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A Review of Recent Advances in Cytopathology for  
Diagnosis of Hepato-Biliary Lesions

Introduction
Cytology has emerged as an important diagnostic modality 
for hepato-biliary lesions because of its minimally 
invasive, rapid turnaround time and cost-effective nature. 
This is useful for planning of management and hasten 
the therapy to prevent further complications. Image 
guided fine needle aspiration cytology (FNAC) is being 
increasingly used for diagnosis of inaccessible deep seated 
hepato-biliary lesions with collaboration of experienced 
radiologists and pathologists. The image guided systems 
may include percutaneous computed tomographic (CT), 
ultrasound guidance (USG) or more recently endoscopic 
ultrasound guidance (EUS) [1,2,3]. The adequate cytological 
material so obtained is interpreted in light of clinical and 
radiological findings leading to definite diagnosis. This is 
especially important in diagnosis of neoplastic pathology 
of liver, gall bladder or bile duct where biopsy is difficult 
and delayed diagnosis may lead to complications or even 
mortality. The Papanicolaou Society of Cytopathology 
(PSC) has also provided guidelines for the interpretation 
and reporting of cytologic specimens of pancreatico-
biliary lesions [4]. These guidelines address indications, 
techniques, terminology and nomenclature, ancillary 
studies, and post procedure management of these 
pancreatico-biliary lesions [4]. 

The advent of newer molecular diagnostic modalities 
like polymerase chain reaction (PCR), fluorescent in situ 
hybridization (FISH), immunochemistry or more recently 
circulating tumour cells and next generation sequencing 
(NGS) have not only led to precise diagnosis but are 
also helpful in targeted therapy and prognostication of 
tumour. Thus, for understanding the pathogenesis and 
precise diagnosis the morphological changes should 
be supported by molecular analysis for cytological 
diagnostic work up of hepatic biliary lesions. It has also 
been observed that cytological material may be more 
useful than formalin fixed paraffin sections for molecular 
analysis as degradation of nucleic acids is minimal [5]. 
It is also essential that each laboratory should validate 
minimal tumour cell percentage or cellularity to perform 
cytopathological molecular testing. It has been reported 
that >20% tumour cellularity are required for Sanger 
sequencing, >10% cellularity for PCR based assays and 
>5% tumour cellularity for next generation sequencing 
[5]. Recently, it has been reported that stained cytological 
smears can also be appropriately used for FISH analysis 
by simply destaining them in acid alcohol solution and 
thus leading to judicious use of cytological material. 
Thus the role of molecular diagnostic techniques in 
cytopathology especially in hepato- biliary neoplasms is 
promising.
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Cytology has emerged as an important diagnostic modality for hepato-biliary lesions because of its minimally invasive, rapid turnaround 
time and cost-effective nature. This is especially important in diagnosis of neoplastic pathology of liver, gall bladder or bile duct where 
biopsy is difficult and delayed diagnosis may lead to complications or even mortality.  The advent of newer molecular diagnostic modalities 
like polymerase chain reaction (PCR), fluorescent in situ hybridization (FISH), immunochemistry or more recently circulating tumour cells 
and next generation sequencing (NGS) have not only led to precise diagnosis but are also helpful in targeted therapy and prognostication 
of tumour. Cytology which is a minimally invasive technique can be judiciously used for advanced molecular analysis for diagnosis and 
management of hepato-biliary lesions. Awareness regarding the use of cytological samples for molecular analysis in hepato- biliary lesions 
is essential so that mutational changes may be easily determined without undergoing any invasive technique in these deep-seated lesions. 
It is also necessary that guidelines on molecular cytology should be chalked out so that uniform reporting is followed with maintenance of 
high-quality standards.
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Papanicolaou Society of Cytopathology 
guidelines for the interpretation and 
reporting of cytologic specimens of 
pancreaticobiliary lesions
Techniques for Cytologic Sampling of Pancreatic and 
Bile Duct Lesions
Brushing cytology is considered to be adequate technique 
for obtaining cytological material for diagnosis of these 
lesions. It has been reported that this technique yiels 
better results than bile aspiration alone and provides 
more accurate diagnosis than focal biopsy [6]. Endoscopic 
ultrasound and fine-needle aspiration (EUS-FNA) is now 
considered technique of choice for diagnosis of pancreatic 
malignancies.

Proposed Pancreatobiliary Terminology 
Classification Scheme 4

The Papanicolaou society has proposed cytological 
categories for diagnosis of pancreatico-biliary lesions 
which include six categories. They are non-diagnostic 
(category I), negative for malignancy (category II), 
atypical (category III), benign or other neoplasm 
(category IV), suspicious for malignancy (category V) 
and positive for malignancy (category VI) [4]. Category 
III is heterogenous category which include cases with 
reactive changes, low cellularity and dysplastic cells. 
The cellular morphology in this category show atypia 
which are more than reactive atypia but insufficient to 
call malignant or suspicious of malignancy. Category 
IVa which includes benign neoplasms includes serous 
cystadenoma of pancreas. The smears are cellular and 
representative of pancreatic benign neoplasms with 
or without clinico-radiological correlation. Category 
IVb is a controversial category which includes pre-
malignant (intraductal papillary mucinous neoplasm or 
mucinous cystic neoplasm) and low-grade malignant 
neoplasms of pancreas (solid pseudopapillary neoplasms 
or pancreatic neuroendocrine tumors). The rationale 
for this category is relatively conservative management 
of most of the lesions. Category V shows cytological 
smears which have strong suspicion for malignancy but 
the cytological material is either scant or qualitatively 
insufficient for a conclusive diagnosis of malignancy. It 
has been reported that risk of malignancy in such cases 
is 80-96% [7]. Category VI includes cases which frankly 
display malignant cytological features and includes 
ductal adenocarcinoma, cholangiocarcinoma, acinar cell 
carcinoma, high-grade neuroendocrine carcinoma (small 
cell and large cell), pancreatoblastoma, lymphomas, 
sarcomas, and metastases to the pancreas.

Selection of tissue specimen type for 
molecular Cytopathology
Before subjecting the tissue for molecular testing, it is 
essential to have knowledge of selection of cytopathological 
tissue for molecular analysis. The fresh aspirated cells 
from FNAC are better for DNA and RNA isolation while 
paraffin embedded cell blocks may degrade the RNA 
during processing and embedding and are thus not usually 
good for its isolation [5]. Therefore, cell blocks should 
be usually avoided if RNA has to isolated especially for 
hepatic infections molecular analysis. During preparation 
of cell blocks, prolonged fixation in formalin may cause 
damage in DNA leading to false mutational impression [8]. 
It is therefore recommended that formalin fixation should 
be less than 72 hours for optimal DNA extraction [9]. Freshly 
aspirated cells fixed in ethanol or methanol are considered 
best for preserving DNA and RNA with minimal nucleic 
acid changes [10]. It is also important to assess the cellularity 
of cytological material sent for molecular analysis in 
hepato-biliary lesions. In cases with low cellularity 
certain pre analytical and analytical target cell enrichment 
techniques may be used which include laser or manual 
micro dissection and reduce normal tissue component. 
Laser capture microdissection (LCM) isolates cells of 
interest by using laser which may be further subjected to 
molecular analysis. It has been judiciously used to study 
various liver diseases from DNA and RNA sequencing 
to mass spectrometry [11]. Nested PCR approach may also 
be used to enrich targeted nuclei acids and molecular 
diagnosis.

Molecular techniques applied for 
diagnosing hepato-biliary lesions
PCR based molecular assays
PCR which involves amplification of nucleic acids is an 
important diagnostic modality for not only infectious 
pathology in liver, gall bladder or bile duct but also to 
diagnose mutations in neoplasms. It is widely available and 
is comparatively cheap in comparison of other molecular 
techniques. In addition to classic PCR, other methods 
have also been used in cytological samples including real 
time PCR, high-resolution melting analysis (HRMA), 
restriction fragment length analysis (RFLP), COLD (co-
amplification at lower denaturation temperature)-PCR, 
scorpion amplification refractory mutation system (S/
ARMS), and peptide nucleic acid- locked PCR (PNA-LCA 
PCR) [5]. These modifications have increased sensitivity 
and specificity than classic PCR. Real time PCR also 
plays an important role in diagnosis of occult hepatitis B 
infection (OBI) which is defined as negative hepatitis B 
surface antigen, positive/negative anti-hepatitis B core 
antibody and hepatitis B virus (HBV) DNA detectable in 



Chandra et al. 	 R-3

www.pacificejournals.com/apalm eISSN: 2349-6983;  pISSN: 2394-6466

serum or liver tissue. Its pathogenesis is due to sG145R 
mutation in the HBsAg gene leading to low binding affinity 
to monoclonal antibody against HBsAg or interference 
with the splicing of S gene mRNA by substitution of 
G-to-A at position 458 of the surface gene leading to lack 
of HBsAg expression and low replication of HBV DNA 
[12]. Cayarga et al have observed in their study that fast real 
time PCR assay for hepatitis B virus DNA quantification 
has 100% specificity and may be used in diagnosing HBV 
infection and monitoring drug response [13]. HRMA is a 
rapid and cost-effective method that uses combination of 
real time PCR and evaluation of DNA melting curves to 
accurately detect mutations by comparing the patterns of 
obtained curves to preset curves from non-mutated sample 
[5]. It is a sensitive, multipurpose approach for diagnosis 
and epidemiological investigations of parasitic infections 
especially plasmodium, leishmania or other protozoa in 
liver or bile duct [14]. Apart from infections, PCR based 
methods are also useful in diagnosing the neoplasms and 
mutations for management of tumours of liver, gall bladder 
and bile duct. Mu et al developed a multiplex quantitative 
polymerase chain reaction (qPCR) assay for detection of 
long noncoding RNA in hepatocellular carcinoma (HCC) 
[15]. Multiplex mutational analysis which consists of primer 
sets targeting multiple genes is useful on cytological 
material. The DNA extracted from fresh cells obtained by 
FNA subjected to multiplex mutation analysis show results 
similar to frozen samples or higher than paraffin embedded 
tissue thus concluding that nucleic acids obtained from 
cytological samples are suitable for multiplex mutational 
analysis [5]. KRAS, p16INK 4A, TP53 mutations have been 
studied in gall bladder carcinoma using PCR-RFLP or 
other PCR based assays [16].

FISH based assays
It is the molecular technique which uses fluorescent labelled 
probes that binds or hybridises to the complimentary 
nucleic acid sequence in the tested sample leading to the 
diagnosis. It has been increasingly used in cytopathological 
specimens to detect chromosome number, amplifications, 
deletions, translocations and sequence of genes [17]. FGF19 
amplification which is considered to be responsible for 
hepatic carcinogenesis and poor prognosis of HCC is 
detected by FISH [18]. This method is also considered 
useful in imaging hepatitis B virus (HBV) nucleic acids 
in cell culture [19]. Apart from this, FISH may also play an 
important role in increasing sensitivity of brush cytology 
of diagnosing cholangiocarcinoma in indeterminate biliary 
strictures [20]. Kushnir et al have also concluded in their 
study that PCR based mutational profiling and FISH are 
complimentary molecular tests that can significantly 
increase detection of biliary malignancies when used in 

combination with routine cytology of standard biliary brush 
specimens [21]. However, important limitation of FISH is 
high cost and therefore may not be feasible in resource 
limited settings. In addition, it can detect only limited 
number of alterations that can be identified simultaneously.

Immunocytochemistry
It is also an important molecular diagnostic method 
which can be easily used on cytological material both on 
methanol fixed fresh FNAC smears or cell blocks. This is 
especially useful to differentiate hepatocellular carcinoma 
from metastatic carcinoma of unknown primary. Hep 
Par-1 and Arginase-1 have 85-95% specificity to confirm 
hepatocytic differentiation of the neoplasm while panel 
of immunochemical markers like Glypican 3, heat shock 
protein 70, beta catenin, CD34 may be used to differentiate 
hepatic adenoma, hyper plastic nodule or HCC [22]. Recently 
over expression of HER2neu have been observed in gall 
bladder adenocarcinoma and it has been considered that it 
may be explored as potential therapeutic target [23].

Circulating tumour cells (CTC)
CTC are the hall mark of liquid biopsy which analyses 
tumour cells from non-solid tissue such as blood or body 
fluids. In hepatobiliary neoplasms body fluids like ascitic 
fluid may be considered as an important tissue sample to 
analyze CTC. This novel biomarker has been considered 
to play an important role in early detection, treatment 
and prognostication of HCC [24]. It has been reported that 
aberrant promoter methylation in circulating tumour DNA 
may be evaluated as screening tool for HCC [24]. Liquid 
biopsy also has promising role in screening and detection 
of cholangiocarcinoma and bile miRNA have been studied 
for its diagnostic utility [25].

Next generation sequencing (NGS)
Next generation sequencing may be applied to cytological 
specimens for mutational profiling of many genes on 
different types of tumours. This technique may be helpful 
in targeted therapies against mutational alterations in HCC. 
Harding et al have concluded that linking NGS to routine 
clinical care in HCC has the potential to identify patients 
which are likely to benefit from standard systemic therapies 
or to genome-directed targeted therapies [26].

Although all the above-mentioned methods may be 
important for precise diagnosis, prognosis and management 
of hepato-biliary lesions on cytological samples but 
financial burden may limit their use especially in resource 
limiting settings. In addition, lack of uniform reporting 
guidelines on cytology and ethical issues especially on 
NGS should also be tackled so that interpretation and 
management bias may be avoided.
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Conclusion
Cytology which is a minimally invasive technique can 
be judiciously used for advanced molecular analysis for 
diagnosis and management of hepato-biliary lesions. 
The procured cytological samples are not only sufficient 
to determine the prognosis of neoplasms but may also 
be helpful for designing targeted therapies against them. 
Awareness regarding the use of cytological samples for 
molecular analysis in hepato- biliary lesions is essential so 
that mutational changes may be easily determined without 
undergoing any invasive technique in these deep-seated 
lesions. It is also necessary that guidelines on molecular 
cytology should be chalked out so that uniform reporting is 
followed with maintenance of high-quality standards.

References
1.	 Selhi PK, Singh Y, Jain S, Kaur H, Sood N. Diagnostic role 

of fine needle aspiration cytology (FNAC) in the evaluation 
of gall bladder lesions: an institutional experience. Diagn 
Cytopathol. 2020. [PMID: 32506819. 

2.	 Sheefa H, Lata J, Basharat M, Rumana M, Veena M. Utility 
of FNAC in Conjunction with Cell Block for Diagnosing 
Space-Occupying Lesion (SOL) of Liver with Emphasis on 
Differentiating Hepatocellular Carcinoma from Metastatic 
SOL: Analysis of 61 Cases. Oman Med J. 2016;31:135-41. 

3.	 Crinò SF, Larghi A, Bernardoni L, Parisi A, Frulloni L, 
Gabbrielli A, et al. Touch imprint cytology on endoscopic 
ultrasound fine-needle biopsy provides comparable sample 
quality and diagnostic yield to standard endoscopic 
ultrasound fine-needle aspiration specimens in the evaluation 
of solid pancreatic lesions. Cytopathology. 2019;30:179-
186. 

4.	 Pitman MB, Layfield LJ. Guidelines for pancreaticobiliary 
cytology from the Papanicolaou Society of Cytopathology: 
A review. Cancer Cytopathol. 2014;122:399-411.

5.	 Zhang S, Yang B. Development and validation of molecular 
testing on cytologic specimens. In: Yang B, Rao J. Molecular 
Cytopathology, Essentials in Cytopathology. Switzerland: 
Springer International Publishing, 2016: 1-16

6.	 Ung KA, Ljung A, Wågermark J, et al. Brush cytology is 
superior to biopsies obtained by a new device in bile duct 
strictures. Hepatogastroenterology. 2007; 54: 664- 668.

7.	 Layfield LJ, Schmidt RL, Hirschowitz SL, Olson MT, Ali 
SZ, Dodd LL. Significance of the diagnostic categories 
“atypical” and “suspicious for malignancy” in the cytologic 
diagnosis of solid pancreatic masses. Diagn Cytopathol. 
2014; 42: 292- 296.

8.	 Guyard A, Boyez A, Pujals A, Robe C, Tran Van Nhieu J, 
Allory Y, et al. DNA degrades during storage in formalin-
fixed and paraffin-embedded tissue blocks. Virchows Arch. 
2017;471:491-500. 

9.	 Bass BP, Engel KB, Greytak SR, Moore HM. A review 
of preanalytical factors affecting molecular, protein, 

and morphological analysis of formalin-fixed, paraffin-
embedded (FFPE) tissue: how well do you know your FFPE 
specimen? Arch Pathol Lab Med. 2014;138:1520-30.

10.	 Sotoudeh AM, Gharib A, Abolhasani M, Azari-Yam A, 
Hossieni GF, Safavi M, et al. Pre-analytical Practices in 
the Molecular Diagnostic Tests, A Concise Review. Iran J 
Pathol. 2021;16:1-19. 

11.	 Aguilar BB, Sancho BP. Laser capture microdissection: 
techniques and applications in liver diseases. Hepatol Int. 
2019;13:138-147. 

12.	 Makvandi M. Update on occult hepatitis B virus infection. 
World J Gastroenterol. 2016;22:8720-8734. 

13.	 Armas CA, Perea HY, González GYJ, Figueredo LJE, 
Valdivia ÁIY, Gómez CI, et al. Performance characteristics 
of a fast real-time PCR assay for hepatitis B virus DNA 
quantification. Biologicals. 2019;58:22-27. 

14.	 Mohammad RH, Pourhosseingholi MA, Yadegar A, 
Mirjalali H, Zali MR. High-resolution melt curve analysis: 
A real-time based multipurpose approach for diagnosis and 
epidemiological investigations of parasitic infections. Comp 
Immunol Microbiol Infect Dis. 2019;67:101364.

15.	 Mu X, Chen W, Shi J, Li X, Wang Y. Development of a 
GeXP-Based Multiplex RT-PCR Assay for Detection of 
Long Noncoding RNA in Hepatocellular Carcinoma. Lab 
Med. 2019;50:180-188.

16.	 Sharma A, Sharma KL, Gupta A, Yadav A, Kumar A. 
Gallbladder cancer epidemiology, pathogenesis and 
molecular genetics: Recent update. World J Gastroenterol. 
2017;23:3978-3998.

17.	 Monaco SE, Dacic S. Fluorescence in situ hybridization 
in cytopathology. In: Bui MM, Pantanowitz L: Modern 
Techniques in Cytopathology. Monogr Clin Cytol. Basel: 
Karger, 2020, 25:19–33

18.	 Kang HJ, Haq F, Sung CO, Choi J, Hong SM, Eo SH, et 
al. Characterization of Hepatocellular Carcinoma Patients 
with FGF19 Amplification Assessed by Fluorescence in 
situ Hybridization: A Large Cohort Study. Liver Cancer. 
2019;8:12-23.

19.	 Zhang X, Yue L, Zhang Z, Yuan Z. Establishment of a 
fluorescent in situ hybridization assay for imaging hepatitis 
B virus nucleic acids in cell culture models. Emerg Microbes 
Infect. 2017;6(11):e98. 

20.	 Liew ZH, Loh TJ, Lim TKH, Lim TH, Khor CJL, Mesenas 
SJ, et al. Role of fluorescence in situ hybridization in 
diagnosing cholangiocarcinoma in indeterminate biliary 
strictures. J Gastroenterol Hepatol. 2018;33:315-319. 

21.	 Kushnir VM, Mullady DK, Das K, Lang G, Hollander 
TG, Murad FM, et al. The diagnostic yield of malignancy 
comparing cytology, FISH, and molecular analysis of cell free 
cytology brush supernatant in patients with biliary strictures 
undergoing endoscopic retrograde cholangiography (ERC): 
A prospective Study. J Clin Gastroenterol. 2019;53:686-692. 

22.	 Vyas M, Jain D. A practical diagnostic approach to hepatic 
masses. Indian J Pathol Microbiol. 2018;61:2-17.



Chandra et al. R-5

www.pacificejournals.com/apalm eISSN: 2349-6983;  pISSN: 2394-6466

23. Jain P, Goyal S, Chauhan G, Majumdar K, Ali S, Sakhuja
P, et al. HER-2/neu over expression in gall bladder
adenocarcinoma: A quest for potential therapeutic target.
Indian J Pathol Microbiol. 2020;63:214-220.

24. Ye Q, Ling S, Zheng S, Xu X. Liquid biopsy in hepatocellular
carcinoma: circulating tumor cells and circulating tumor
DNA. Mol Cancer. 2019;18:114.

25. Banales JM, Marin JJG, Lamarca A, Rodrigues PM, Khan

SA, Roberts LR, et al. Cholangiocarcinoma 2020: the 
next horizon in mechanisms and management. Nat Rev 
Gastroenterol Hepatol. 2020;17:557-588. 

26. Harding JJ, Nandakumar S, Armenia J, Khalil DN, Albano
M, Ly M, et al. Prospective Genotyping of Hepatocellular
Carcinoma: Clinical Implications of Next-Generation
Sequencing for Matching Patients to Targeted and Immune
Therapies. Clin Cancer Res. 2019;25:2116-2126.

*Corresponding author:
Smita Chandra MD Professor, Department of Pathology, Himalayan Institute of Medical Sciences, Swami Ram Nagar, Doiwala, Dehradun-248140, 
Uttarakhand, India
Phone: +91 9411718455
Email: smita_harish@yahoo.com Date of Submission : 22/07/2021

Date of Final Revision : 30/11/2021 
Date of Acceptance : 09/12/2021 
Date of Publication : 30/12/2021Financial or other Competing Interests: None.


