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ARTICLE INFO ABSTRACT

Keywords: Patient-derived organoids (PDOs) have been proposed as a novel in vitro tumor model that can be
Extrahepatic cholangiocarcinoma applied to tumor research and drug screening. However, current tumor organoid models lack
Organoids

components of the tumor microenvironment, particularly tumor-associated macrophages(TAMs).
We collected peripheral blood and tumor samples from 6 patients with extrahepatic chol-
angiocarcinoma(eCCA). Monocytes were induced into TAMs by cytokine and conditioned me-
dium, and then co-cultured with tumor organoids. Our comprehensive analysis and comparison of
histopathology and genomics results confirmed that this co-culture model can better capture
intra- and inter-tumor heterogeneity retain the specific mutations of the original tumor. Drug
sensitivity data in vitro revealed that gemcitabine and cisplatin are effective drugs for chol-
angiocarcinoma, but TAMs in the tumor microenvironment promote organoids growth and
chemotherapy resistance. In conclusion, our organoid model of cholangiocarcinoma co-cultured
with TAMs can not only shorten the model construction cycle, but also preserve the heteroge-
neity of original tumors to improve the accuracy of drug screening, and can also be applied to the
researches of TAMs and tumors.

Tumor-associated macrophages
Genetic profiles
Therapy resistance

1. Introduction

The tumor microenvironment of eCCA contains a number of cell types, including TAMs, tumor-associated neutrophils, cancer-
associated fibroblasts, regulatory T lymphocytes, and endothelial cells [1,2]. In eCCA, TAMs are a group of highly infiltrative im-
mune cells that promote tumor progression and immunosuppression [2]. In the past, macrophages were divided into two types ac-
cording to their cell state: classically activated (M1) and alternately activated (M2); M1 macrophages were characterized by CD86 and
iNOS, while M2 macrophages were characterized by CD206 and CD163 [3]. However, since macrophage polarization is a dynamic
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process, it is difficult to define TAMs specifically in the eCCA microenvironment [4]. Nonetheless, researchers generally agree that
TAMs present with the M2 phenotype; previous studies have found that TAMs secrete a variety of growth factors and produce a variety
of proteolytic enzymes to promote CCA occurrence, invasion and metastasis, but they also release immunosuppressive molecules
resulting in therapeutic resistance [5-7]. Due to the high heterogeneity of eCCA, the research progress on the microenvironment has
been slow.

Although eCCA heterogeneity is incompletely understood, the advent of PDOs has promoted the development of precision therapy
for eCCA. Organoids are a type of three-dimensional cell-culture technology derived from tumor stem cells in vitro. Compared with
traditional 2D tumor cell lines, organoids retain histopathologic features, such as phenotype, genetic diversity, and mutation signals, of
the original tumor tissues [8]. The patient-derived tumor xenograft (PDX) model remains the only system that preserves the micro-
environment and heterogeneity of tumors, but its use is limited due to its high cost, long culture cycles, and low success rates in clinical
application. In contrast, organoids can be expanded on a large scale and preserved long-term, which could contribute to the con-
struction of tumor organoid biobanks and provide a platform for high-throughput drug screening [9,10]. Unfortunately, current
organoids cannot capture the tumor microenvironment with fibroblasts and immune cells, which limits their reproducibility, as well as
the accuracy of drug screening [11]. Previous studies have partially addressed this challenge by co-culturing tumor organoids with a
variety of cells. Seino et al. co-cultured pancreatic ductal adenocarcinoma organoids with CAFs and found that CAF-derived Wnt
yielded growth of a new pancreatic ductal adenocarcinoma subtype [12]. Additionally, Dijkstra et al. obtained tumor-specific T cells
with a co-culture model of tumor organoids and peripheral blood lymphocytes, and immunotherapy sensitivity or resistance factors
were also produced by the tumor organoids [13].

Our group has successfully constructed dozens of CCA organoids and verified the accuracy of the drug sensitivity of these organoid
models [14,15]. Here, for the first time, we developed a 3D co-culture system using organoids from eCCA and TAMs. With this system,
we compared the reduction degree of the model with that of the source tissue, and we describe the effects of TAMs on organoid growth
and chemotherapy resistance.

2. Materials and methods
2.1. Specimen collection

The study adhered to the tenets of the Declaration of Helsinki and was approved by the ethics committee of the Second Affiliated
Hospital, Zhejiang University, School of Medicine (No. 2019-408). In order to exclude the influence of other tumor treatments on the
construction and subsequent application of the organoid model, we selected patients with untreated cholangiocarcinoma before
surgery, and then collected surgical samples from patients with cholangiocarcinoma who underwent radical cholangiocarcinoma
resection in the Department of Hepatobiliary and Pancreatic Surgery of the Second Affiliated Hospital of Zhejiang University to ensure
that the sample collection time from tissue was less than 30 min. The samples were stored in tissue preservation solution at 4 °C before
transport. Each tumor specimen was divided quickly into three parts after harvesting. One part was collected in cold PBS and
transported on ice to the laboratory for tumor stem cell isolation and organoid culture. The other two parts were placed in liquid
nitrogen and tissue fixation solution for sequencing and histopathological analysis. At the same time, 10-12 mL of peripheral blood
from the same cholangiocarcinoma patient was taken during the operation for subsequent isolation and acquisition of monocytes.
Subsequently, clinical data of patients with cholangiocarcinoma were collected from the medical record system, including magnetic
resonance imaging data and postoperative follow-up information.

2.2. Tumor cell isolation and organoid culture

CCA tissues were initially washed three times with cold PBS and cut into 1-mm3 pieces using ophthalmic scissors. Then, the tissue
fragments were digested in 10 mL digestion medium containing advanced Dulbecco’s modified Eagle’s medium/F12 (Gibco, CA, USA)
and 15 mg collagenase D (Roche, Basel, Switzerland) for 3 h at 37 °C. Next, the digestion status of the tissue fragments was checked
under a microscope after repeated mixing with digestion medium. Then, the cell suspensions were filtered through a 100-um cell
strainer and centrifuged at 300xg for 5 min at room temperature. The tumor cells were resuspended in culture medium at a con-
centration of 5 x 10 ° cells/ml. Growth factor-reduced Matrigel matrix (Corning, NY, USA) was used to culture CCA organoids.
Matrigel was mixed with the cell suspensions in a 1:1 ratio, and 200 pL of the mixtures were seeded in pre-coated 24-well plates.
Finally, organoid culture medium (Advanced DMEM/F12 supplemented with 1 % penicillin/streptomycin (1 x , ThermoFisher, MA,
USA), Glutamax (1 x ; ThermoFisher), B27 supplement (1 x ; Gibco, CS, USA), N2 supplement (1 x ; Gibco, CS, USA), HEPES (10 mM,
ThermoFisher, MA, USA), gastrin (10 nM; Sigma Aldrich, MO, USA), A83-01 (5 pM; Tocris, Bristol, UK), Y-27632 (10 pM; Tocris,
Bristol, UK), recombinant human epidermal growth factor (50 ng/mL; PeproTech, NJ, USA), recombinant human fibroblast growth
factor 10 (100 ng/mL; PeproTech), recombinant human R-Spondinl (500 ng/mL; PeproTech), recombinant human Noggin (100 ng/
mL; PeproTech), and Afamin/Wnt3a CM (10 % v/v; MBL Life Science, TKY, Japan) was added (500 pl per well) and changed every 3
days.

2.3. Peripheral blood monocyte isolation and differentiation

Isolation: Peripheral blood mononuclear cells (PBMCs) were isolated from peripheral blood samples of patients with chol-
angiocarcinoma by density gradient centrifugation, such as using Ficoll density gradient centrifugation (Solarbio, Beijing, CHN).
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Culture: Isolated PBMCs were cultured in culture flasks containing RPMI 1640 and 10 % fetal bovine serum (FBS). To promote the
differentiation of monocytes into macrophages, it is usually necessary to add 20 ng/mL macrophage colony-stimulating factor (M-CSF)
to the medium.

Differentiation: when PBMCs were cultured to approximately 70-80 % confluency, the medium was removed and replaced with a
new medium containing M-CSF to promote differentiation of monocytes into macrophages. It usually takes 5 days to complete the
differentiation process, during which the medium containing M-CSF needs to be replaced. Once macrophage differentiation is com-
plete, polarization toward M2 can be induced by the addition of specific tumor conditioned media, and culture is generally continued
for 48 h after the addition of these factors to ensure that macrophages successfully acquire the M2 phenotype.

Identification: The expression of M2 macrophage-specific protein (CD206) was observed by immunofluorescence staining.

2.4. Co-culture of CCA organoids and TAMs

To achieve co-culture of cholangiocarcinoma organoids and tumor-associated macrophages, we used a Transwell system (3470,
Corning, NY, USA) with a 0.4 pm filter pore size to retain the two types of cells to interact through the secretion of multiple cytokines
and chemokines. To be specific, 1 x 10 5 TAMs were seeded on a membrane insert in a Transwell chamber, and 5 x 10 5 organoids
were seeded into the lower compartment of 24-well plates for 14 days.

2.5. Patient-derived organoid xenograft experiments using organoids and TAMs

All the experimental mice were purchased from Jiangsu Zhizhuo Yaokang Biotechnology Company. Four-to six-week-old NSG mice
were selected to establish the patient-derived organoid xenograft (PDOX) model. Five mice in each group were selected to inject whole
organoids (5 x 10°) or organoids containing TAMs (1 x 10°) suspended in 100 pL Matrigel subcutaneously in the flanks. Tumor sizes
and weights were measured 8 weeks later, and all the mice were euthanized, the tumors were removed, immobilized in para-
formaldehyde overnight, and then immunostaining was performed. All animals received humane care according to the standards set
out in the "Guidelines for the Care and Use of Laboratory Animals."

2.6. Histology and staining

Matrigel was digested with dispase II (1.5 mg/mL; Roche, Basel, Switzerland) for up to 1 h at 37 °C. Organoids were harvested after
centrifuging at 300 xg for 5 min at room temperature. Then, the original specimens and organoids were fixed in 4 % paraformaldehyde
and embedded in paraffin. Five-micrometer-thick sections were prepared for HE and immunohistochemical staining Then, the sections
were incubated with anti-cytokeratin 7 (CK7; Abcam, Cambridge, UK, 1:2000) anti-mucin-1 (MUC1; Abcam, Cambridge, UK, 1:500),
and anti-epithelial cell adhesion molecule (EpCAM; Abcam, Cambridge, UK, 1:500) primary antibodies in a blocking solution in a wet
chamber overnight at 4 °C. Staining was obtained using 3,3'diaminobenzidine as the chromogen, followed by hematoxylin
counterstaining.

TAMs were fixed in 4 % paraformaldehyde for 1 h at 4 °C; then, 100 pl of Triton X-100 was added (0.5 % Triton X-100) and
incubated at room temperature for 20 min. Subsequently, the TAMs were blocked for 1 h at room temperature in blocking buffer.
Mouse monoclonal antibodies targeting CD68 (Abcam, Cambridge, UK, 1:500), a-SMA (Abcam, Cambridge, UK, 1:200), CD31 (Abcam,
Cambridge, UK, 1:200), and CD206 (Abcam, Cambridge, UK, 1:500) were utilized as primary antibodies, while goat anti-mouse IgG
H&L (Alexa Fluor® 647) was utilized as the secondary antibody.

2.7. Drug screening

Organoids were incubated with 0.25 % trypsin and 0.02 % EDTA at 37 °C for 5 min; then, the dissociated cells were resuspended in
Advanced DMEM with 2 % Matrigel and seeded in 384-well plates at 100-200 cells in 22.5 pL per well. Following 48 h of culture, the
medium was replaced with complete culture medium supplemented with 0.01, 0.1, 1, 10, or 50 uM of gemcitabine, 5-fluorouracil,
cisplatin, and paclitaxel. After incubation at 37 °C for 96 h, cell viability was measured with a CellTiter-Glo assay(Promega, WI,
USA). Wells of complete culture medium without drug was used as a negative control, and assay was done in triplicate wells, and each
experiment was repeated two times. For the comparison of drug sensitivity of eCCA organoids, drug dose-response curves and IC50
values were generated by nonlinear regression fitting to a three-parameter model with 100 % and 0 % cell viability as constraints.

2.8. Whole-exome sequencing (WES)

Total genomic DNA from the original tumors and organoids was extracted using a GenElute Mammalian Genomic DNA miniprep kit
(Sigma, MO, USA). WES was carried out on Illumina platforms. SAMtools mpileup and bcftools were used for variant calling and to
identify SNP and INDEL variants. Somatic SNV was detected by muTect, somatic INDEL was detected by Strelka, and somatic CNV was
detected by control-FREEC.

2.9. Statistical analysis

All statistical analyses were performed using GraphPad Prism software 7.0 (GraphPad Software, CA, USA).
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3. Results
3.1. Extrahepatic cholangiocarcinoma organoids and TAMs Co-culture system

To mimic the eCCA tumor microenvironment, we first constructed 3D co-culture systems using eCCA organoids and TAMs
(Fig. 1A). We successfully established 6 eCCA tumor organoids from surgical resection as previously described. The clinical charac-
teristics of the 6 eCCA patients are presented in Table 1. All tumor pathological types were adenocarcinoma; most tumors were
moderately differentiated, but 2 cases were poorly differentiated. Further analysis showed no differences in the success rate of
organoid culture attributed to clinical parameters, but there were differences associated with the initial acquisition of the tumor stem
cells. TAMs were isolated and differentiated from the peripheral blood of each patient. Immunofluorescence staining confirmed that
most TAMs were CD206-positive, and a small number of cells were CD86-positive. The presence of other cell types, such as CAFs and
endothelial cells, was excluded according to the corresponding markers a-SMA and CD31 (Supplement 1). Finally, we selected an
indirect contact Transwell system to mimic the tumor microenvironment. In this system, eCCA organoids were seeded on the bottom
layer, and TAMs were seeded on the upper layer (Fig. 1B).

3.2. Co-culture system using eCCA organoids and TAMs preserved the histopathological structures of tumors

As with gastrointestinal and lung organoids, eCCA organoids cultured alone and co-cultured with TAMs preserved the histo-
pathological features of the source tissue. The eCCA organoids varied greatly in growth rate and morphology, but they retained tissue
heterogeneity, whether cultured alone or co-cultured. According to H&E staining (Fig. 2A and B), all eCCA organoids retained the

P WA vt

i FEcamer SpguerrEing

- R R T e
. el P 4 B B I

W W W i L

3 . 1 Co-puabture o b

Feripheral Bood PIxX

Fig. 1. Construction of extrahepatic cholangiocarcinoma organoids and TAMs co-culture system. (A) Study design used to create co-culture system
from eCCA patients. (B) Morphology of eCCA organoids with TAMs in bright field. Organoids had a round structure (red arrow), and TAMs had a
spindle structure. (magnification, 100x).
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Table 1

Description of clinical characteristics of patients involved in the study.
Patient No. Age Gender Tumor Histological TNM Stage

Size (cm) Grade

Patient 1 64 Male 2 Moderate T3NOMO
Patient 2 68 Female 8 Poor T2NOMO
Patient 3 55 Male 1.5 Moderate T2N1MO
Patient 4 56 Female 10 Moderate T2NOMO
Patient 5 72 Female 3 Moderate T2NOMO
Patient 6 78 Female 4.5 Poor T4N1MO

classical morphological structure of adenocarcinoma. The organoid morphology for P3, P4, and P5 was significantly larger in co-
culture than mono-culture, and the nuclei were larger and deeply stained with a higher nucleo-cytoplasm ratio. We next measured
the expression of eCCA molecular marker proteins and found that CK7, MUC-1, and EPCAM expression patterns were consistent in the
organoids and original tumors. In addition, the expression levels of three organoid markers for P3 were significantly higher in co-
culture than mono-culture (Fig. 2C). For patient P5, EPCAM expression was higher in mono-culture than in co-culture, but this
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Fig. 2. Histopathological characterization comparing eCCA organoids from mono-culture and co-culture models and corresponding specimens.
(A-B) Representative H&E staining of eCCA specimens and organoids (specimen magnification, 200x; organoid magnification, 400x). (C-D)
Representative immunohistochemistry staining for CK7, MUC-1, and EPCAM in eCCA specimens and organoids (specimen magnification, 200x;
organoid magnification, 400x).
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expression was weak in the original tumor (Fig. 2D & Supplement4). For the other specimens, CK7, MUC-1, and EPCAM expression

levels were not significantly different between the two culture models. EPCAM is a cell surface glycoprotein that is overexpressed in a
variety of epithelial-derived tumors. A number of previous studies have confirmed that the expression level of EPCAM in tumor cells is
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Fig. 3. General genetic alterations in two original specimens and organoids. (A) Number of SNP in different regions of the genome (left) and number
of different types of SNP in the coding region (right) from patients 4. (B) Number of INDEL in different regions of the genome (left) and number of
different types of INDEL in the coding region (right) from patients 4. (C) Number of SNP in different regions of the genome (left) and number of
different types of SNP in the coding region (right) from patients 6. (D) Number of INDEL in different regions of the genome (left) and number of
different types of INDEL in the coding region (right) from patients 6.
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closely related to tumor invasion, metastasis and prognosis [16]. However, it has not been confirmed that TAMs can directly regulate
the expression of EPCAM in tumor cells, but considering that TAMs can secrete a variety of signaling molecules to affect the signaling
pathways of tumor cells, we believe that in the future, we can screen the signaling factors secreted by TAMs to explore their role in
regulating the expression of EPCAM in the tumor microenvironment of cholangiocarcinoma. Overall, the two organoid culture models
retained the histopathologic structures of the tumors, thus preserving homology with the original individual. Notably, the addition of
TAMs to the culture system may affect the expression of some representative markers through a yet unknown mechanism.

3.3. Genetic profiles of eCCA organoids

To confirm whether the two culture models recapitulated the genome of the corresponding patient’s tumors, we performed whole-
exome sequencing (WES) of DNA from the organoids and original tumors. There were six types of point mutation variations: C > A/G
>T,C>G/G>C,C>T/G>C,C>T/G>A,T>A/A>T,and T > C/A > G > C. Initially, we analyzed the mutation characteristics of
the 6 groups of eCCA samples. The results showed that C > T/G > A overexpression and T > C/A > G transversions were the most
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Fig. 4. Detailed genetic profiles of six original specimens and organoids. (A) Representative driver genes of the specimens and organoids are
presented. The horizontal coordinate is the sample (P: specimens; Mo: monocultured organoids; Co: co-cultured organoids); the vertical coordinate
is the gene; the top is the number of gene mutations in each sample; the right is the number of mutations in each gene in these samples presented. (B)
Representative mutation spectrum in the specimens and organoids are presented. (C) Representative cancer predisposition genes in the specimens
and organoids are presented. (D) Mutation characteristics of the specimens and organoids are presented.
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common (Fig. 4B and D). Then, the mutation spectrums of the organoids of the two models were compared with those of the original
tumors. Both culture models retained the genetic spectrum of the original tumors, and in patients P4 and P6, the organoids co-cultured
with TAMs had higher reducibility than those mono-cultured. The numbers of SNP and INDEL variations in different regions of the
genome and the number of different types of SNP and INDEL variations in coding regions are shown in Fig. 3A-D. Further analysis
showed that compared to SNP, INDEL similarity between the organoids and original samples was higher, regardless of genome or
coding region and number or characteristics. However, the mono-culture and co-culture models from P1 and P5 patients did not reach
the reduction degree of the other 4 cases (Supplement 2). Meanwhile, we statistically analyzed the mutation frequency of tumor cells in
the two models, and the results showed that the mutation characteristics of the co-culture group and the original tumor were consistent
up to 86.78 %, while the single culture group was 81.84 %. Therefore, the introduction of tumor-associated macrophages into the
organoid model in this study was able to improve the reducibility of the model.

Next, we obtained the driver genes of each group to verify their similarity between the organoids and original tumors in different
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Fig. 5. Organoids response to gemcitabine and cisplatin. (A) Representative images showing patient 2 organoids from the two models response to
gemcitabine (magnification, 100x). (B) Dose-response curves of organoids chemosensitivity to gemcitabine. Data are expressed as means + SD. (C)
Representative MR Images of patient 2 during follow-up. (D) Representative images showing patient 6 organoids from the two models response to
cisplatin (magnification, 100x). (E) Dose-response curves of organoids chemosensitivity to cisplatin. Data are expressed as means + SD. (F)

Representative MR Images of patient 6 during follow-up.
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culture models. We accomplished this by comparing the screened somatic mutations with known driver genes in the database. The
results showed that the genetic variations of organoids mono-cultured and co-cultured were mostly consistent with the genetic var-
iations of the original tumors; eCCA was dominated by missense mutations, and 5 patients had TP53 mutations. Among them, the
original tumor of patient P1 had a frameshift deletion mutation of WRN, and this mutation was retained in only co-cultured organoids.
The organoids of neither model retained the CDKN2A frameshift deletion mutation, which may require medium optimization to
improve the reducibility of the model. However, the BAZ2A missense mutation of patient P5 was retained in organoids cultured alone,
but not in those co-cultured; this result may be attributed to the addition of TAMs (Fig. 4A). We then screened the mutated genes of
each sample for possible cancer predisposition genes. Co-cultured organoids retained the BPTF full code mutation of patient 5, while
the MPL mutation type was changed in both mono-culture and co-culture models; the same phenomenon was also found in patient P1.
Interestingly, ZHFX3 whole code mutations were present in the mono-culture models of patients P3 and P6 but not in the original
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Fig. 6. Organoids response to 5-fluorouracil and paclitaxel. (A) Representative images showing patient 6 organoids from the two models response to
5-fluorouracil(magnification, 100x). (B-D) Dose-response curves of organoids chemosensitivity to 5-fluorouracil. Data are expressed as means +
SD. (E) Representative images showing patient 8 organoids from the two models response to paclitaxel(magnification, 100x). (F~H) Dose-response
curves of organoids chemosensitivity to paclitaxel. Data are expressed as means + SD.
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tumors or co-culture models (Fig. 4C). In short, both mono-culture and co-culture models successfully captured intra-patient and inter-
patient heterogeneity, but mutations inconsistent with the original tumors appeared for several organoids; this remains a difficult
problem to be solved in reconstructing the tumor microenvironment.

Fig. 7. TAMs promotes the growth of eCCA organoids in vitro and in vivo. (A) Representative images of eCCA organoids in mono-culture and co-
culture(magnification, 40x). (B) Diameters of eCCA organoids cultured with or without TAMs(n = 6, 3 organoids for each well randomly were
measured, **P < 0.01, ***P < 0.001). Data are expressed as means =+ SD. (C) Cell viability of eCCA organoids cultured with or without TAMs(n = 6
experimental settings with 3 biological replicates for each; **P < 0.01, ***P < 0.001). Data are expressed as means + SD. (D) Representative images
of the tumors from mono-transplantation and co-transplantation. (E-F) Weights and volumes of tumors from mono-transplantation and co-trans-
plantation(n = 5, **P < 0.01, ***P < 0.001). Data are expressed as means + SD. (G) Representative H&E staining of tumors from specimens, mono-
transplantation, and co-transplantation. (H) Representative immunohistochemistry staining for CK7, MUC-1, and EPCAM in tumors from specimens,
mono-transplantation and co-transplantation (magnification, 200x).
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3.4. TAM:s protect eCCA organoids from drug treatment

Next, we measured cell viability to determine the effect of TAMs on eCCA organoids sensitivity to drugs, including gemcitabine,
cisplatin, paclitaxel, and 5-fluorouracil (5-FU). Of the 6 eCCA patients, P2 and P6 were sensitive to gemcitabine (Fig. 5A) and cisplatin
(Fig. 5D), respectively. However, compared with mono-cultured organoids, organoids co-cultured with TAMs showed decreased
sensitivity to gemcitabine and cisplatin (Fig. 5B and E). According to the BILCAP study, patients with recurrence of chol-
angiocarcinoma within 17.5 months after radical resection were defined as patients with poor clinical response to adjuvant therapy,
that is, drug resistant patients [17]. Based on the results of drug susceptibility testing, IC50 > 20 uM was considered as the response of
tumor cells to the drug as resistant. The latest follow-up results showed that the P2 patient chose gemcitabine + paclitaxel adjuvant
therapy after surgery, and no tumor recurrence was found after surgery (Fig. 5C and D). The two kinds of organ models showed that
they were sensitive to gemcitabine. The P6 patient received adjuvant therapy with gemcitabine and cisplatin after surgery, but the
patient experienced tumor recurrence 4 months after surgery (Fig. 5F). The IC50 of cisplatin in the co-culture model was 109.4 pM,
indicating that the co-culture model may have a more accurate prediction of drug response. Gemcitabine and cisplatin drug sensitivity
dose curves for the other 3 patients are shown in Supplement 3.

We also explored the dose-response curves of the organoids resistant to the same drug in two models. The responses of P6 to 5-FU
and P8 to paclitaxel are shown in Fig. 6A and E, respectively. Although organoids in both models were insensitive to the drugs, cell
viability was significantly higher in the co-cultured group at the same dose. The dose-response curves to 5-FU and paclitaxel for the
other 3 patients are shown in Fig. 6B-D and Fig. 6F-H, respectively. According to the above results, regardless of whether the
organoids are sensitive to drugs or not, the addition of TAMs will make eCCA organoids have higher cell viability and resistance to
drugs.

3.5. TAMs promote eCCA organoids growth

In order to explore the influence of TAMs on tumor organoids, the medium selected in the co-culture system was the same as that in
the mono-culture system, and the frequency of culture medium replacement and passage were the same. After 14 days of organoids
culture, we measured the diameters of 3 random organoids formed in each well for both mono-culture and co-culture models (Fig. 7A).
Compared to mono-cultured organoids, organoids co-cultured with TAMs had significantly higher cell viability and significantly larger
diameters; the organoids with the largest diameter was co-cultured from patient 6 and reached nearly 600 pm. These results indicated
that TAMs promoted eCCA organoids formation (Fig. 7B and C). In order to explore the effect of tumor-associated macrophages on
cholangiocarcinoma during the co-culture process, we detected the cytokine concentration in the media of the mono-culture group and
the co-culture group. The results showed that the concentrations of IL-10, IL-13, IL-4, FGF, TGF-p, IL-6, VEGF, PDGF and IL-5 in the
medium of the co-culture group were significantly higher than those of the single culture group, while IL-12 was higher in the mono-
culture group(Supplement 5). Then, we used the PDOX model to explore the effect of TAMs on organoids tumor growth in vivo. Co-
transplantation of eCCA organoids with TAMs resulted in more significant tumors than mono-transplantation (Fig. 7D), and the tumors
of the co-transplantation group were larger in volume and significantly heavier in weight (Fig. 7E and F). To further verify the his-
topathological features of the organoids, H&E and immunohistochemical staining were performed (Fig. 7G and H). Immunohisto-
chemical results showed that CK7 and EPCAM expression was significantly higher in the co-transplantation group than the mono-
transplantation group. Therefore, these results suggested that TAMs promote organoid growth and influence the expression of
some markers of eCCA.

4. Discussion

Tumor organoids are tumor models in which tumor cells grow and form 3D structures on matrix glue or collagen matrix scaffolds. A
number of previous studies have confirmed that tumor organoids can retain the tissue structure characteristics and genetic spectrum of
source tumors, including colon, ovarian, gastric, and lung cancers, and they can accurately predict drug sensitivity to a certain extent,
which has potential value for clinical treatment [16-20]. However, current tumor organoid models are limited by their inability to
simulate tumor microenvironments, including the presence of immune cells or fibroblasts, which greatly limits their clinical appli-
cation. Current studies indicate two methods for preserving or reconstructing the tumor microenvironment using tumor organoid
models: first, collagenase use is avoided for tumor digestion and separation to preserve immune cells in the tumor tissue as much as
possible; second, immune cells from peripheral blood can be added for co-culture with organoids to restore the interactions between
immune cells and tumor cells and reconstruct the tumor immune microenvironment to a certain extent [13,21]. In this study, we
successfully established a tumor organoid model of co-culture with eCCA and TAMs derived from peripheral blood. We demonstrated
that this tumor model can reproduce inter-patient heterogeneity to a certain extent.

Cancer stem cells are self-renewing cell populations involved in tumor genesis, metastasis, and drug resistance [18]. Previous
studies have found co-localization of TAMs and cancer stem cell-related markers (CD44 or EPCAM) via immunostaining in CCA,
suggesting a potential association between the two [19]. In our study, we also found that EPCAM expression was higher in the
co-culture model. Although the underlying mechanism has not yet been studied, this provides new evidence for the interaction be-
tween TAMs and tumor stem cells in the tumor microenvironment. Recently, Hee et al. classified ICC patients into Small-Duct (SD) and
Large-Duct (LD) subtypes based on the expression of S1I00P, N-cadherin, and CD56 [20]. Such phenotypic heterogeneity may also exist
in the organoid model we established, and whether TAMs play a role in these histological features requires further future exploration.

Due to the lack of tumor microenvironment, some tumor organoids cannot fully reproduce the genetic characteristics of the original
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tumor [21]. We comprehensively analyzed the genetic profiles of the CCA cells in both models by exon sequencing and compared them
with the original tumors. The results showed that both models retained the basic genetic profiles of the original tumors. However, in
some samples, the co-culture of CCA organoids with TAMs yielded greater consistency than the mono-culture model, and the specific
mutation characteristics of the samples were preserved. We believe that the co-culture model captures intra- and inter-patient het-
erogeneity to some extent, which can not only improve model reducibility but also yield a research tool for examining the interactions
between TAMs and CCA cells. Future studies reconstructing the tumor organoid immune microenvironment still need to introduce
other cells into the tumor microenvironment and optimize the organoid medium components to better improve the precision of drug
sensitivity screening. A recent study found that tumor-associated fibroblasts in the tumor microenvironment promoted the growth of
liver tumor organoids, but the reducibility of the co-culture model was not verified [22].

Genomic heterogeneity exists in the tumors of CCA patients, which results in different chemotherapy responses. In addition, genetic
mutations within tumors often lead to the emergence of drug resistance. In our study, four common chemotherapy drugs were used for
screening. The results showed that no matter whether the organoids in the mono-culture model were sensitive to drugs or not, the
corresponding organoids co-cultured with TAMs were less sensitive, indicating that TAMs play a role in chemotherapy drug resistance
in the eCCA organoid model. Two organoids sensitive to gemcitabine and cisplatin were selected to construct the PDOX model, and the
drug sensitivity results confirmed the role of TAMs in treatment resistance. Previous studies have found that tumor-associated mac-
rophages are involved in bile duct cancer progression and gemcitabine resistance [23]. Combined with our previous studies, we believe
that the eCCA organoid model can predict chemotherapy responses to a certain extent, but tumor heterogeneity and drug resistance
development over time require longer follow-up verification [14]. At the same time, when constructing the co-culture model, we found
that TAMs could promote tumor organoid growth and shorten the organoid construction cycle. The co-culture model can be used to
summarize the effect of TAMs in promoting organoid growth and therapeutic resistance. However, the molecular mechanisms of these
effects remain to be determined.

Here, we successfully constructed an organoid model where TAMs and eCCA from the same patient are co-cultured, providing a
valuable research tool for the further optimization of tumor organoid models and examination of the interactions between TAMs and
eCCA. Notably, the lack of other immune cells and stromal cells weakens the impact of this study to some extent, but the drug
sensitivity results of the current model could begin to guide clinical drug use. In conclusion, more prospective multicenter data are
needed to validate our findings. Furthermore, introduction of additional tumor microenvironment components and optimization of the
culture medium are needed to advance the further development of tumor organoid models, which could have a potential role in
predicting drug responses in eCCA patients.

5. Conclusions

Currently, tumor organoids are widely used in drug screening, but the accuracy of drug sensitivity is limited by the lack of tumor
microenvironment in models. In this paper, monocytes from peripheral blood of patients were induced into tumor-associated mac-
rophages and co-cultured with extracellular cholangiocarcinoma organoids. It was confirmed that this co-culture model can better
capture intra - and inter-tumor heterogeneity, and it was found that tumor macrophages promoted tumor proliferation and chemo-
therapy resistance in the tumor microenvironment. Overall, our results suggest that this co-culture model is a promising preclinical
tumor model.
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