduction (para 3)
	“this study aimed to: 1) determine the association between IPI and PTB risk across different pregnancy sequences; 2) identify the risk-minimizing optimal IPI within each group; and 3) evaluate the heterogeneity of the IPI effect across different maternal subpopulations.”

	Methods
	
	
	

	4
	Present key elements of study design early in the paper
	Methods (Study Population)
	“This retrospective cohort study utilized obstetric data from Dongguan Maternal and Child Health Hospital (2004–2024)…”

	5
	Describe the setting, locations, and relevant dates, including periods of recruitment, exposure, follow-up, and data collection
	Methods (Study Population)
	“data from Dongguan Maternal and Child Health Hospital (2004–2024), encompassing all 75 local medical institutions… Data were extracted from three distinct hospital information systems: System 1 (2004–2013), System 2 (2014–2018), and System 3 (2019–2024).”

	6a
	Cohort study—Give the eligibility criteria, and the sources and methods of selection of participants. Describe methods of follow-up
	Methods (Inclusion and Exclusion Criteria)
	Inclusion: women with ≥2 consecutive deliveries (2004–2024), complete core variables, live birth. Exclusion: duplicates, implausible values, negative IPI.

	6b
	Cohort study—For matched studies, give matching criteria and number of exposed and unexposed
	Not applicable
	No matching was performed.

	7
	Clearly define all outcomes, exposures, predictors, potential confounders, and effect modifiers. Give diagnostic criteria, if applicable
	Methods (Data Collection and Variable Selection, Statistical Analysis)
	Outcomes: PTB (<37 weeks) and EPTB (<34 weeks). Exposure: IPI (calculated as [current delivery date – prior delivery date – gestational age of current pregnancy]/30.44). Confounders: wife’s age, residence, husband’s age, history of abortion, cesarean, PTB, data system.

	8
	For each variable of interest, give sources of data and details of methods of assessment (measurement). Describe comparability of assessment methods if there is more than one group
	Methods (Data Collection and Variable Selection)
	Data extracted from three hospital systems; only variables common to all systems were retained to ensure consistency. IPI calculation formula provided.

	9
	Describe any efforts to address potential sources of bias
	Methods (Data Collection, Statistical Analysis)
	Independent data cleaning by two researchers, cross‑verification, third‑researcher arbitration; GEE accounts for within‑subject correlation; sensitivity analyses (IPW, group‑specific knots).

	10
	Explain how the study size was arrived at
	Methods (Study Population)
	All eligible pregnancies in the database over 21 years were included; no a priori sample size calculation.

	11
	Explain how quantitative variables were handled in the analyses. If applicable, describe which groupings were chosen and why
	Methods (Statistical Analysis)
	Continuous variables described as mean±SD or median (IQR); IPI treated continuously in RCS; categorical groupings (e.g., <6, 6–11, 12–23 months) used for descriptive tables.

	12a
	Describe all statistical methods, including those used to control for confounding
	Methods (Statistical Analysis)
	GEE with exchangeable correlation structure, RCS with 7 knots (selected by QIC minimization), adjustment for covariates listed above.

	12b
	Describe any methods used to examine subgroups and interactions
	Methods (Subgroup analyses, Panel data)
	Subgroup analyses by age (<35, ≥35), prior cesarean, prior PTB; panel data models (fixed‑effects, GLMM with interaction terms).

	12c
	Explain how missing data were addressed
	Methods (Statistical Analysis)
	Missing values (<1% overall) imputed using mode for categorical variables and median for continuous variables.

	12d
	Cohort study—If applicable, explain how loss to follow-up was addressed
	Not applicable
	Retrospective record linkage; no loss to follow‑up.

	12e
	Describe any sensitivity analyses
	Methods (Sensitivity analyses)
	Group‑specific knot selection and inverse probability weighting (IPW).

	Results
	
	
	

	13a
	Report numbers of individuals at each stage of study—eg, numbers potentially eligible, examined for eligibility, confirmed eligible, included in the study, completing follow-up, and analysed
	Results (Participant screening Flow)
	Flowchart: 2,772,041 initial records → after exclusions, 571,791 IPI records from 503,477 women.

	13b
	Give reasons for non-participation at each stage
	Results (Participant screening Flow)
	Exclusions: duplicates, invalid records (missing/inaccurate core variables), implausible IPI (< gestational age).

	13c
	Consider use of a flow diagram
	Results (Participant screening Flow)
	Figure 1 (flowchart).

	14a
	Give characteristics of study participants (eg demographic, clinical, social) and information on exposures and potential confounders
	Results (Table 1)
	Table 1 presents maternal age, paternal age, IPI distribution, PTB/EPTB rates, and other characteristics by pregnancy sequence.

	14b
	Indicate number of participants with missing data for each variable of interest
	Methods (Statistical Analysis)
	Missing values <1% overall; imputed.

	14c
	Cohort study—Summarise follow-up time (eg, average and total amount)
	Not applicable
	Not a follow‑up study; intervals are calculated between deliveries.

	15
	Cohort study—Report numbers of outcome events or summary measures over time
	Results (Table 1, Figure 2)
	PTB/EPTB rates by group in Table 1; Figure 2 shows predicted probabilities across IPI.

	16a
	Give unadjusted estimates and, if applicable, confounder-adjusted estimates and their precision (eg, 95% confidence interval). Make clear which confounders were adjusted for and why they were included
	Results (GEE and RCS)
	Unadjusted and adjusted optimal IPIs with 95% CIs; risk reductions compared to 24‑month reference; confounders listed.

	16b
	Report category boundaries when continuous variables were categorized
	Methods (Statistical Analysis)
	Categorizations used in descriptive analyses: <6, 6–11, 12–23, 24–35, 36–59, ≥60 months.

	16c
	If relevant, consider translating estimates of relative risk into absolute risk for a meaningful time period
	Results (GEE and RCS)
	Risk reductions presented as absolute percentages (e.g., –1.01% for ST).

	17
	Report other analyses done—eg analyses of subgroups and interactions, and sensitivity analyses
	Results (Sensitivity analyses, Subgroup Analysis, Panel data)
	Results of sensitivity analyses (IPW, group‑specific knots), subgroup analyses (age, prior cesarean, prior PTB), and panel data models (fixed‑effects, GLMM).

	Discussion
	
	
	

	18
	Summarise key results with reference to study objectives
	Discussion (PRINCIPAL FINDINGS)
	Summarizes main findings: optimal IPI varies by sequence – ST 20.9 months, TS ~37 months, DS 24–35 months; U‑shaped risk curves.

	19
	Discuss limitations of the study, taking into account sources of potential bias or imprecision. Discuss both direction and magnitude of any potential bias
	Discussion (STRENGTHS AND LIMITATIONS)
	Lists limitations: limited power for small subgroups, residual confounding (e.g., BMI, stillbirth history, socioeconomic status), lack of ART data, IPI calculation restricted to Dongguan, constraint of optimal IPI to 12–48 months.

	20
	Give a cautious overall interpretation of results considering objectives, limitations, multiplicity of analyses, results from similar studies, and other relevant evidence
	Discussion (RESULTS IN CONTEXT, CLINICAL IMPLICATIONS, CONCLUSIONS)
	Interprets findings in light of previous studies (Ye, Weiss, Dhamrait), proposes “adaptive priming” mechanism, emphasizes need for sequence‑specific counseling, and acknowledges that TS findings require validation.

	21
	Discuss the generalisability (external validity) of the study results
	Discussion (CLINICAL IMPLICATIONS, CONCLUSIONS)
	Notes relevance for regions with rising twin birth rates (e.g., China), but may not generalize to populations with different demographic or clinical characteristics.

	Other information
	
	
	

	22
	Give the source of funding and the role of the funders for the present study and, if applicable, for the original study on which the present article is based
	Declarations (Funding)
	“This study did not receive any funding support.”
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