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ABSTRACT

Nuclear instance segmentation is a cornerstone task in digital pathology, with
broad potential to drive clinical decision-making and accelerate therapeutic dis-
covery. Recent advances in large vision foundation models have shown promise
for zero-shot segmentation in biomedical domains. However, most efforts in
pathology still rely on pre-trained vision models through fine-tuning or adapter
modules. These approaches demand costly annotations and heavy computation,
leaving efficient training-free methods largely unexplored. To this end, we pro-
pose SPROUT, a simple yet effective framework for annotation-free prompt-
ing. Specifically, we leverage histology-informed stain priors to construct slide-
specific references for mitigating domain gaps and instantiate a prototype-guided
partial optimal transport scheme to progressively refine nuclear representations. In
addition, we embed high-quality positive and negative prompts into the Segment
Anything Model (SAM) without any fine-tuning. Extensive experiments across
multiple histopathology benchmark datasets demonstrate that SPROUT achieves
competitive performance while requiring neither annotations nor retraining. These
results establish SPROUT as a scalable, training-free solution for nuclear instance
segmentation in pathology. Our codes are available at here.

1 INTRODUCTION

Nuclear instance segmentation delineates individual nucleus for systematic downstream analy-
sis (Caicedo et al., 2019; Greenwald et al., 2022; Gupta et al., 2023) and advance cancer prognosis,
diagnosis, and treatment (Madabhushi & Lee, 2016; Lu et al., 2018; Pinckaers et al., 2021). In
histopathology, cellular structure visualizations are most commonly obtained from hematoxylin and
eosin (H&E) staining (Vahadane et al., 2016). Hematoxylin highlights nuclei in dark blue or pur-
ple and eosin stains cytoplasm and extracellular components in pink for separation (Ruifrok et al.,
2001). However, the intrinsic properties of H&E pathology images pose unique challenges for in-
stance segmentation. First, the narrow color spectrum and staining variability limit robust visual
cues. Second, a single patch can contain thousands of densely packed nuclei with weak boundaries.
Third, pixel-wise annotations are scarce, costly, and labor-intensive for pathologists.

To address these challenges, numerous specialized nuclear segmentation networks have been ex-
plored under varying levels of supervision, including fully-supervised (Graham et al., 2019; Qu
et al., 2019; He et al., 2021b; Chen et al., 2023a; He et al., 2023), semi-supervised (Zhou et al.,
2020; Wu et al., 2022; Jin et al., 2022), weakly-supervised (Zhao & Yin, 2020; Nishimura et al.,
2021; Liu et al., 2022), and self-supervised (Sahasrabudhe et al., 2020; Xie et al., 2020). Neverthe-
less, their performance is often limited when facing distribution shifts, varying annotation protocols,
and restricted training data (Pachitariu & Stringer, 2022). Together, these limitations underscore the
pressing need for generalizable and robust approaches to nuclear instance segmentation.

Vision foundation models have marked a turning point in image segmentation. Segmentation Any-
thing Model (SAM) (Kirillov et al., 2023) achieves robust zero-shot, class-agnostic segmentation
ability by leveraging large-scale training on the vast SA-1B datasets. Building on SAM, subsequent
work has explored fine-tuning (Zhang et al., 2024c; Ma et al., 2024; Peng et al., 2024; Archit et al.,
2025) and adapter-based strategies (Chen et al., 2023b; Na et al., 2024; Cheng et al., 2024; Chen
et al., 2025a) to accommodate SAM to task-specific medical objectives. However, the need for
substantial annotations and resource-intensive training constraints their practicality in pathology.
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Figure 1: Comparison of one-shot and proposed self-reference strategies in feature extraction.
One-shot (blue box) fails to capture precise and diverse nuclei, even with similar pairs or backbones
trained on natural and pathology images. Instead, our self-reference approach (red box) leverages
high-confidence regions within the image to extract more robust features for similarity guidance.

An appealing alternative is to transform feature correspondences between the annotated references
and targeted images into actionable prompts (Liu et al., 2024; Zhang et al., 2024a; Liu et al., 2025)
without supervision or retraining. One might reasonably expect obtaining high-quality prompts
from external backbones trained on natural or pathological domains, such as DINOv2 (Oquab et al.,
2024) and H-optimus-1 (Bioptimus, 2025). Yet the distinct properties of pathological images hin-
der such direct transfer. As illustrated in Figure 1, even when target and reference pairs are care-
fully matched in color, nuclear size, and spatial distribution, backbone models exhibit characteristic
failures. Feature extractors trained on natural images can over-amplify the nuclear regions, while
pathology-trained ones still struggle to capture subtle, heterogeneous cell-level features. Unlike nat-
ural images with a limited number of salient objects occupying large portions, nuclei are harder to
capture reliably for fine-grained structures that may consist of only a few thousand pixels. Moreover,
few-shot strategies are often impractical in pathology. Variations in staining, cellular density, and lo-
cal morphology preclude the establishment of appropriate references or consistent image matching.
Consequently, their unstable performance across references is unsuitable for practical deployment.

In this work, we address these challenges by introducing SPROUT (Stain Priors with pRototypical
partial Optimal transport for Unlabeled prompTing), an automatic self-reference prompting frame-
work that guides SAM for nuclear instance segmentation without any training. Specifically, we
leverage the biochemical affinity of H&E staining to generate slide-specific foreground and back-
ground self-reference regions for feature similarity identification. Such a strategy is surprisingly
effective as the references calibrate the image-specific feature activations for more precise and com-
plete nuclear delineation, as illustrated in Figure 1. To achieve exact coverage of the cells and
mitigate ambiguity, we propose POT-Scan, a principled partial optimal transport scheme built on
feature—prototype similarity mapping. POT-Scan progressively refines class activation maps through
comprehensive prototype encapsulation. In addition, we incorporate biological priors into a novel
containment-aware Non-Maximum Suppression (NMS) strategy for SAM prediction refinement.
We empirically validate our SPROUT across three public benchmark datasets, i.e., MoNuSeg (Ku-
maretal., 2017), CPM17 (Vuetal., 2019), and TNBC (Naylor et al., 2018), and demonstrate remark-
able performance compared with SAM-based, fully-supervised, and weakly-supervised counterparts
while remaining computationally efficient. Our main contributions are summarized as follows:

* To the best of our knowledge, SPROUT is the first fully training-free framework for nuclear
instance segmentation in H&E pathology images without annotations. By addressing the
limitations of reference-based methods, we introduce a novel self-reference mechanism
that offers a lightweight yet generalizable solution to domain gaps.

* We propose POT-Scan, a principled scheme with theoretical guarantees that adaptively bal-
ances nuclear coverage and noise suppression. Our quantitative and qualitative analyses
further elucidate the intrinsic behavior of prompt generation and verify its robust perfor-
mance under diverse hyperparameter settings.

* We conduct extensive experiments on three challenging benchmarks, where SPROUT con-
sistently achieves remarkable performance gains (+8.2% AJI on MoNuSeg). These high-
light the potential of robust prompt generation and patch-based decomposition to unlock
the zero-shot capabilities of vision foundation models in histopathology.
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2 RELATED WORK

Prompt Engineering for SAM. SAM (Kirillov et al., 2023), as a vision foundation model, enables
powerful zero-shot and class-agnostic segmentation via point, box, and coarse mask prompts. How-
ever, its performance in precise object delineation heavily depends on the accuracy and placement
of input prompts. This has spurred a growing body of work on automatic prompt generation, as
large-scale manual guidance is impractical in real-world clinical settings. Recent work includes
embedding-oriented prompt representation learning (Luo et al., 2023; Yue et al., 2024; Li et al.,
2025; Yan et al., 2025), detector-based prompt generation (Wu et al., 2023; Zheng et al., 2024;
Xu et al., 2024; Xie et al., 2025), and heuristic-driven approaches (Gao et al., 2024). Meanwhile,
prototype-guided methods (Zhang et al., 2024c; Wang et al., 2025) exploit feature correspondences
between reference and target images to improve representation learning. Building on this idea,
several training-free approaches generate prompts directly from such similarity mapping in natural
images (Zhang et al., 2024a; Liu et al., 2024) and medical images (Liu et al., 2025). However, these
methods are typically designed for scenarios with relatively few objects and rely on carefully cu-
rated reference images. By contrast, nuclear segmentation presents a far more challenging setting,
involving thousands of densely packed and morphologically diverse objects within a single image.
These limitations highlight the need for new strategies that can generate reliable prompts without
external references while remaining computationally efficient.

Nuclear Instance Segmentation. Fully supervised nuclear instance segmentation approaches can
be broadly grouped into three categories: contour-based (Chen et al., 2016), distance-mapping (Gra-
ham et al., 2019; He et al., 2021a), and detection-based (Jiang et al., 2023). While effective, these
methods heavily rely on dense pixel-level annotations, which are costly and time-consuming. Semi-
and weakly-supervised alternatives, particularly point-supervised approaches, have been explored
as a new direction by transforming sparse labels into coarse pixel-level cues, such as Voronoi-
based (Tian et al., 2020) or pseudo-edge maps (Yoo et al., 2019). But these approaches still suffer
from unreliable pseudo masks and fail to adequately separate overlapping nuclei. With the advent of
SAM, adapting foundation models to medical imaging has become a prominent direction. Methods
such as MedSAM (Ma et al., 2024) and fine-tuning variants (Huang et al., 2024a;b) still require
additional annotations and incur substantial computational overhead. To alleviate these constraints,
other studies, including PromptNucSeg (Shui et al., 2024), UN-SAM (Chen et al., 2025b), and All-
in-SAM (Cui et al., 2024), attempt to reduce these costs by training auxiliary prompters, introducing
domain-adaptive feature tokens, or fine-tuning from self-generated masks. Building on these, we ar-
gue that competitive segmentation performance can be attained directly from SAM through proper
prompt design and appropriate patch granularity without altering the model architecture.

3 SPROUT

The pipeline comprises three steps: (i) feature—prototype similarity mapping (Section 3.1), (ii) par-
tial optimal transport scan with activation prompting (Section 3.2), and (iii) instance mask prediction
with refinement (Section 3.3). As shown in Figure 2, SPROUT leverages stain priors to construct ro-
bust self-reference features, aligns them with prototypes through a theoretically grounded POT-Scan,
and generates precise point prompts to guide SAM without additional training. The following sub-
sections describe each stage in detail. The detailed theoretical analysis is provided in Appendix A.

3.1 FEATURE-PROTOTYPE SIMILARITY MAPPING

The first step is to extract self-reference features guided by stain priors and condense them into
representative prototypes for subsequent matching. Given a pathology image I € RH*W >3 we
partition it into n overlapped patches of size p x p with stride s, denoted as {I}" ;. Each patch
is fed into the pretrained image encoder fy(-) for feature extraction: F* = fp(I%). All patch-level
features are then stitched together to reconstruct a global representation F' € R"*%*4 where (h, w)
is the spatial resolution of the encoded feature map and d is the embedding dimension.

To derive self-reference masks, we first condition on stain color priors by transforming images into

the optical density space: OD = —log(z/z0), where € R? is the observed RGB intensity
and xg is the reference intensity. Using the normalized stain matrix Q = [Qp,Qg], with the
H&E absorbance profiles as columns, the stain concentration map S = [Sg,Sg]' is obtained
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Figure 2: SPROUT pipeline for point prompt generation. It consists of three steps: (i) Fea-
ture—prototype similarity mapping: H&E stain priors is to identify high-confidence foreground and
background regions, from which clustering extracts representative prototypes that serve as anchors
for similarity matching; (ii) POT-Scan: a partial optimal transport scheme that progressively aligns
features to prototypes, filtering ambiguous assignments through partial mass transport; (iii) Activa-
tion prompting: prototype-reweighted activations are aggregated into foreground maps, from which
positive and negative point prompts are sampled to guide SAM-based instance prediction. For clar-
ity, high-dimensional features are illustrated as squares and stars.

via linear decomposition: S = Q% - OD, where Q7 is the pseudoinverse. Otsu’s thresholding
(Appendix B.6) is then utilized to separate coarse foreground and background regions. Within each
region, pixels with the top ¢ stain intensities are selected to construct high-confidence self-reference
masks My, and M,,. To obtain compact feature prototypes and mitigate over-smoothing from
dominant morphologies, we resize the self-reference masks to feature resolution and overlap them
with the feature representation. Each class-specific feature set is then clustered into K groups using
K-means to derive representative prototypes:

P.={P} ...,PX} = argmin ZMc(p)

min _||F(p) — P¥||?, c€{fg,bg}, (1)
{P},..PK} 220 1 K

where 2 denotes the feature map spatial locations and M, € {0,1}. The resulting prototypes
{P}g,Ppg} are used as region-specific anchors for subsequent feature matching.

3.2 POT-SCAN AND ACTIVATION PROMPTING

Preliminary. To model feature-to-prototype alignment rigorously, we build on optimal transport
(OT), which provides a principled framework for measuring distributional discrepancies. Optimal
transport seeks the minimal cost of transporting one probability distribution onto another under
marginal constraints. Given probability vectors u € R™*! and v € R"™*! with cost matrix C' €
]Rixm, the Kantorovich formulation (Kantorovich, 1942) solves:

min (T,C)p, st.Tl,=p, T'1,=v, )

TEeRnxm

where T is the transport plan and (-, -) » denotes the Frobenius inner product. Relaxing the marginal
constraints with divergences yields unbalanced OT. Adding entropic regularization (Cuturi, 2013)
further enables efficient solutions via the Sinkhorn—Knopp algorithm (Knight, 2008). Further back-
ground, OT variants, and solver derivations are provided in Appendix A.l and A.2.

POT-Scan. While OT offers a principled formulation, directly assigning features to prototypes in
pathology is challenging due to noise and ambiguity. A naive approach is to match each feature to

its nearest prototype via cosine similarity:
FpPT
R 3)
[ F[[2]|Pl]2

where P € R2K*4 jg the prototype matrix and ' € R"**? is the flattened feature map. However,
such point-wise matching is local and prone to collapse. Unbalanced OT relaxes marginal constraints
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but still penalizes discarding noisy features. To address this, we adopt partial OT, which allows a
fraction of the mass to remain unmatched and naturally filters ambiguous regions (Appendix A.3).
Formally, transporting a fraction p € (0, 1] of the mass is posed as:

min (T,C)r + )\KL(TTlNHﬁlM%

“4)
, 1
s.t. II = {T S Ri\_[XAquM < N]_N, 1]L1TT1N = p}

where N = h X w denotes the number of source features, assumed to follow a uniform mass
distribution since each feature is equally weighted, and M = 2K is the number of target prototypes.
This leads to our POT-Scan, where the transport ratio p is progressively increased: starting from a
small initial value pq that favors easy feature—prototype matches and gradually incorporating more
ambiguous features until a stopping criterion is met.

Although conceptually intuitive, Eq.(4) cannot be solved directly using standard scaling algorithms
due to non-normalized constraints. Following the reformulation of (Zhang et al., 2024b), we append
a slack column to absorb the residual 1 — p mass, thereby restoring normalized marginals and en-
abling efficient Sinkhorn-based optimization. Detailed proofs, solver derivation, and corresponding
pseudo-code are provided in Appendix A.3, A.4, and A.5.

Activation Prompting. Given optimal transport plan T*, features are reweighted as F* = F ©
T* € R">2K These are mapped back to the image space via the resizing operator R and refined
with DenseCRF, producing activation maps F' = CRF(R(F*)) € RH*Wx*2K  Foreground and
background activations are aggregated as [F;, Fy | = [>, F}’;, Dok Fé’;], which are then binarized
using Otsu’s thresholding. Combining these with the initial high-confidence masks yields positive
points through a watershed-based procedure (Appendix B.6), while negative points are uniformly
sampled from expanded background masks with an additional stride to ensure sufficient nuclear
coverage. The process terminates once multiple compact regions merge into a large connected
component, as further expansion risks conflating distinct nuclei. This balances robust assignments
with the gradual inclusion of difficult features, resulting in stable and informative prompts for SAM.

3.3 INSTANCE MASK PREDICTION AND REFINEMENT

The final step is to generate instance-level nuclear masks from activation-derived prompts and refine
them to correct boundary errors from overlapping cells and weak edges. To capture fine-grained
nuclear structures, we perform inference at the patch level, which allows SAM to better localize
individual nuclei. Positive and negative prompts further help separate closely packed nuclei from
surrounding tissue (Detailed illustrations are in Appendix E.1). When a nucleus has multiple posi-
tive cues, each positive together with y nearest negatives is provided to SAM within its patch, and
highly overlapped predictions are merged. Although weak inter-nuclear boundaries may lead to ad-
jacent nuclei being predicted into a single instance, fragmentation is rare due to their homogeneous
interiors. To this end, we introduce containment-aware non-maximum suppression (NMS) that pe-
nalizes large masks enclosing multiple smaller nuclei. Specifically, we apply a tanh-based decay
penalty proportional to the number of contained instances and combine SAM’s confidence Ssam
with the normalized hematoxylin-channel response S%; into a unified score S = Ssam + Sy for
filtering. This complementary strategy leverages both morphological consistency and biological pri-
ors, suppressing false positives and improving boundary delineation. Further implementation details
of containment-aware NMS are provided in Appendix D.3.

4 EXPERIMENTS

We evaluate SPROUT on three benchmark datasets, MoNuSeg (Kumar et al., 2017), CPM17 (Vu
et al., 2019), and TNBC (Naylor et al., 2018), using instance-level metrics (AJI, PQ, DQ, SQ) and
the semantic-level Dice coefficient. Complete dataset statistics and metric definitions are provided
in Appendix B.1 and B.2. Section 4.1 reports comparisons with state-of-the-art nuclear instance
segmentation methods, and Section 4.2 (with Appendix D) presents ablations that validate the key
components of SPROUT. We further analyze robustness through hyperparameter sensitivity studies
(Section 4.3). Additional implementation details are included in Appendix B.3.
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Table 1: Performance evaluations of nuclear instance segmentation. We benchmark meth-
ods across fully-, weakly-, self-supervised, and SAM-based approaches on MoNuSeg and CPM17
datasets. Segmentation performance is reported using AJI (1), PQ (1), DQ (1), SQ (1), and Dice (7).
Best results are highlighted in bold, and second-best are underlined.

. MoNuSeg CPM17
Method SAM  Supervision |\ ' by pQ  SQ Dice | AJI PQ DQ SQ  Dice
U-Netuicear s X fully 0421 0403 0571 0705 0.635] 0554 0527 0718 0734 0741
SPN+IEN 55122 X point 0521 0436 0661 0660 0.677 | 0.540 0485 0.695 0.699 0.701
SC-Netyeniaas X point 0539 0450 0648 0.694 0732 | 0.561 0486 0.692 0703 0.698
SAMcypras v point* 0061 0262 038 0751 0353 | 0.135 0469 0601 0781 0329
DES-SAMyiccara v box 0463 0429 0621 0691 0672 | 0512 0517 0735 0704 0.688
MedSAMyu communas | box* 0502 0327 0514 0752 0687 | 0.648 0559 0788 0706 0.793
UN-SAMyenias v self 0482 0477 0656 0728 0792 | 0581 0574 0734 0782 0.795
Med-SAyigiaas v fully 0511 0493 0679 0727 0772 | 0565 0564 0731 0772 0.806
SPROUT v automatic* | 0.621 0.601 0.817 0736 0.795 | 0.662 0.616 0.796 0774 0.821

* indicates use of pretrained weights, and the supervision column specifies the input prompt type.
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Figure 3: Performance comparison across supervision types. SPROUT consistently outperforms
SAM-based (MedSAM), fully supervised (U-Net), and point-supervised (SC-Net) models across
datasets with superior effectiveness in segmentation.

4.1 MAIN RESULTS

Comparison with State-of-the-Art Methods We benchmark our method against other lead-
ing approaches in nuclear instance segmentation, including U-Net (Ronneberger et al., 2015),
SPN+IEN (Liu et al., 2022), SC-Net (Lin et al., 2023), SAM (Kirillov et al., 2023), MedSAM (Ma
et al., 2024), UN-SAM (Chen et al., 2025b), DES-SAM (Huang et al., 2024a), Med-SA (Wu et al.,
2025). As summarized in Table 1, our method achieves the highest AJI and Dice scores and con-
sistently outperforms all counterparts with up to 8.2% absolute gains in AJI on the challenging
MoNuSeg dataset. Notably, the PQ scores of 0.601 on MoNuSeg and 0.616 on CPM 17 demonstrate
its strong ability to maintain object-level consistency. The baseline descriptions and reproduction
details are provided in Appendix B.4. Comparative segmentation visualizations from natural-image
segmentation models are provided in Appendix C.2 to highlight their limitations in pathology.

Analysis by Supervision Type and Visualization. Figure 3 shows our method surpasses MedSAM,
U-Net, and SC-Net from different supervision regimes without annotations and training. We further
make a visual comparison in Figure 4. SPROUT produces clean, non-overlapping masks in chal-
lenging cases with nuclei-tissue color similarity or light stain. By automatically generating smart
positive—negative to constrain predictions, SPROUT fully exploits SAM’s capacity and demonstrates
strong generalizability and robustness across datasets and background appearances. Meanwhile, it
offers an efficient alternative to supervised approaches, making training-free and annotation-free on
pathological images possible while still achieving superior instance- and semantic-level accuracy.
Additional qualitative examples across datasets are provided in Appendix C.1.

4.2 ABLATION STUDIES

We conduct ablation studies to evaluate the core components of SPROUT, focusing on two key
questions: (i) How does SPROUT generate reliable point prompts for SAM prediction effectively?
(i) Which post-processing strategy ensures accurate instance mask selection?
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Figure 4: Visualization of instance segmentation results from different methods. SPROUT de-
livers more correct instances with fewer overlaps. The highlighted regions show distinct differences.
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Figure 5: Performance comparison of pathology- and natural-image-based backbones. On
MoNuSeg (a, b) and CPM17 (c, d), the self-reference mask strategy mitigates the domain gap and
yields competitive performance, with the best AJI at patch size 128 x 128 matching nuclear scale.

Feature Extractors. To assess the effect of the proposed self-reference mask strategy, we evaluate
feature extractors trained on both pathology (UNI, UNI2 (Chen et al., 2024), Virchow (Vorontsov
et al., 2024), Virchow2 (Zimmermann et al., 2024), H-optimus-1 (Bioptimus, 2025)) and natural
images (ViT-1/16 (Dosovitskiy et al., 2020), DINOv2 (Oquab et al., 2024), DINOv3 (Siméoni et al.,
2025)) using the MoNuSeg and CPM 17 datasets. The Appendix B.5 provides further details on each
backbone. As shown in Figure 5, both types of backbones yield comparable AJI scores, typically
within 1%. Virchow2 and DINOv3 achieve the best performance on MoNuSeg, while H-optimus- 1
and DINOVvV3 perform best on CPM17. These findings validate that the proposed self-reference strat-
egy incorporates image-specific H&E color priors to refine scales and allows cross-domain transfer
without specialized fine-tuning. The consistent peaks of AJI at a patch size of 128 x 128 align
with the feature extractor’s receptive field relative to cell sizes. Overly large patches (> 512) di-
lute nuclear signals and overly small ones risk fragmenting them. Additional cross-dataset results
demonstrating the robustness of self-reference are included in Appendix D.1.

SAM Variants. Since SPROUT relies on SAM for instance generation, we analyze how model size
influences segmentation. Figure 6 reports AJI for large, base-plus, small, and tiny variants under
different patch sizes. Splitting images into moderate patches improves AJI relative to whole-image
input, while overly small patches provide little gain and increase computational cost by fragmenting
context and amplifying noise. Large and base-plus models perform best, but the advantage of large
over base-plus is minor since nuclei within each patch are relatively homogeneous. Smaller variants
also remain competitive with patch inputs, suggesting practical value in resource-limited settings.

Point Generation. In Figure 7a, Otsu-based masks improve performance but remain unsatisfactory
because color-only separation cannot resolve nuclei with close foreground—background intensities
or noise. High-confidence masks improve robustness by filtering out unreliable regions. Feature
extraction with similarity mapping alone provides limited benefit, since the quality of reference
features depends on the initial masks and can still be affected by noise. Balanced OT offers marginal
improvement as it enforces the assignment of ambiguous pixels to prototypes. In contrast, partial
OT delivers the best performance by selectively transporting low-cost, high-confidence matches and
scanning through the image to capture reliable regions for point generation. See Appendix D.2 for
full quantitative results and further point quality analysis.
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Figure 6: Relationship between SAM variants and patch size. Appropriate patch sizes narrow
the performance gap between large and small SAM variants and enable flexible deployment across
resource settings. The best performance is obtained with the large SAM at patch size 512 x 512.
Results are reported on the MoNuSeg dataset with a fixed patch overlap ratio of 0.5.
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Figure 7: (a) Sim: similarity mapping. High-confidence masks yield cleaner reference features
with modest gains. Partial OT outperforms balanced OT by enabling more flexible assignments.
(b) Adding a containment-aware penalty consistently improves AJI across NMS types. Soft NMS
achieves the best performance by allowing mild overlap, which better matches practical morphology.

Post-processing. Figure 7b compares different NMS strategies with and without the containment-
aware penalty. Without the penalty, large masks containing multiple nuclei are often retained, as
their low IoU with smaller nucleus masks prevents them from being identified as redundant during
NMS. Introducing the penalty improves AJI by about 5%, explicitly discouraging such scenarios.
Among the selection strategies, soft NMS achieves the best balance by reducing redundant overlaps
while still allowing partial overlap in dense regions, consistent with the biological reality of clustered
nuclei. The hybrid strategy is less suitable because it enforces strict separation rather than acceptable
overlaps. Ablations of soft NMS decay functions and score strategies are in Appendix D.3.

Class Activation. Figure 8 illustrates the prototype activation after POT-scan. Each prototype
emphasizes distinct morphological patterns, and their combination recovers foreground structures
closely aligned with ground truth. This confirms that K-means clustering of features produces
discriminative prototypes, enabling robust capture of nuclei even under subtle feature diversity.

4.3 SENSITIVITY ANALYSIS

We analyze the impact of key hyperparameters on segmentation performance to better understand
SPROUT’s behavior under different configurations. Figure 9 reports results for point generation and
mask prediction stages. Across all settings, SPROUT remains stable, with performance varying by
less than 3% except for extreme parameters. This robustness indicates that the framework requires
little hyperparameter tuning in practice. Experimental details are provided in Appendix B.3.

Point Generation. In Figure 9a and 9b, the high-confidence mask ratio peaks around 0.6 and
decreases as the ratio approaches 1. This indicates that a moderate ratio balances reliable regions
with sufficient coverage, while extreme values either lack generalization or introduce noise. A
similar trend is observed for the initial transported weight. The stride used in POT-Scan is relatively
milder in Figure 9c. Small strides cause the process to stop early when nuclei are densely packed,
while large strides may skip fine details. For the number of K-means clusters, small values fail to
capture the diversity of foreground and background features. Performance improves as the cluster
number increases and stabilizes once K > 3, as shown in Figure 9d.
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Image Prototype 1 r ype 2 ype 3 Activati GT

Figure 8: Visualization of class activation on MoNuSeg dataset. Different prototypes emphasize
complementary tissue morphologies. Their aggregation activation maps align with the ground-truth.
Clustering-based prototypes capture diverse feature variations for accurate localization.
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Figure 9: Hyperparameter Sensitivity Analysis. We evaluate AJI on the MoNuSeg dataset across
six representative parameters. The results reveal only minor variation (less than 3%) under wide
changes, confirming that SPROUT is robust to hyperparameter choices and requires minimal tuning.

Mask Prediction. In Figure 9e, introducing a small number of negative points improves accuracy
by excluding ambiguous regions that a single positive point cannot separate, as illustrated in Ap-
pendix E.1. However, too many negative prompts make the model conservative, leading to smaller
and fragmented predictions. The prediction patch overlap ratio has the strongest impact in this stage,
as in Figure 9f. Without overlap, AJI is low due to border artifacts. Moderate overlap around 0.5 is
critical for handling boundary regions, while avoiding redundant computation.

5 CONCLUSION

We presented SPROUT, a fully training-free framework for nuclear instance segmentation that gen-
erates prompts automatically without annotations. SPROUT introduces a self-reference strategy
and a theoretically-grounded POT-Scan scheme to achieve precise feature representation and re-
duce domain gaps. By guiding SAM with automatically generated point prompts and applying a
containment-aware NMS for lightweight refinement, SPROUT yields accurate and efficient segmen-
tation without needs for fine-tuning or adapter modules. Extensive experiments show that SPROUT
outperforms previous state-of-the-art methods across multiple datasets and provides new insights
into the behavior of prompting-based pipelines. Beyond nuclear segmentation, this work points to-
ward broader potential of bridging domain gaps via cross-domain priors, offering a path to more ro-
bust and adaptable medical imaging models. We acknowledge current limitations, including reliance
on SAM for boundary precision and restriction to H&E images, but view SPROUT as a promising,
scalable, and trustworthy step toward reliable, end-to-end Al integration in digital pathology.
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A THEORETICAL ANALYSIS

In this section, we provide the theoretical foundations and complete proofs for Section 3.2. We
begin with a brief discussion of applications of optimal transport (OT) to set the stage, followed by
a review of its standard formulation and the entropic scaling algorithm for efficient computation.
We then derive the partial OT formulation adopted in the POT-Scan module by extending from
unbalanced OT. In particular, we show that introducing a slack column transforms partial OT into an
equivalent unbalanced OT problem, which can be efficiently solved using Sinkhorn-based methods.
Finally, we present the algorithm employed to solve partial OT.

A.1 BACKGROUND

Optimal Transport (OT) (Villani et al., 2008) provides a mathematical framework for aligning one
probability measure with another by finding the most cost-efficient way to reallocate mass. Classical
OT corresponds to the case where exact mass preservation is enforced. Variants such as unbalanced
OT relax the constraint to handle discrepancies in total mass. Adding entropic regularization (Zhang
et al., 2023; Cuturi, 2013) to the objective function enables efficient approximation via Sinkhorn it-
erations, making large-scale applications practical. Beyond its theoretical elegance, OT has become
a versatile tool in modern machine learning. It has supported advances in generative modeling by
providing stable training objectives through Wasserstein distances (Gulrajani et al., 2017), in semi-
supervised learning by enabling label propagation as a transport problem (Tai et al., 2021), and in
domain adaptation by aligning feature distributions across domains (Courty et al., 2016).
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A.2 SCALING ALGORITHM FOR OPTIMAL TRANSPORT

The optimal transport problem can be formulated as a minimization task over transport plans. Given
probability vectors € RV*1, 1 € RMX1 along with a cost matrix C' € Rf *M defined on joint
space, the objective function is written as:
. T

Terﬂr{lzleiM<T’ Cyr+o(T1p, 1) +9(T 1n,v) (3)
where T € RY*M denotes the transportation plan, (- ,-)r is the Frobenius product. ¢ and v are
convex marginal distribution constraints, 1;; € RM*! 1, € RV*! are all one vectors. This is
the classical Kantorovich formulation (Kantorovich, 1942) if ¢ and ¢ are equality constraints. By
relaxing the marginal constraints via KL divergence or inequality penalties, the problem generalizes
to the unbalanced OT as described in Section A.3.

To make this problem computationally tractable, Cuturi (Cuturi, 2013) proposed entropic regular-
ization. Adding the entropy term —eH (T') to objective function leads to the following formulation:

(T,C)p —eH(T) =€e(T,C/e+1logT)

T
= ¢(T,log M};r (6)
= eKL(T|[exp(=C/e)),
Furthermore, Eq.(6) can be reformulated as:
L, K LTI exp(=C/0) + ST Lass ) + (T 1) @
Define the proximal operator as:
prox 2 (y; z) = argmin f(z, 2) + eK L(x|ly), ®)

where z is the fixed parameter of the function f. In our case, z corresponds to the marginal distri-
butions while f represents the associated marginal constraints ¢ or ©. Then Eq.(7) can be solved
approximately using Alg.(1).

Algorithm 1 Generalized scaling algorithm

Input: Cost C, regularization e > 0, marginals p € RY, v € RY
Q <+ exp(—C/e) b Q =e Cile
b+ 1,
while not converged do
T+ Qb
a <+ proxjf/g (z; )
a+—aQx > elementwise division
y+Qa
b« ]i)roxf/f;(y; v)
b—boy
: end while
: return T* = diag(a) @ diag(b)

AN A S ol S

bl

—_— =
N = O

These updates can be interpreted as Bregman projections with respect to the KL divergence onto
convex sets defined by the marginal constraints (Benamou et al., 2015). Alternating such projections
is guaranteed to converge, and the diagonal scaling form makes each iteration linear in the number
of nonzero entries of (). The entropic regularization enforces strict positivity, prevents sparsity and
collapse of the transport plan, and enhances numerical stability. Intuitively, the scaling vectors a, b
can be viewed as per-row and per-column adjustment factors, respectively. Multiplying by a rescales
entire rows to match p, while multiplying by b rescales columns to align with v. The iteratively
alternating drives the transport plan 7T to satisfy the marginal structure.

As a result, whenever an optimal transport problem can be reformulated with suitable marginal
constraints into the form of Eq.(5), the corresponding proximal operators can be derived as in Eq.(8).
This allows the problem to be efficiently solved using Alg.(1).
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A.3 DERIVATION FROM STANDARD OT TO PARTIAL OT

When strict equality constraints are not enforced, one may allow mass to be created or discarded.
This leads to the unbalanced OT formulation where deviations from the marginals are penalized by
a K L divergence. Assuming a uniform source distribution, Eq. (5) can be expressed as:

1
(T,C)r + AKL(THNHMW)

min
Tell

) )
st. = {T e RVM| T1y, = N ivh

where A is the regularization weight factor. Here, the row sums are fixed to the uniform source
distribution, while the column sums are softly penalized toward uniformity.

Although unbalanced OT relaxes the marginal constraints, it still penalizes discrepancies between
the transported and target mass. As a result, even ambiguous or noisy features are still encouraged
to be moved, potentially degrading the quality of the solution. To address this limitation, we adopt
the partial OT formulation, which explicitly controls the amount of total transported mass. Instead
of hard-thresholding unreliable features, partial OT allows the model to reweigh and selectively
transport a subset of the source samples by solving:

. T ﬁ
min (T, C)p + MEL(T 1yl 1n)

(10)
1
st. = {T e RV*M|T1,, < ~1v 1NT1y = p},

where N = h x w is the uniform source feature and M = 2K is the number of target prototypes
as described in Eq.(4). p specifies the total transported mass and will increase gradually. Intuitively,
partial OT still respects the distributional structure but enables progressive selection of reliable sam-
ples. Low-cost correspondences are favored first, while noisier or ambiguous features can be safely
ignored or deferred until p increases. This mechanism provides a principled way to suppress noise
while guiding the optimization toward a globally consistent transport plan.

Mathematically, we follow prior work (Caffarelli & McCann, 2010; Chapel et al., 2020; Zhang
et al., 2024b) to reformulate the partial OT problem as an unbalanced OT problem that can be solved
efficiently with scaling algorithms. The key idea is to introduce a slack column into the marginal
distribution to absorb the unselected mass 1 — p, thereby turning the global mass constraint into a
marginal one. Specifically, the slack column is denoted as 7 € R™*!to absorb the remaining mass
and form the extended coupling:

T =[Tn) € RY*OHD € =[C,0y].
Imposing row-sum equality to the uniform source and total-mass accounting, we get:

. 1
Tl = <1y, 1yn=1-p, 13T1y =p,

N

Thus,

" T'1 T'1

T _ N | _ N

TlN—[nTlN}—[l_p . (11)
Let the target column-mass prior be:

£
- | MM
B = [ o }

we can get the KL-penalized unbalanced surrogate of partial OT as follows:

Ipin(T, é)F + /\KL(TTlNH B)
Teo (12)

. L) e 1
st ®={T e RYM 1, =<1}

However, the KL term is soft. Eq.(12) does not guarantee the mass of the last column to be strictly

1 — p. To recover the exact partial-OT constraint, a weighted K L constraint is employed to control
the constraint strength for each class:

N A= [T71n]:

KL 1n]18:A) = Y AT 1y]i log

— (13)
i=1 Bi
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with

< [ Al
A_{—f—oo}

This yields the final equivalent formulation:

. ~ A o} "T . N
min (T, C)p + KL(TT1y]|5; 3).

st. @ = {T e RV P, = %LV}
The weighted KL makes the slack mass non-negotiable while keeping the real columns softly regu-
larized. So low-cost correspondences are selected first, and ambiguous features can be safely left in
the slack. The extended optimal plan is consistent with the original one, and the first M columns of
the extended solution align with the optimal plan of the partial OT problem. The proof is provided
in the next section.

(14)

A.4 PROOF OF EQUIVALENCE WITH PARTIAL OT

In this section, we present the full proof that 7*, which is the first M columns of the extended
optimal transport plan T, corresponds exactly to the optimal plan 7™ of the partial OT problem.

Proof. Assume the optimal extended plan is:

T = [T*,T]*] e RNX(]LIJrl)’T* c RNXM.

The weighted KL penalty expands as:

ST 3 Z Fix T [T*T]'N]i *T 77*T1N
KL(T 1N||6;>\)= E )\L[T 1N]110g7+)\]\/j+17] 1y log
; Bi 1—p
i=1 (15)
*T]-N

Tk P *T n
= AKL(T*"1y]||-=1 A 1n1
( NHM M)+ AM41n N log =,

Taking the limit Ay, ; — oo forces the slack column to satisfy * "1 = 1 — p, otherwise the
objective would diverge.
By construction, the extended plan satisfies the row constraint
Tl = —1
M+1 = Sl
This can be written as

~ 1
T*]-]\/f +”7* = N]-J\ﬁn* > 07

we obtain .
In addition, the total transported mass of the first M column is
1 T 1y =17 1 — 1  =1—(1—p) =p.
Therefore,
- - - 1 -
T* € {T* e RN*M|T*1,, < ~1v 1T 1y = p},
which is precisely the feasible set of the partial OT problem.

Lastly, the cost of the extended problem is

(1", €+ KL T1x18:A) = ([T, 1], [C,0,]) ¢ + AKL(T* 1, L-1)
. . (16)
= (T*,C)p + AKL(T* 1y, ﬁw)
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This is exactly the objective of the partial OT problem as in Eq.(10) evaluated at T*.

If T* achieves a lower cost than 7* for the initial partial OT formula, it contradicts the optimality of
T~
If T* had strictly lower cost for Eq.(16), then T* would no longer achieve the optimum, which

would contradict the optimality of 1.

As a result, by convexity of the objective, T = T*. Dropping the last column of T*, we achieve
the optimal transport plan for the partial OT problem. O

A.5 SOLVER FOR PARTIAL OT
Adding an entropy regularization term —e?—l(T) to Eq.(14) also enables the efficient scaling algo-
rithm. We denote: N )

Oé:f]_N

Q=exp(~C/0).f = o=

The optimal plan admits the standard scaling form:

T* = diag(a) Q diag(b).

Proof. As in Section A.2, the main step is to compute the proximal operators corresponding to the
constraints ¢ and 1. To this end, let us first restate the Eq.(14) in a more general form:

min K L(T | exp(~C/e)) + KL(T 1y]15: V),

a7
st. @={T eRY*M |T1), =a}
where C'is the cost matrix, « is the source marginal.
The equality constraint 7'1 ;; = « can be expressed as the indicator:
0, T =aq,
¢(z;a) = {+oo, otherwise.
Plugging this into the proximal operator directly gives: proxdff/g(y; a) = a.
For the weighted KL penalty, the proximal operator is defined as:
proxff/Le(y; B) = arg I;1>151 KL(x||8; \) + e KL(z||y) (18)
M+1 . .
= argr&lg ; Ai(z; log E —2;+ ) + e(z; log ; —x; +Yi)- (19)

After dropping constants independent of  and regrouping terms, we obtain:
M+1
proxﬁ/Le(y; B) = arg m>irg Z (i + €)x;logx; — (A;log B; + A + elogy; + €) ;.
= =1
Consider the generic function g(z) = axlogz — bx with a > 0,
its derivative is ¢'(z) = a(1 4 logx) — b, hence the minimizer is * = exp(bjT“). Applying this
result gives:

Ailog B; + elog y;

T =ex
; p( N e )
i e
_ Bixi+e y;\,ﬁ»e.
In vector notation, we write:

: A

O e 7

Py / At+e
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where o denotes the element-wise power.

Now, substituting the two proximal operators into the general scaling algorithm yields the updates:

B\
a(—%, b<_<QTa) s

where @Q = exp(—C/e).

The pseudo-code of the scaling algorithm for partial OT is provided in Alg.(2)

Algorithm 2 Scaling algorithm for partial OT

1: Initialize: Cost matrix C, €, A, p, N, K, a large value ¢
2: C «+ [C, ON],

3 A [N N ] T

4 B [F1y,1—p"

5 o+ %1]\7

6: b+ 1M+1

7: Q < exp(—C/Je)

8: [+ )\j—e

9: while b does not converge do
10: a< 17

1 b (52)°,

12: T «+ diag(a)Qdiag(b)
13: end while

14: return T[:,: K]
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B ADDITIONAL IMPLEMENTATION DETAILS

B.1 DATASETS

We conduct experiments on three challenging benchmark datasets of H&E stained histopathology
images: MoNuSeg (Kumar et al., 2017), CPM17 (Vu et al., 2019), and TNBC (Naylor et al., 2018).

(I) MoNuSeg. MoNuSeg is a multi-organ nuclei segmentation dataset created from H&E-stained
tissue images at 40 x magnification from the TCGA archive (Weinstein et al., 2013), containing 51
images at 1000 x 1000 resolution from 7 organs with a total of 30,837 individually annotated nuclear
boundaries. The MoNuSeg dataset contains 37 training images and 14 testing images.

I) CPM17. CPM17 contains 64 H&E stained histopathology images at 500 x 500 resolution with
7,670 annotated nuclei. Each image was scanned at 40 x magnification. CPM17 includes 32 images
each for training and testing.

(I) TNBC. TNBC consists of 50 H&E stained histopathology images of size 500 x 500 from Triple
Negative Breast Cancer (TNBC) patients, containing 4,028 nuclear annotations.

To facilitate patch-based processing for both feature extraction and SAM prediction, we use Lanczos
interpolation (Lanczos, 1964) over 8 x 8 neighborhood to resize the MoNuSeg images to 1024 X
1024, and the CPM17 and TNBC images to 512 x 512.

B.2 METRICS

Nuclear instance segmentation performance is evaluated using four instance-level metrics, including
Detection Quality (DQ), Segmentation Quality (SQ), Panoptic Quality (PQ), and the Aggregated
Jaccard Index (AJI), along with one semantic-level metric, the Dice coefficient (Dice). The detailed
definitions are as follows:

LetG = {Gz}fvfl and P = {F; };V:Pl denote the sets of ground-truth and predicted instances, respec-
tively. Define the IoU (Intersection over Union) as below:
|Gi N P
IoU;; = .
oY TG U P

Dice. Dice score measures overall pixel-level agreement and is insensitive to instance identities. It
can be calculated using foreground overlap after binarization:

Dice — 2IUiGi) N (U; 5]
|U; G| + |U; P

AJI (Aggregated Jaccard Index). AlJl is an instance-aware Jaccard that penalizes both split and
merged instances since the unmatched regions go to the denominator.

Let M C {1,...,Ng}x{1,..., Np} be a one-to-one matching between instances with IoU;; > 0.
Then AJI can be calculated as:

Z(i,j)GM |Gi n Pj|

AJl = .
Y yem|GiU P+ 300 6 e m|Gil + 225 ¢ pem 1B

PQ, DQ, and SQ. Detection Quality (DQ) quantifies the accuracy of instance detection by ac-
counting for false positives and false negatives, while Segmentation Quality (SQ) measures the de-
lineation accuracy of correctly matched instances. Panoptic Quality (PQ), defined as the product of
DQ and SQ, provides a comprehensive metric that jointly reflects both detection and segmentation
performance.

The matched pairs (true positive) are defined with a fixed threshold 7 = 0.5.

TP = {(i,j) : oU;; > 7}.
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Let FP = Np — |TP| and FN = Ng — |TP|. Then

TP
DQ = |1 | 1 )
ITP|+ 1FP + IFN

1
SQ = — ToU;;,
Q= py 2 TV
(i,j)€TP
PQ =DQ x SQ.
In practice, the one-to-one correspondences between ground truth and predicted instances are es-

tablished using a greedy matching strategy. The evaluation metrics are subsequently obtained by
averaging results across all images.

B.3 IMPLEMENTATION

General Settings. Our method is training-free and therefore does not require dataset partitioning.
To ensure a fair comparison with the trained networks, we conduct evaluations on the fixed test sets
of MoNuSeg and CPM17. For TNBC, we randomly split the data with an 80/20 ratio for training
and testing. All experiments are performed on a single NVIDIA GeForce RTX 4090 GPU with 24
GB of memory. Each experiment is repeated three times, and the average performance is reported.

Baseline Reproduction. For baseline model comparison, we use the official source code released
by the authors on GitHub and follow the recommended configurations in the original publications.
U-Net predictions are converted into instance segmentation masks using the watershed algorithm.
For baselines that require annotations, prompts are generated from the ground truth when no auto-
matic prompt generation mechanism is available. Note that we employ automatic prompting rather
than ground-truth point prompts for the vanilla SAM model. All reported numbers correspond to
our reproduced results.

Sensitivity Studies. Sensitivity studies are conducted on the MoNuSeg dataset using a patch size
of 128 x 128 and a stride of 64 for feature extraction with Virchow?2. Default settings are as follows:
the initial high-confidence mask ratio is 0.6 (varied in Figure 9a), the number of prototype centers is
3 (changed in Figure 9d), the initial OT weight is 0.6 (investigated in Figure 9b), and the POT-Scan
weight stride is 0.05 (analyzed in Figure 9c). The large SAM weights are employed, and images are
tiled into 512 x 512 patches with an overlap ratio of 0.5 (tuned in Figure 9f). For prediction, each
positive point and two negative points are provided to SAM (altered in Figure 9¢). Containment-
aware soft NMS is applied in the post-processing stage.

B.4 BASELINES

We provide detailed descriptions of the baseline models used for comparison. Their implementation
settings and necessary adaptations are provided in Section B.3.

U-Net. U-Net (Ronneberger et al., 2015) is a classic convolutional neural network architecture
for biomedical image segmentation. Its encoder—decoder design combines a contracting path for
contextual extraction with an expansive path for precise localization through symmetric skip con-
nections. This structure allows U-Net to learn fine-grained spatial details from limited training data,
making it a widely adopted baseline for medical segmentation tasks.

SPN+IEN. SPN+IEN (Liu et al., 2022) is a weakly supervised framework that uses point anno-
tations for nuclei segmentation. It separates the task into two complementary modules: a Seman-
tic Proposal Network (SPN) that generates coarse foreground—background masks, and an Instance
Encoding Network (IEN) that learns instance-aware pixel embeddings to distinguish neighboring
nuclei. Such a design reduces annotation costs while maintaining strong segmentation performance.

SC-Net. Shape-Constrained Network (SC-Net) (Lin et al., 2023) integrates morphological shape
priors into the learning process for nuclei instance segmentation. It employs a detection branch to
localize nuclei and a segmentation branch to refine masks. Shape constraints are enforced to better
handle overlapping or irregularly shaped nuclei.
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Segment Anything Model. SAM (Kirillov et al., 2023) is a foundation segmentation model de-
signed for interactive instance segmentation. It consists of an image encoder, a prompt encoder, and
a lightweight mask decoder. By leveraging spatial or textual prompts (points, boxes, masks), SAM
produces high-quality predictions in a zero-shot manner across diverse domains.

DES-SAM. DES-SAM (Huang et al., 2024a) is a distillation-enhanced adaptation of SAM for
box-supervised nucleus segmentation. It incorporates a lightweight detection module to generate
bounding-box prompts and uses a self-distillation prompting strategy to leverage SAM’s pretrained
knowledge while fine-tuning a small number of parameters. DES-SAM introduces an edge-aware
loss to refine boundary quality as well. Together, these components allow DES-SAM to achieve ac-
curate segmentation with limited supervision while preserving SAM’s strong generalization ability.

MedSAM. MedSAM (Ma et al., 2024) adapts the SAM to the medical domain and serves as
a foundation model for universal medical image segmentation. It is trained on an unprecedented
dataset of over 1.5 million image—mask pairs, spanning 10 imaging modalities and over 30 cancer
types. In this way, it captures a wide spectrum of anatomical structures and pathological conditions.
Like SAM, MedSAM is also a promptable segmentation system, where the user inputs bounding
boxes to guide the delineation of regions of interest.

UN-SAM. UN-SAM (Chen et al., 2025b) introduces a domain-adaptive self-prompting frame-
work for nuclei segmentation. To remove the manual annotations, it employs a self-prompt gen-
eration module to produce high-quality segmentation hints automatically. It further strengthens
cross-domain generalization by combining shared representations with domain-specific adaptations,
allowing robust performance on heterogeneous nuclei images.

Med-SA. Medical SAM Adapter (Med-SA) (Wu et al., 2025) extends SAM to medical imaging
via parameter-efficient fine-tuning, updating only about 2% of its parameters. It introduces two key
components: SD-Trans, which adapts SAM to 3D medical data, and the Hyper-Prompting Adapter
(HyP-Adpt), which conditions the model on user-provided prompts for interactive segmentation.
Med-SA supports both point clicks and bounding box prompts for prediction.

B.5 FEATURE EXTRACTION BACKBONES

UNI, UNI2. UNI (Chen et al., 2024) is a pathology-specific vision encoder built with self-
supervised pretraining on a large scale. More than 100 million image tiles drawn from around
100,000 diagnostic slides were used. It demonstrates strong transfer across a wide range of pathol-
ogy tasks, particularly excelling in settings involving rare or underrepresented cancers. UNI-2 en-
larges the pretraining corpus to over 200 million H&E and immunohistochemistry (IHC) images
from more than 350,000 slides. By incorporating greater scale and modality diversity, UNI-2 fur-
ther improves generalization across diagnostic tasks. It provides the community with an openly
available resource for developing and benchmarking computational pathology models.

Virchow, Virchow2. The Virchow model family (Zimmermann et al., 2024; Vorontsov et al.,
2024) represents an effort to establish foundation encoders tailored to digital pathology. Virchow
was trained in a self-supervised manner on a vast collection of histopathology tiles obtained from
millions of whole-slide images (WSIs). This large-scale pretraining equips the model with a broad
awareness of tissue architecture and cellular morphology, which can then be transferred to down-
stream tasks such as cancer subtyping, outcome prediction, or biomarker discovery. Virchow2 ex-
tends this approach by further scaling the training corpus to more than 3.1 million WSIs, positioning
it among the largest pathology encoders. Beyond its scale, Virchow?2 can also serve as a frozen
feature extractor for efficient pipeline integration or be fine-tuned to maximize performance on task-
specific datasets.

H-optimus-1. H-optimus-1 (Bioptimus, 2025) is a 1.1B-parameter vision transformer developed
by Bioptimus. It was pretrained with self-supervised learning on billions of histology tiles from
over one million slides. It produces rich patch embeddings that capture complex spatial and struc-
tural relationships, supporting downstream tasks such as survival analysis, tissue classification, and
segmentation.
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DINOv2, DINOv3. DINOv2 (Oquab et al., 2024) is a self-supervised vision transformer pre-
trained on a curated collection of 142 million images and is designed to produce general-purpose
visual features comparable to those learned by weakly or fully supervised methods. Its represen-
tations transfer effectively across domains, enabling broad use without task-specific fine-tuning.
DINOV3 (Siméoni et al., 2025) extends DINOv2 by scaling pretraining to over a billion images and
models with billions of parameters. It further introduces mechanisms to stabilize training and pre-
serve dense feature quality. With additional distillation into smaller, efficient variants, it achieves
superior performance on both recognition and dense prediction tasks, underscoring the role of scale-
aware design in vision foundation models.

ViT-1/16. The Vision Transformer (ViT) family adapts the Transformer architecture to images by
treating fixed-size patches as tokens. Among its configurations, ViT-1/16 (Large, 16 x 16 patch
size) (Dosovitskiy et al., 2020) has become a widely adopted backbone due to its balance of scale
and granularity. It consists of 24 Transformer layers with a hidden dimension of 1024 and roughly
307M parameters. Pretraining on large-scale datasets demonstrates that ViT-1/16 gains substantial
improvements from scaling. Its 16 x 16 patch size ensures a manageable sequence length while
preserving sufficient spatial resolution, making it a widely used backbone and a standard reference
model for feature extraction in vision transformers.

B.6 ADDITIONAL ALGORITHMS

Watershed algorithm. The watershed algorithm (Vincent & Soille, 1991) is a classical segmen-
tation approach widely employed for delineating touching or overlapping objects. It operates on the
analogy of a topographic surface, where the grayscale image is interpreted as an elevation map. Pix-
els of lower intensity correspond to basins (valleys), whereas higher intensity values represent ridges
(peaks). By conceptually flooding this landscape, water initially fills the basins, and as the level rises,
neighboring catchment areas begin to merge. To prevent such mergers, separating boundaries are
introduced at the points of convergence, thereby yielding distinct object regions. In practice, the al-
gorithm is driven by the inverse of the distance transform, with local maxima serving as initial seeds
or markers that guide the flooding process. Within our framework, the centroid of each resulting
watershed region is used as the positive point prompt for prompt-based segmentation.

Otsu’s thresholding. Otsu’s thresholding (Otsu, 1979) is a global image binarization technique
that selects the threshold ¢t* by minimizing the intra-class variance of foreground and background
pixels, which is equivalent to maximizing the between-class variance.

Suppose the image histogram has L gray levels, with normalized probabilities p; for each level i.
For a given threshold ¢, the images are divided into two classes: class 0 with gray level 1, - - - , ¢ with

probability wo(t) = Z§=1 p; and mean 60 (¢), class 1 with gray level ¢ 4+ 1--- | L with probability

w(t) =YL, +1 Pi and mean 0y (t). The total mean is 07 = S % | ip;. The between-class variance
is:

o?(t) = wo(t)(0o(t) — 07)% + w1 (t)(01(t) — Or)>
Otsu’s method chooses the threshold:
t* = arg max a?(t)

which maximizes the separation between the two classes. This makes the method non-parametric
and unsupervised, requiring no prior knowledge about the image content for foreground—background
separation.
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C ADDITIONAL QUALITATIVE RESULTS

In this section, we provide the qualitative visualizations of segmentation results from our SPROUT
pipeline across three datasets (Section C.1), complementing the analysis in Figure 4. For compari-
son, we also include results from semantic and instance segmentation models developed for natural
images in Section C.2. It helps illustrate the gap between natural and pathological domains and high-
lights the unique challenges of nuclear image segmentation discussed in Introduction (Section 1).

C.1 SEGMENTATION RESULTS ACROSS DATASETS

As illustrated in Figure 10, 11, and 12, SPROUT delivers accurate nuclear segmentation across
diverse datasets. The method demonstrates robustness under varying cellular organizations, from
crowded fields containing thousands of nuclei to extremely sparse images with only a few. It per-
forms well even when nuclei are small, densely packed, or exhibit subtle color contrasts with sur-
rounding tissues. Moreover, SPROUT adapts seamlessly to datasets acquired with different staining
protocols and image formats, including those with non-standard channels, consistently producing
reliable delineations. Note that both predicted and ground-truth instance masks are displayed with
randomly assigned colors, which serve only to differentiate instances for better visualization. Iden-
tical colors do not imply correspondence across cells or categories.

Prediction %

Figure 10: Visualization of segmentation results on MoNuSeg. Our method accurately distin-
guishes nuclear regions from surrounding white and stained tissues, and maintains robustness in
dense and small nucleus scenarios. Each image may contain thousands of nuclei, and the SPROUT
consistently identifies and segments them with high fidelity.

C.2 COMPARISON WITH NATURAL IMAGE SEGMENTATION MODELS

To assess the intrinsic difference between segmentation models developed for natural images and
those tailored to pathological images, we apply annotation-free natural image models to nuclear
segmentation. Specifically, we choose SAM (Kirillov et al., 2023), MaskDINO (Li et al., 2023), and
CutLER (Wang et al., 2023) for instance segmentation and Bridge the Points (Zhang et al., 2024a)
for one-shot semantic segmentation. The detailed description of SAM is provided in Appendix
Section B.4, while the remaining models are summarized below. The corresponding segmentation
results are also presented for comparison.

SAM. As shown in Figure 13, SAM auto-prompting can identify part of the nuclei but fails to
reliably distinguish foreground from background. Large tissue regions are often misclassified as
targets, which suppresses small-cell predictions either due to lower SAM scores or the lack of point
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Figure 11: Visualization of segmentation results on CPM17. SPROUT effectively segments tar-
get nuclei in small-scale images when the input exhibits clear foreground-background separation,
lightly separated nuclear regions, or tissue and nuclei with similar purple hues that make background
discrimination challenging.

Image

Prediction

GT

Figure 12: Visualization of segmentation results on TNBC. Our method remains effective on the
TNBC dataset collected under different protocols with an additional transparency channel beyond
standard RGB. It performs robustly in both sparse settings with only dozens of nuclei and highly
crowded cases with hundreds, accurately distinguishing nuclear regions with minimal omission.

prompts generated on a coarse grid. In addition, without negative prompts, the masks frequently
exhibit over-segmentation, reflecting the strong similarity between nuclear regions and surrounding
background textures.

Mask DINO. Mask DINO extends the transformer-based object detector DINO by adding a par-
allel mask prediction branch, thereby unifying detection with instance, semantic, and panoptic seg-
mentation through shared query embeddings for bounding box regression and mask generation.
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Pretrained on large-scale detection and segmentation datasets, it achieves strong performance on
natural image benchmarks.

However, as shown in Figure 14, its performance on MoNuSeg is limited. The top predictions
frequently overlap on large tissue regions rather than capturing individual nuclei. This behavior
suggests a tendency to segment regions of homogeneous texture or color areas, while failing to
delineate fine-grained nuclear structures.

Prediction

Figure 13: Visualization of instance segmentation results from SAM auto-prompting. SAM
captures a subset of nuclei but struggles to separate nuclei from background tissues, leading to
compromised segmentation.

Image

Figure 14: Visualization of segmentation results from Mask DINO. The model highlights broad
tissue regions but fails to resolve individual nuclei.
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CutLER (Cut-and-Learn). CutLER is a framework for unsupervised object detection and in-
stance segmentation. It builds on MaskCut, which generates coarse object masks from self-
supervised Vision Transformer features, and then refines them through detector training with robust
loss dropping and iterative self-training. Operating entirely without human annotations, it provides
a strong baseline for natural image segmentation.

In our experiments, only the MaskCut stage is applied to produce instance masks, without training
the entire network. Because its affinity matrix relies on feature similarity, which is often weakly
distinguishable in pathological images, CutLER primarily segments regions with sharp boundary
contrasts but is unable to identify small-scale nuclei, as illustrated in Figure 15. Additionally, many
nuclear regions remain undetected due to feature homogeneity.

Prediction

GT

Figure 15: Visualization of segmentation results from CutLER. The model segments coarse re-
gions with boundary changes but fails to capture fine-grained nuclear structures. The colored areas
denote the produced masks.

Bridge the Points. Bridge the Points is a graph-based extension of SAM designed for few-shot
semantic segmentation. It automatically selects informative prompts and aligns them with mask
granularity through graph connectivity, reducing reliance on hyperparameters and redundant mask
refinement. This makes it suitable for low-data settings and cross-domain generalization.

In our experiments, semantic masks from reference images were provided together with random tar-
get images in a one-shot configuration. As shown in Figure 16, the method improves the delineation
of multiple smaller regions compared to other semantic approaches but still operates largely at the
tissue level and fails to resolve nuclei at the instance level. Alongside the results from the instance
segmentation baselines, this highlights the limitations of directly applying natural image models to
the pathological domain.
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Figure 16: Visualization of semantic segmentation results from Bridge the Points. Red areas
represent the segmented regions.
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D ADDITIONAL ABLATION STUDY

In this section, we report comprehensive segmentation results on MoNuSeg, CPM17, and TNBC
across all feature extraction backbones (Section D.1). The complete sets of evaluation metrics,
together with additional ablation studies on point generation and post-processing, are provided in
Section D.2 and Section D.3, respectively.

D.1 FEATURE EXTRACTORS ACROSS DATASETS

We present detailed segmentation results on the MoNuSeg, CPM17, and TNBC datasets across
different backbones and patch sizes (Table 2—10). The best results are highlighted in bold, and the
second-best are underlined. These results confirm the effectiveness of our self-reference strategy,
showing consistent generalization and comparable performance between natural-image-based and
pathology-specific backbones. Unless otherwise specified, all subsequent predictions are obtained
using the large SAM model with a patch size of 512 x 512 with an overlap ratio of 0.5. Soft NMS
is employed as the post-processing method.

Table 2: Segmentation results of AJI and Dice with different backbones on the MoNuSeg
dataset.

Backbones Al Dice

64 128 256 512 1024 64 128 256 512 1024
UNI 0.580 0.593 0.606 0.593 0.599 0.772 0.795 0.787 0.766 0.778
UNI2 0.582 0.615 0.602 0.577 0.576 0.774 0.780 0.777 0.760 0.761
Virchow 0.590 0.613 0.621 0.575 0.579 0.764 0.787 0.780 0.759 0.762
Virchow?2 0.614 0.622 0.604 0.581 0.575 0.770 0.795 0.776 0.763 0.759
H-optimus-1 0.582 0.599 0.577 0.568 0.573 0.772 0.785 0.781 0.751 0.752
ViT-1/16 0.592 0.606 0.596 0.569 0.570 0.764 0.784 0.768 0.760 0.758
DINOv2 0.598 0.609 0.598 0.582 0.572 0.770 0.784 0.777 0.764 0.756
DINOvV3 0.612 0.617 0.612 0.596 0.589 0.779 0.789 0.780 0.766 0.773

Table 3: Segmentation results of DQ and SQ with different backbones on the MoNuSeg dataset.

DQ SQ

Backbones 64 128 256 512 1024 64 128 256 512 1024
UNI 0752 0805 0793 0774 0772 | 0730 0731 0733 0729  0.723
UNI2 0751 0803 0792 0762 0769 | 0732 0733 0733 0730 0726
Virchow 0749 0809 0792 0756 0770 | 0733 0732 0732 0729 0727
Virchow?2 0785 0817 0803 0770 0762 | 073 073 0733 0731  0.728
H-optimus-1 | 0767 0796 0795 0762 0763 | 0733 0733 0735 0729 0726
VIT-1/16 0764 0797 0785 0751 0762 | 0739 0731 0731 0728  0.725
DINOV2 0764 079 0795 0767 0763 | 0730 0731 0732 0730  0.726
DINOV3 0789 0813 0817 0780 0777 | 0731 0734 073 0729  0.728

Table 4: Segmentation PQ results with different backbones on the MoNuSeg Dataset.

Backbones \ 64 128 256 512 1024
UNI 0.549 0.588 0.581 0.564 0.558
UNI2 0.550 0.589 0.581 0.556 0.558
Virchow 0.549 0.592 0.580 0.551 0.560
Virchow?2 0.576 0.601 0.589 0.563 0.555
H-optimus-1 0.562 0.583 0.584 0.555 0.554
ViT-1/16 0.565 0.582 0.574 0.547 0.552
DINOv2 0.558 0.582 0.582 0.560 0.554
DINOvV3 0.577 0.597 0.600 0.569 0.566
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Table 5: Segmentation results of AJI and Dice with different backbones on the CPM17 dataset.

Backbones Al Dice
64 128 256 512 64 128 256 512

UNI 0.641 0.651 0.639 0.594 0.805 0.812 0.802 0.769
UNI2 0.645 0.652 0.642 0.596 0.803 0.815 0.802 0.762
Virchow 0.643 0.649 0.646 0.599 0.805 0.812 0.807 0.769
Virchow?2 0.642 0.640 0.635 0.592 0.794 0.806 0.787 0.768
H-optimus-1 0.651 0.662 0.643 0.580 0.804 0.818 0.795 0.765
ViT-1/16 0.649 0.654 0.642 0.583 0.809 0.810 0.804 0.759
DINOv2 0.643 0.649 0.637 0.584 0.805 0.809 0.800 0.759
DINOv3 0.648 0.657 0.637 0.595 0.805 0.821 0.799 0.766

Table 6: Segmentation results of DQ and SQ with different backbones on the CPM17 dataset.

DQ SQ

Backbones 64 128 256 512 64 128 256 512

UNI 0777 0787 0787 0739 | 0768 0770 0771  0.763
UNI2 0771 078 0780 0739 | 0763 0768 0770  0.763
Virchow 0773 0781 0793 0743 | 0769 0771 0768  0.764
Virchow2 0767 0780 0783 0738 | 0768 0769 0770  0.768
Hooptimus-1 | 0774 079 0776 0734 | 0768 0774 0770  0.763
VIT-U16 0784 0789 0787 0725 | 0767 0769 0772 0.6l
DINOV2 0783 0789 0780 0726 | 0768 0767 0771  0.766
DINOV3 0788 0794  0.789 0747 | 0768 0770 0772  0.766

Table 7: Segmentation PQ results with different backbones on the CPM17 Dataset.

Table 8: Segmentation results of AJI and Dice with different backbones on the TNBC dataset.

Backbones | 64 128 256 512

UNI 0.597 0.606 0.606 0.564
UNI2 0.588 0.604 0.601 0.564
Virchow 0.594 0.602 0.609 0.568
Virchow?2 0.589 0.600 0.602 0.567
H-optimus-1 0.594 0.616 0.599 0.560
ViT-1/16 0.601 0.607 0.608 0.552
DINOv2 0.601 0.605 0.604 0.556
DINOv3 0.605 0.611 0.609 0.572

Backbones AJI Dice
64 128 256 512 64 128 256 512

UNI 0.601 0.600 0.587 0.566 0.767 0.773 0.761 0.746
UNI2 0.602 0.593 0.587 0.577 0.761 0.765 0.761 0.754
Virchow 0.595 0.605 0.593 0.568 0.767 0.775 0.766 0.747
Virchow?2 0.592 0.599 0.575 0.565 0.767 0.769 0.752 0.742
H-optimus-1 0.603 0.600 0.576 0.574 0.768 0.780 0.753 0.748
ViT-1/16 0.609 0.604 0.594 0.570 0.774 0.766 0.766 0.746
DINOv2 0.606 0.596 0.581 0.567 0.772 0.766 0.755 0.747
DINOv3 0.595 0.576 0.580 0.576 0.761 0.759 0.756 0.754
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Table 9: Segmentation results of DQ and SQ with different backbones on the TNBC dataset.

DQ SQ

Backbones 64 128 256 512 64 128 256 512

UNI 0783 0788  0.782 0766 | 0.785 0788 0787  0.781
UNI2 078 0790 0787 0767 | 0789 0787 0786  0.782
Virchow 0780 0796 0794 0767 | 0785 0787  0.784  0.78I
Virchow?2 0792 0795 0776 0763 | 078 0785  0.786  0.784
H-optimus-1 | 0785 0794 0774 0775 | 0787 078 0783  0.779
VIT-U/16 0794 0793 0788 0768 | 0782 0785 0785  0.781
DINOV2 0794 0796 0781 0772 | 078 0787 0785  0.778
DINOV3 078 0783 0771 0775 | 0788 0785 0785  0.781

Table 10: Segmentation PQ results with different backbones on the TNBC Dataset.

Backbones 64 128 256 512

UNI 0.615 0.621 0.615 0.598
UNI2 0.615 0.622 0.619 0.600
Virchow 0.612 0.626 0.622 0.599
Virchow?2 0.623 0.624 0.610 0.598
H-optimus-1 0.618 0.624 0.606 0.604
ViT-1/16 0.621 0.623 0.619 0.600
DINOvV2 0.622 0.626 0.613 0.601
DINOvV3 0.618 0.615 0.605 0.605

D.2 POINT QUALITY AND GENERATION

We report the detailed quantitative metrics corresponding to the ablation results presented in Figure 7
in Table 11. These results provide a comprehensive view of how each component contributes to the
overall segmentation performance.

Table 11: Comprehensive ablation results of point generation on MoNuSeg. Partial denotes
POT-Scan, while balanced refers to standard OT. The baseline corresponds to SAM auto-prompting.

Color Prior Mask Similarity Mapping oT AJl PQ DQ SQ Dice
X X X 0.061 0262 0384 0.752  0.353

Otsu X X 0.527 0468  0.634 0.738  0.725

Otsu v X 0.532 0468 0.636  0.736  0.728

Otsu v balanced 0.545 0474  0.647 0732 0.742

Otsu v partial 0.579  0.485 0.661 0.733 0.767
High-confidence v X 0.543 0479  0.652  0.735 0.738
High-confidence v balanced 0.567 0.510 0.686 0.743 0.759
High-confidence v partial 0.619 0.577 0.787 0.733 0.795

To evaluate the generated point prompts both quantitatively and qualitatively, we provide the visual-
ization of the point spatial distribution overlaid with the images in Figure 17 and the direct accuracy
of both positive and negative points across the three datasets in Table 12. Overall, both positive and
negative prompts exhibit high precision, with negative points achieving particularly strong true pos-
itive rates by effectively avoiding non-cell areas. Positive points also demonstrate robust coverage
since they reliably capture nuclei even in densely packed regions with small cells. For larger nuclei,
multiple positive points are often assigned within a single object, further increasing the possibility
of accurate segmentation. Only a minor fraction of very small or weakly stained nuclei may be
underrepresented, reflecting inherent challenges in such pathological settings.
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Figure 17: Visualization of point prompts. Positive prompts (red dots) and negative prompts (blue
squares) are overlaid on the images to illustrate the quality of prompt selection, with white contours
denoting the ground-truth cell boundaries. Images are cropped for clarity of visualization.

Table 12: Evaluation of point prompt quality on different datasets.

Datasets TP TN FP FN

MoNuSeg 0.849 0.151 0.943 0.057
CPM17 0.873 0.127 0.956 0.044
TNBC 0.818 0.182 0.982 0.018

D.3 SofrT NMS

In this section, we present a comprehensive evaluation of the proposed post-processing strategy. We
report detailed performance metrics and ablation studies on the score and decay functions of soft
NMS to validate the method. We further include visualizations and pseudo-code to illustrate the
procedure.

As a complement to Figure 7b, Table 13 reports the detailed ablation results of the NMS strategy
across all five evaluation metrics.

Table 13: Detailed ablation results of post-processing strategy on MoNuSeg.

Containment Penalty NMS AJI PQ DQ SQ Dice
X hard 0.553 0.523 0.712  0.735 0.743
X soft 0.573 0.529 0.726 0.729 0.765
X hard+soft 0.565 0.534  0.719 0.743 0.757
v hard 0.585 0.573 0.785 0.730 0.764
v soft 0.620  0.593 0.809 0.733 0.789
v hard+soft 0.605 0.576  0.788 0.731 0.778

To assess the necessity of the combined score strategy, we compare H-channel response alone, SAM
confidence score alone, and their combination, with the raw predictions as the baseline. As shown
in Table 14, applying soft NMS improves the overall segmentation performance compared with
directly aggregating predictions. Both the H-channel response and the SAM score alone further
enhance performance. The H-channel emphasizes heavily stained regions but tends to keep darker
tissue areas. In contrast, the SAM score favors nuclei with clear boundaries, preserving large nuclear
regions but failing to separate overlapping cells. The combined strategy effectively balances these
complementary strengths and achieves the best overall performance.

We further investigate the effect of different score decay functions in soft NMS, including linear,
polynomial, and exponential. Hard NMS is employed as the baseline. As summarized in Table 15,
all variants of Soft-NMS consistently outperform hard NMS across multiple metrics, underscoring
the advantage of retaining slight overlapping predictions with gradually decayed scores rather than
discarding them. Among the tested functions, the exponential decay yields the best overall perfor-
mance. This can be attributed to the fact that exponential decay provides a sharper penalty to highly
overlapping instances while still preserving moderately overlapping candidates. It strikes a better
balance between suppressing redundant detections and retaining true positives in the post-processing
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procedure. The effectiveness of soft NMS with the exponential decay function is illustrated in Fig-
ure 18.

Table 14: Ablation of score strategies for soft NMS on MoNuSeg. Results highlight different
focuses between H-channel response and SAM confidence. The combined approach provides the
most balanced improvement in post-processing.

Strategy AJl PQ DQ SQ Dice
X 0.546 0.364 0.495 0.735 0.747
Sty 0.591 0.581 0.793 0.733 0.784
Ssanm 0.587 0.583 0.792 0.732 0.781

S+ Ssam 0619 0593 0.809  0.734  0.792

Table 15: Ablation of decay functions for soft NMS on MoNuSeg. All soft NMS variants out-
perform hard NMS. Exponential decay achieves the best overall performance by more effectively
penalizing heavily overlapping instances while preserving valid detections.

Functions AJl PQ DQ SQ Dice

hard 0.587  0.549  0.761 0.721 0.764
linear 0.601 0.564 0774 0729  0.778
polynomial 0.599  0.568 0.778 0.731 0.780
exponential 0.614 0.577 0.787 0.733 0.787

o —— 14

Figure 18: Visualization of soft NMS post-processing. The containment-aware variant effectively
suppresses large predicted masks that contain smaller ones, leading to cleaner and more precise
outputs. The highlighted regions show distinct differences.

Lastly, we provide the comprehensive pseudo-code of the containment-aware soft NMS in Alg.(3).
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Algorithm 3 Containment-aware Soft NMS

Inputs: Masks { M}, scores {51}2?
Exponential decay f(z) = exp(—x*/0) with o > 0, penalty scale € > 0, score threshold 7.

B+
D+ {(M;, S:)}4 > working set of detections

// Pre-decay containment penalty
for each (M;, S;) € D do

PRI ALY

9: if Ncontained(Mi) > 1 then

10: S; +— S; - (1 — tanh(e - Nconlained(Mi>))
11: end if

12: end for

13:

14: // Iterative Soft-NMS

15: while D # () do

16: (Mmaxa Smax) < argmax(y,s)eD S

17: B+ BU{Mmnax}
18: D«+D \ {(Mmaxv Smax)}
19: for each (M;, S;) € D do

20: bmax < bbox(Muax), b; < bbox(M;)

21: U <— IOU(bmaX, bz)

23: if S; < 7 then

24: D+ D\ {(M;,S:)} > drop weak candidates
25: end if

26: end for

27: end while

28:

29: return B
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E ADDITIONAL SENSITIVITY ANALYSIS

E.1 SAM EFFECT.

SAM is highly sensitive to the form of inputs. Naive application often leads to suboptimal perfor-
mance on pathology images due to densely packed structures, heterogeneous staining, and subtle
nuclear boundaries. The strategies illustrated in the Figure 19 are designed to mitigate these chal-
lenges.

Image size. As illustrated in Figure 19a, scaling controls the receptive field over which SAM
attends. Without scaling, SAM can respond to large tissue regions, ignoring fine-grained nuclear
detail. By splitting the image into small patches, the model is guided to treat individual nuclei as
primary segmentation targets.

Negative prompts. In histology images, nuclei are frequently embedded within complex back-
grounds where clear boundaries are lacking. As shown in Figure 19b, negative prompts act as
explicit counterexamples, guiding SAM to disregard surrounding tissue that mimics nuclear appear-
ance. This strategy mitigates over-segmentation and enhances boundary precision.

Positive prompt placement. Overlapping or touching nuclei pose a significant challenge, as SAM
may merge them into a single mask in Figure 19c. Carefully placing positive prompts within each
nucleus provides local anchors that enforce instance-level separation, enabling SAM to segment
individual objects rather than clusters.

Together, these strategies systematically adapt SAM’s general-purpose design to the demands of
nuclear segmentation. They highlight that effective use of SAM in computational pathology depends
not only on model capacity but also on thoughtful construction of inputs that reflect domain-specific
image structure.

Input Image Predicted Mask Predicted Mask

Input Prompt

Input Prompt Predicted Mask

. .
.

| -
.

(a) Image Size (b) Negative Points Presence (c) Negative Points Presence

i b=

SN

Figure 19: Illustration of SAM effect. (a) Appropriate image cropping enables SAM to focus on
nuclei instead of broad tissue regions. (b) Incorporating negative prompts suppresses background
responses for precise nuclear delineation. (c) The placement of positive prompts influences the
separation of overlapping nuclei. Red dots denote positive prompts and blue squares denote negative
prompts.
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F THE USE OF LARGE LANGUAGE MODELS

In this work, Large Language Models (LLMs) are only used as an assistive tool for grammar check-
ing and minor text editing. The role of LLMs is restricted to linguistic quality improvements. All
ideation, experiment design, and analyses are the sole work of the authors.
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