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ABSTRACT 1 

Objectives: Cytomorphology is known to differ depending on the processing technique, and these 2 

differences pose a problem for automated diagnosis using deep learning. We examined the as-yet 3 

unclarified relationship between cell detection or classification using AI and the AutoSmear and LBC 4 

processing techniques. 5 

Methods: YOLOv5x was trained on the AutoSmear and LBC preparations of four cell lines, lung 6 

cancer (LC), cervical cancer (CC), malignant pleural mesothelioma (MM), and esophageal cancer 7 

(EC) cell lines. Detection and classification rates were used to evaluate the accuracy of cell detection. 8 

Results: When preparations of the same processing technique were used for training and detection in 9 

the one cell (1C) model, the AutoSmear model had a higher detection rate than the LBC model. When 10 

different processing techniques were used for training and detection, detection rates of LC and CC 11 

were significantly lower in the four cell (4C) model than in the 1C model, and those of MM and EC 12 

were approximately 10% lower in the 4C model. 13 

Conclusions: In AI-based cell detection and classification, attention should be paid to cells whose 14 

morphologies change significantly depending on the processing technique, further suggesting the 15 

creation of a training model. 16 
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KEY POINTS 17 

 Cytomorphology is known to differ depending on the processing technique, and these differences 18 

pose a problem for automated diagnosis using deep learning. 19 

 Accuracy of cell detection using deep learning is affected by the specimen processing technique, 20 

and its accuracy is reduced when different processing techniques are used for training and 21 

detection. 22 

 In AI-based cell detection and classification, cells whose morphologies change significantly 23 

depending on the processing technique should be observed, suggesting the creation of a training 24 

model. 25 
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INTRODUCTION 26 

With the success of deep learning and artificial intelligence (AI) in personal devices, social media, 27 

self-driving cars, and Go games,1 its utilization in the medical field is anticipated. In the pathological 28 

field, AI-based research has accelerated due to digitization and the widespread use of whole slide 29 

imaging.2,3 AI is a technology that allows computers to mimic human behavior or processes according 30 

to certain rules.4 In 1992, as a practical application of AI-based automated diagnosis in cytology, 31 

PAPNET™ (Neuromedical Systems Inc. (NSI®), Suffern, NY, USA) was approved for commercial 32 

use as the first automated screening system in the world. In 2004 and 2008, the ThinPrep Imaging 33 

System™ (HOLOGIC®, Marlborough, MA, USA) and Focal Point™ GS Imaging System (BD, 34 

Franklin Lakes, NJ, USA) were launched and continue to dominate the market today,5,6 however there 35 

is no utilization of this system except for in Papanicolaou tests. Previous automated diagnostic systems 36 

have detected atypical cells based on information such as cell size, staining, and human-defined 37 

algorithms.7 The complexity of such information hinders the use of automated diagnostic systems for 38 

other cytological fields, suggesting a need for deep learning applications. 39 

AI includes both machine learning and deep learning. Machine learning techniques allow a 40 

computer to “learn” from data without being the need for explicit programming.4 Deep learning 41 

extrapolates the idea of machine learning by allowing algorithms to train themselves by exposing 42 

neural networks to large quantities of data.4,8 Convolutional neural networks (CNN) are mainly utilized 43 
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in pathological deep learning studies7 and have a strength in complex image interpretation. Algorithms 44 

using CNN locate multiple objects in an image. R-CNN (Region-based CNNs), fast R-CNN, single-45 

shot multibox detector (SSD), and YOLO (You Only Look Once) are known as object detection 46 

algorithms. While most of these algorithms often include two steps of extracting candidate areas where 47 

objects exist from images and classifying what kind of objects they are,9 YOLO can achieve region 48 

estimation and classification simultaneously; therefore, its processing speed is very high. Furthermore, 49 

YOLO rarely falsely detects the background as an object and has a high classification ability.10 50 

Cytopathological AI research also uses YOLO.11,12 51 

 Along with advances in automated diagnostic systems, liquid-based cytology (LBC) was 52 

developed in the 1990s. Conventional smears have adversely affected the evaluation of 53 

cytomorphology due to cell-to-cell overlaps and accumulation of non-cellular materials. LBC has been 54 

shown to solve this problem as well as improve the time and accuracy of manual screening.6 The 55 

number of clinical laboratories using LBC is increasing, and LBC has emerged as a preferred 56 

alternative for cytologic specimens along with conventional smear and cytocentrifugation-based 57 

methods. Cytologic morphology is known to differ depending on the processing techniques and the 58 

LBC preservative solutions.13 Recently, this difference in cytologic form is regarded as a problem of 59 

automated diagnosis using deep learning.4,13,14 Previous AI studies have been small-scale and limited 60 

in the processing technique and the specimen type, where differences among laboratories were not 61 
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considered; therefore, the generalization of deep learning models was insufficient.4,15,16–18 For 62 

cytopathologists, the difference among the processing techniques does not affect the diagnosis,19 63 

however for AI cytology, differences among the LBC preservative solutions affects the accuracy of 64 

cell detection.14 Laboratory cytologic techniques include smears, cytocentrifugation-based methods, 65 

aspiration cytology, and staining methods such as Papanicolaou and Giemsa stain. These methods may 66 

also affect AI cell detection. In this study, we used cell lines to clarify differences in cytologic form 67 

and to eliminate biases associated with clinical samples; furthermore, although it lacks clinical 68 

applications, we examined the relationship between cell detection or cell classification by AI and 69 

processing techniques, which has not been clarified thus far. 70 

 71 

MATERIAL AND METHOD 72 

Image dataset preparation 73 

Cytological preparations were obtained from cultured A549 human lung cancer cell line (LC; RIKEN 74 

Cell Bank, Tsukuba, Japan), HeLa human cervical cancer cell line (CC; RIKEN Cell Bank), ACC-75 

MESO-1 human malignant pleural mesothelioma cell line (MM; RIKEN Cell Bank)20, and KYSE30 76 

human esophageal cancer cell line (EC; JCRB Cell Bank, Kanagawa, Japan)21. Cell samples were 77 

centrifuged at 600 × g for 5 min and divided into equal parts to prepare the cytocentrifugation-based 78 

preparation (AutoSmear; Sakura Finetek Japan Co., Tokyo, Japan), which is the same principle as 79 
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cytospin, or LBC preparation using the SurePath manual method. The AutoSmear preparation was 80 

centrifuged at 264 × g for 2 min, fixed overnight in 95% ethanol, and stained with Papanicolaou. The 81 

SurePath manual method was performed as follows: 5 mL CytoRich™ Red (Becton, Dickinson and 82 

Company, Franklin Lakes, NJ, USA) was added to the cell sediment and allowed to stand for 1 h. After 83 

centrifugation at 600 × g for 10 min, 6 mL distilled water was added to the cell sediment and mixed. 84 

After centrifugation at 600 × g for 5 min, the supernatant was removed, and 1.8 mL of distilled water 85 

was added to the sediment and mixed. This solution (300 μL) was dispensed into settling chambers 86 

adapted for BD SurePath™ PreCoat slides and allowed to stand for 10 min. The settling chambers 87 

were then inverted to discard the supernatant, and the interior of the chambers was washed with 100% 88 

ethanol. The settling chambers were inverted again, then removed, and the glass preparations were 89 

fixed overnight in 95% ethanol. Prepared specimens were stained with Papanicolaou stain. 90 

Cytological images were obtained with Basler USB3 Vision (Basler AG, Ahrensburg, 91 

Germany) at 400 × magnification and collected in a 2,592 × 1,944 pixels JPEG format. Images for 92 

training, validation, and test sets were obtained consecutively from the same slide without overlapping 93 

fields, and no image selection was performed. Images of 1,991 cells were prepared for each cell type, 94 

1,440 of which were annotated using the open-source graphical annotation tool labelImg (ver. 1.8.6). 95 

Out-of-focus, degenerated, and mitotic cells were excluded. 96 

The created training models were: one cell (1C) and four cell (4C) model, in which only one 97 
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type of cell line and four types of cell lines were trained, respectively. Details of the models created 98 

for each cell type are listed in Table 1. For the 1C model, a training model was created with 900 cells 99 

as the training set and 540 cells as the validation set. The 4C model consists of 3,600 cells for the 100 

training sets and 2,160 cells for the validation sets, which combine the four types of cell lines used for 101 

1C model creation. 102 

 103 

Network Architecture 104 

The object detection algorithm YOLOv5 was used for deep learning. The workstation environment 105 

consisted of Windows 10 software (Microsoft, Redmond, WA, USA), Intel Core i9-11900K central 106 

processing unit (Intel, Santa Clara, CA, USA), graphics processing unit NVIDIA RTX 3080 (10GB; 107 

NVIDIA, Santa Clara, CA, USA), and 64GB of memory. The training conditions were as follows. 108 

YOLOv5 architecture: YOLOv5x 109 

Image size: 640 pixels per inch 110 

Confidence scores: 0.25 (standard value of YOLOv5) 111 

Batch size: 1, 2, 4, 8 112 

In each preparation, four different batch sizes were trained 10 times, and the model with the highest 113 

F₁-score from the 40 models was used for this study. F₁-score is the following equations: 114 

F1 =
2 × Precision × Recall

Precision + Recall
 115 
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Data augmentation, such as vertical and horizontal mirroring, displacement, rotation, and filtering, 116 

was not performed in this study. 117 

In the detection, the recognition of a region as the precise location and the appropriate cell 118 

type was considered correct, and a detection other than correct was considered incorrect. The detection 119 

and classification rates were evaluated by using the following equations: 120 

Detection rate =
Correct

Total number of cells
× 100 121 

Classification rate =
Correct

Correct + Incorrect
× 100 122 

Statistically significant differences in the detection and classification rates were calculated using 123 

Ryan’s method, which examines significant differences in the proportion of the population among 124 

three or more groups, where p < 0.01 was considered significant. Statistical analyses were performed 125 

using the StatFlex software (version 6.0; Artech Co., Ltd., Osaka, Japan). 126 

 127 

RESULT 128 

Comparison of cytomorphological analysis 129 

The cytological findings for the four cell lines are represented in figure 1. In all cell types, the 130 

AutoSmear preparation showed numerous anisocytosis, flat cells, and clear intranuclear structures. 131 

Conversely, the LBC preparation revealed three-dimensional cells with rounded edges, and the 132 

nuclear-cytoplasmic boundaries and intranuclear structures were unclear. 133 
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 134 

1C models 135 

When preparations using the same processing technique were used for both training and detection in 136 

the 1C model, the detection rates differed for the different cell lines, and that of LC was lower than 137 

that of the other cell lines (p < 0.01) (Figure 2). The models created using the AutoSmear preparation 138 

(auto-model) had higher detection rates than those created using the LBC preparation (LBC-model), 139 

with a significant difference in the CC, MM, and EC (p < 0.01). 140 

 141 

4C models 142 

The results of the LCME-Auto model, used for training the four types of cell lines with AutoSmear 143 

preparations, and the LCME-LBC model, used for training the four types of cell lines with LBC 144 

preparations, are shown in Tables 2 and 3, respectively. The classification rates of the LCME-Auto 145 

and LCME-LBC models were 99.6% and 92.8%, respectively. The LCME-Auto model’s classification 146 

rates were over 99% for all types of cell lines, and the LCME-LBC model’s rates were 80.9–100% 147 

depending on the type of cell line. The detection rates of the LCME-Auto model were higher than 148 

those of the LCME-LBC model for all the cell lines (p < 0.01). 149 

 Comparative analysis of the detection rates of the 1C and 4C models, when different 150 

processing techniques were used for training and detecting preparation, revealed that the detection 151 
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rates of LC and CC were significantly lower in the 4C model than that in the 1C model, and those of 152 

MM and EC were approximately 10% lower in the 4C model (Figure 3). 153 

 154 

DISCUSSION 155 

 The SurePath method is a specimen-processing technique based on the density gradient, 156 

wherein cytological forms are characterized in three-dimensions and there are fewer anisocytosis 157 

forms. The cytocentrifugation-based method includes flat cells, anisocytosis, and various cytological 158 

forms differentiated by centrifugal force. Using four types of cell lines, cytologic forms in the LBC 159 

preparation were small, three-dimensional, and round with a deeper depth of focus and indistinct 160 

nucleocytoplasmic boundaries. Conversely, AutoSmear preparations presented a clear boundary 161 

between nucleus-cytoplasm, and nucleochromatin and nucleoli were observed in detail. Moreover, 162 

there was abundant anisocytosis in the AutoSmear preparation. AutoSmear preparations have been 163 

reported to possess a larger cytoplasmic and nuclear area than that in the LBC preparation, and 164 

anisocytosis and anisokaryosis are frequently seen.13 The cytologic form of the four types of cell lines 165 

were the same as previously reported. 166 

 Recently, automated diagnosis using deep learning has been actively studied.11,22,23 Nambu 167 

et al. developed a system that detects atypical cells in cervical cytology samples and classifies them 168 

using the Bethesda system. This system is a two-step algorithm based on two different deep learning 169 
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algorithms.11 Teramoto et al. studied the automated classification of lung cancer from cytological 170 

images using deep convolutional neural network (DCNN), and reported that the classification accuracy 171 

was 71%, which is equivalent to pathologists.23 However, most studies have used specimens collected 172 

from a limited number of laboratories, and there are concerns about generalizing the developed AI 173 

algorithms.4,6 In this study, we focused on specimen processing techniques that differ between 174 

laboratories, and examined the cytologic form in the AutoSmear and LBC preparations, and accuracies 175 

of cell detection and classification by deep learning model. The effects of the specimen processing 176 

technique on cell detection and classification were also clarified. 177 

 In the 1C model, the detection rates, when the same processing techniques were used for 178 

training and detection, were higher in the auto-models than the LBC-models in all types of cell lines. 179 

In machine learning for digital pathology, if various colors and cytological forms of the target cells are 180 

trained, the robustness of the model is increased because of striking cell characteristics.11,24 As a result, 181 

it is considered that the detection rates of the auto-models were high because of the variety of 182 

cytological forms on the preparation and clear cytological findings. In this study, differences in 183 

detection rates were observed not only among the preparation processing techniques but also among 184 

the types of cell lines. Although the detection rate of LC was significantly lower than that of other cell 185 

lines, there was no remarkable difference in the LC cytological form compared to that of the other cell 186 

lines. However, LC preparations present various cytologic forms. In this study, 1,440 cells were used 187 
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to create a deep learning model, and the number of training cells may be insufficient to train these 188 

forms. 189 

 In cell detection using a deep learning model, the relationship between the cytologic forms, 190 

which is affected by the LBC preservative solution, has been clarified.14 When the LBC preservative 191 

solutions for the training and detection differ, the detection rate is lower, and the accuracy of cell 192 

detection using the deep learning model is affected by differences in the cytologic forms. Our results 193 

also showed low detection rates when different processing techniques were used for training and 194 

detection, and the detection rates of the auto-model and LBC-model decreased 1.5–20.8% and 13.8–195 

14.7%, respectively. In deep learning, there is a significant loss of accuracy if the network is trained 196 

on a dataset containing images processed differently than the test set results.16 Furthermore, if an 197 

algorithm with low bias, high generality, and high accuracy is to be created, it should be trained on a 198 

dataset from different resources.14,16,25,26 Therefore, combining the two preparation techniques may 199 

improve the accuracy of AI cell detection. 200 

 In the 4C model, when the specimen prepared using the same processing technique was used 201 

for training and detection, the classification rates were over 90%, and slight differences in the cytologic 202 

forms could be recognized. In the detection rates of 4C models, 67.7% for the LCME-LBC model was 203 

significantly lower than 91.5% for the LCME-Auto model. This may be attributed to the cytological 204 

forms of the LBC preparations that have no variety, similar to the 1C model. LBC technology enables 205 
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the standardization of cytological preparation, but the cytologic form become smaller and 206 

rounder.13,27,28 The cytoplasm of LBC specimens are 63–75% smaller than that of AutoSmear 207 

specimens in the mathematical analysis.13 As LBC is now used in many laboratories, the possibility of 208 

cytomorphological changes reducing the accuracy of AI cell detection and classification may impede 209 

the development of AI cytology. Wu et al. attempted to classify ovarian cancer into four types: serous, 210 

mucinous, endometrioid, and clear cell carcinoma using the DCNN algorithm, and reported that many 211 

misclassified cells displayed a common feature lacking cytological characteristics.24 In another study, 212 

cervical cancer was classified into three types: keratinizing squamous, non-keratinizing squamous, 213 

and basaloid squamous using DCNN, and concluded that most correctly classified images had a certain 214 

number of cells with notable pathological features, such as cell morphology, tissue color, and cell 215 

distribution, while misclassified images had poor features.29 This study also suggested that AI models 216 

can easily distinguish cell types using characteristic cytologic form. 217 

 The detection rates were markedly lower for LC and CC when the different processing 218 

techniques were used for training and detection. This is probably because the cytomorphology of LC 219 

and CC differed significantly between the AutoSmear and LBC preparations. The AutoSmear 220 

preparation of LC was characterized by large, thin, pale cytoplasm and irregular cell edges, whereas 221 

the LBC preparation had small and more three-dimensional nuclei and cytoplasm. These differences 222 

in morphological characteristics appear to be the cause of the significantly reduced accuracy of cell 223 
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discrimination. In addition to the preparation technique, stain/color are also known to affect supervised 224 

algorithm performance to a considerable extent.16 Thus, it is necessary to understand that algorithm 225 

performance is affected by many factors, and the standardization of preparation technique and staining 226 

are major challenges in AI cytology. 227 

Ozturk et al. developed a deep learning model called COVID Net model and compared a 228 

three-class classification of COVID-19 pneumonia, pneumonia, and no findings with a binary 229 

classification of COVID-19 pneumonia and no findings, where they reported that the accuracy of 230 

binary classification was superior to that of three-class classification.30 In our study, the 1C model is 231 

a binary classification of cell or non-cell, while the 4C model is four-class classification. Therefore, 232 

the detection rate of the 4C model was significantly reduced, because it was necessary to extract the 233 

characteristics of each cell type. In contrast, the detection rates of MM and EC showed no significant 234 

differences between the 1C and 4C models. This suggests that the cytomorphological changes in MM 235 

and EC are slight due to the type of processing technique used, indicating that the degree of change in 236 

morphology varies according to the type of cell line. However, numerous cell types (e.g., normal cells, 237 

malignant cells, and non-cellular elements) must be classified for practical applicability in clinical 238 

cytology. A two-step algorithm has also been developed,11 as accuracy decreases as more cell types 239 

are classified.30 Task-specific algorithms, such as those that only detect malignant cells, those that 240 

detect non-cellular components, and those that differentiate specific cells, may be needed to implement 241 
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AI cytology. 242 

Although AI cell detection depends on the cell type, the accuracy of cell detection using 243 

deep learning is affected by the specimen processing technique, and its accuracy is reduced when 244 

different processing techniques are used for training and detection. Additionally, as the number of cell 245 

types used to train the model increases, the detection rate decreases significantly. In the cell detection 246 

and classification using a deep learning model, attention should be paid to cells whose cytological 247 

form changes depending on the processing technique, and the processing technique for creating the 248 

training model should be considered.  249 
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FIGURE LEGENDS 250 

Fig. 1. Cytological features of four types of cell line. 251 

Upper panels show the AutoSmear preparation and lower panels show the LBC preparation 252 

(Papanicolaou stain, ×1,000). LC, lung cancer cell line; CC, cervical cancer cell line; MM, malignant 253 

pleural mesothelioma cell line; EC, esophageal cancer cell line; LBC, liquid-based cytology. 254 

 255 

Fig. 2. Detection rates of the one cell model. 256 

When the same processing technique preparations were used for training and detection, the detection 257 

rates of the AutoSmear models were higher than those of the LBC model for all types of cell lines, and 258 

there was a significant difference between the CC, MM, and EC (p < 0.01). LC had a lower detection 259 

rate than the other cell lines (p < 0.01). LC, lung cancer cell line; CC, cervical cancer cell line; MM, 260 

malignant pleural mesothelioma cell line; EC, esophageal cancer cell line; LBC, liquid-based cytology. 261 

 262 

Fig. 3. Comparison of detection rates of the one-cell and four-cell models. 263 

When different processing techniques were used for training and detection, the detection rates of LC 264 

and CC were significantly lower in the 4C model, whereas those of MM and EC tended to be 265 

approximately 10% lower in the 4C model. LC, lung cancer cell line; CC, cervical cancer cell line; 266 

MM, malignant pleural mesothelioma cell line; EC, esophageal cancer cell line; LBC, liquid-based 267 
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cytology; 1C, one cell; 4C, four cell.  268 
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cell line preparation epoch mAP F₁-score

LC-Auto A549 AutoSmear 418 0.843 0.827
LC-LBC A549 LBC 364 0.800 0.794
CC-Auto HeLa AutoSmear 340 0.833 0.841
CC-LBC HeLa LBC 332 0.602 0.844
MM-Auto ACC-MESO-1 AutoSmear 511 0.782 0.802
MM-LBC ACC-MESO-1 LBC 223 0.871 0.644
EC-Auto KYSE30 AutoSmear 435 0.894 0.911
EC-LBC KYSE30 LBC 220 0.832 0.827

LCME-Auto A549, HeLa, ACC-MESO-1, KYSE30 AutoSmear 460 0.848 0.854
LCME-LBC A549, HeLa, ACC-MESO-1, KYSE30 LBC 249 0.735 0.746

Table 1. Deep Learning datasets and model metrics.
model

one cell model

LC, lung cancer cell line; CC, cervical cancer cell line; MM, malignant pleural mesothelioma cell line; EC, esophageal
cancer cell line; Auto, AutoSmear; LBC, liquid-based cytology; mAP, mean average precision

four cell model



Model
Preparation
  Training
  Detection
Cell line LC CC MM EC

LC 440 0 3 0 79.9 (440/551) 99.3 (440/443)
CC 0 506 0 1 91.8 (506/551) 99.8 (506/507)
MM 4 0 525 0 95.3 (525/551) 99.2 (525/529)
EC 0 0 0 546 99.1 (546/551) 100.0 (546/546)

91.5 (2017/2204) 99.6 (2017/2025)

Table 2. Detection and classification rate of four cell AutoSmear model.

AutoSmear

TRUE

total
LC, lung cancer cell line; CC, cervical cancer cell line; MM, malignant pleural mesothelioma cell line; EC, esophageal
cancer cell line; Auto, AutoSmear

LCME-Auto

Detection rate (%) Classification rate (%)AutoSmear



Model
Preparation
  Training
  Detection
Cell line LC CC MM EC

LC 294 0 22 0 53.4 (294/551) 93.0 (294/316)
CC 0 338 80 0 61.3 (338/551) 80.9 (338/418)
MM 0 0 374 0 67.9 (374/551) 100.0 (374/374)
EC 0 12 2 486 88.2 (486/551) 97.2 (486/500)

67.7 (1492/2204) 92.8 (1492/1608)

TRUE

total
LC, lung cancer cell line; CC, cervical cancer cell line; MM, malignant pleural mesothelioma cell line; EC, esophageal
cancer cell line; LBC, liquid-based cytology

Table 3. Detection and classification rate of four cell LBC model.
LCME-LBC

Detection rate (%) Classification rate (%)LBC
LBC








