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Abstract

:

Obeticholic acid (OCA) improves cholestasis and is generally well tolerated in patients with primary biliary cholangitis (PBC) not responding, or intolerant, to ursodeoxycholic acid (UDCA). As PBC is mainly a cholestatic disorder, less attention is paid to aminotransferase behavior in the course of treatment. In this study we evaluated, in clinical practice, the efficacy of OCA treatment on both alkaline phosphatase (ALP) and alanine aminotransferase (ALT) using updated healthy ranges for aminotransferases. Fifteen PBC patients, non-responders to UDCA, were evaluated at baseline and during OCA treatment with serial measurement of cholestasis indexes and ALT, that were also assessed using updated normal ranges (<30 IU/L in males, <19 IU/L in females). Median ALP and ALT decreased from 2.16 to 1.27 × upper limit of normal (p = 0.003) and from 0.93 to 0.78 × upper limit of normal (p = 0.008), respectively, in the course of OCA treatment. At treatment day-15, median ALT decreased by 29.7% and ALP by 8.8%. Bilirubin and albumin were unmodified throughout treatment. Using updated normal ranges, ALT levels were normal in 6.7% of patients at baseline and in 33.3% of patients at 18 months of treatment. OCA treatment improves cholestasis and, also, indexes of hepatocyte necrosis, with a decline in necro-inflammatory activity even predating the improvement in cholestasis. Use of recalibrated healthy ranges for aminotransferases might be a useful tool to assess hepatic histological activity and its improvement with OCA treatment.






Keywords:


treatment; outcome; alanine aminotransferase; alkaline phosphatase; real-life












1. Introduction


Primary biliary cholangitis (PBC) is a rare autoimmune cholestatic liver disease, whose prevalence varies between 1.91 and 40.2 on 100,000 people and whose incidence is between 0.3 and 5.8 on 100,000 cases per year, with highest figures observed in Northern Europe and Northern America [1]. PBC tends to affect middle-aged women, who often have comorbid autoimmune diseases, and its course is generally mild to moderate, with a slow progression to more advanced forms of liver disease in most cases, although it may also evolve to cirrhosis and end-stage liver disease, eventually leading to liver transplantation [1,2,3].



Prognostic assessment is essential, and adequate risk stratification is critical, for the management of patients with PBC [4,5]. Several models such as the UK-PBC and GLOBE scores have recently been proposed, and validated, to assess the prognosis of PBC patients both at diagnosis and in the course of treatment [6,7,8]. Indeed, treatment of PBC is based on the chronic administration of ursodeoxycholic acid (UDCA), and improvement or normalization of biochemical indexes of cholestasis is currently considered an end-point of treatment, mainly due to the slow progression of disease and therefore to the unfeasibility of using harder end-points such as death and occurrence of liver transplantation, and to the close association between these clinical endpoints and the lack of biochemical response to treatment [9,10]. If UDCA treatment is started during the early stages of the disease the drug is able to ensure a life expectancy similar to the general population [1,2,4,5]. However, after one year of UDCA therapy, up to 40% of patients may not respond to treatment, according to international response criteria which take into account biochemical parameters—alkaline phosphatase (ALP) and total bilirubin [9,10]. In patients who do not obtain a response to UDCA, the administration of obeticholic acid (OCA) has been shown to successfully decrease cholestasis indexes over one year of treatment, and to be generally well tolerated [10,11]. Thus, for these patients OCA is the only therapeutic option currently available in clinical practice, and there are published data of real-world effectiveness of OCA replicating those of the pivotal studies, thus enhancing the confidence in the efficacy of the drug outside clinical trials [12,13]. In detail, these studies have shown that OCA is able to determine a decrease in ALP in a proportion of patients similar to the one reported in the registration study, and that OCA-treated patients also show a significant decrease in indexes of liver necro-inflammatory activity such as aminotransferases [12,13].



Indeed, PBC is mainly a cholestatic disorder and aminotransferases are seldom elevated in these patients—although portal and periportal inflammation are also pathological features of the disease—and less attention is often paid to biochemical indexes of hepatocellular damage behavior in the course of treatment [14]. Monitoring aminotransferases during treatment might provide a more in-depth reflex of hepatic histological activity and of its improvement with therapy, and use of recalibrated healthy ranges for aminotransferases can be a suitable tool to explore the occurrence of these modifications [15,16].



Therefore, in our study we sought to assess the efficacy and tolerability of OCA in a group of patients with PBC not responsive to UDCA who were treated in clinical practice. In particular, we evaluated the efficacy not on the common parameters of cholestasis alone, but also on indexes of hepatic cytolytic activity such as aminotransferases, using updated definition of healthy ranges, and markers of immune activation such as immunoglobulin M.




2. Patients and Methods


2.1. Participants and Follow-Up


We included in this study, among patients with PBC followed at our Unit, those eligible for a second-line treatment with OCA according to the indications set forth by the Italian Medicines Agency (Agenzia Italiana del Farmaco, AIFA) when the drug was made available in Italy in 2017 [17]. Briefly, OCA was indicated for patients on stable UDCA treatment for at least 12 months and showing an ALP ≥1.5 times the upper limit of normal (ULN), or who were intolerant to UDCA after at least a period of 3 months of treatment [17]. According to these criteria, in the period November 2018–June 2020 we identified 18 patients who were candidate to treatment with OCA, and among them 15 patients accepted OCA treatment, thus representing this study cohort. In these patients the diagnosis of PBC had previously been made according to serum anti-mitochondrion antibody (AMA) positivity and liver histological findings in 14 patients, and on the basis of AMA positivity in the presence of compatible biochemical and clinical evidence in the remaining patient. Concomitant causes of chronic liver disease such as viral hepatitis infection, alcohol abuse, and non-alcoholic liver disease had been ruled out by means of appropriate clinical and serological work-up, and on the basis of histological findings.



The flow of patients within the study is reported in Figure 1.



Before OCA treatment, all patients underwent biochemical blood and instrumental work-up that provided an initial evaluation of the degree of the disease: aminotransferase, cholestasis indexes, total bilirubin, serum albumin, platelet count, and abdominal ultrasonography with bi-polar measurement of the spleen. Liver stiffness was assessed at baseline in all patients by means of transient elastography, and a stiffness ≥16.9 kPa was deemed diagnostic for liver cirrhosis [10]. Historical histological evaluation, when available, was retrieved from records; histological findings were scored according to Ludwig et al. [18].



All patients, in addition to treatment with UDCA (15 mg/kg daily), received OCA at the initial dose of 5 mg daily; the dose was adjusted to 5–10 mg every other day after one year of treatment, and subsequently increased to 10 mg daily in the case of a partial response to the initial dose, although on the basis of the physician in charge of patients management dose adjustment was adapted to the clinical context on a case-by-case basis.



Serum biochemistry evaluation was repeated after 15 days, 1, 3, 6, 9, 12, 15, and 18 months from the beginning of OCA treatment so as to assess safety and efficacy of the drug. Surveillance for oesophageal varices and for hepatocellular carcinoma were carried out according to guidelines [19,20].



Being this an observational study, the patients included were treated, and followed-up, on the basis of the current standard of care in clinical practice. Drugs were prescribed according to the indications of AIFA, and patients were monitored without any additional test or visit required for the sake of the study alone. Informed consent for data collection and treatment was requested for each patient. According to local rules, the local Ethical Committee was notified of the study, and data regarding study protocol, data acquisition, and copy of the informed consent were provided.




2.2. Outcomes


We evaluated changes in serum ALP and aminotransferase levels over the duration of OCA therapy, and the proportion of patients who achieved an ALP level ≤ULN. Furthermore, alanine aminotransferase (ALT) levels were assessed both at baseline and in the course of treatment using updated healthy ranges (i.e., <30 IU/L in males and <19 IU/L in females) according to Prati et al. [15]. Furthermore, we assessed the course of total bilirubin, serum albumin, and modifications in serum IgM levels. Treatment discontinuation rate and reasons for discontinuation were also recorded.




2.3. Statistical Analysis


Continuous data are reported as median and 95% confidence interval (95%CI) for the median, and categorical data are shown as number and percentage. Data comparison was carried out using the Wilcoxon test for paired samples, while Friedman analysis of variance with internal comparisons was used to assess repeated measurement of ALP levels. Level of significance was set at p < 0.05 for a two-tailed test.





3. Results


3.1. Baseline Patients Characteristics


Table 1 shows the baseline demographics and biochemical characteristics of the 15 patients included in this study. Median liver stiffness was 7.3 kPa (95%CI, 5.3–11.1 kPa) and 1 patient (6.7%) had a baseline liver stiffness ≥16.9 kPa. No patient was affected by hepatocellular carcinoma and only 1 (6.7%) presented an overlap PBC-autoimmune hepatitis. Fourteen patients had previously undergone a liver biopsy, a median of 9.5 years before the beginning of OCA treatment (95%CI, 3.5–21.5 years), whose results were compatible with stage II in 5 patients (35.7%), stage III in 7 patients (50.0%), and stage IV in 2 patients (14.3%).



Before starting OCA treatment, all patients were in therapy with UDCA for a median of 108 months (CI95%, 12–336 months) and their median ALP was 2.16 × ULN while median ALT was 0.93 × ULN, and median bilirubin was 0.48 × ULN.



At baseline, the median estimated probability of liver transplantation-free survival calculated according to the GLOBE score was 96.8%, 94.3%, 85.3%, and 75.2% at 3, 5, 10, and 15 years, respectively.




3.2. OCA Treatment and Changes in Biochemical Parameters


Median treatment duration was 72 weeks (95%CI, 22–72 weeks), and more in detail 13 patients (86.7%) were treated for at least 4 weeks, 12 patients (80.0%) for 6 months, 10 patients (67.0%) for 12 months, and 9 patients (60.0%) for 18 months, including those who dropped out due to intolerance (2 patients dropped out after 15 days, one after 5 months, and one after 6 months).



Median ALP decreased from a baseline of 2.16 × ULN to 1.47 × ULN at 12-month treatment, and further decreased to 1.27 × ULN at the end of follow-up, with initial median values of 264 U/L that decreased to 180 U/L at 12 months of treatment, and at 155 U/L at the end of follow-up (Figure 2A, p = 0.003), with a significant decrease beginning at day 15 (p = 0.005) that was maintained at each evaluation time-point in the course of follow-up. At the 6-month treatment, the rate of ALP normalization was 9.1% (1/11 patients), and at 18 months was 22.2% (2/9 patients). Evaluation of AP behavior after exclusion of patients who normalized AP levels throughout the study showed that the decrease was still statistically significant (p = 0.032).



The behavior of median ALT levels throughout the study is shown in Figure 2B: we observed a decrease in median ALT levels that began as early as 15 days after starting OCA treatment (baseline, 37 U/L, 95%CI: 25–65 U/L; day 15, 26U/L, 95%CI: 22–46 U/L; p = 0.007) and was maintained throughout treatment: in particular, ALT levels were 0.93 × ULN before treatment and decreased to 0.78 × ULN at 18 months (p = 0.008).



These results were consistent even after the analyses were repeated excluding the patient with the baseline highest ALT level (i.e., 114 U/L).



In the 9 patients who had the longest follow-up we observed a correlation between the decrease in AP and ALT levels that was close to statistical significance (r = 0.617; p = 0.077).



In the 9 patients who had at least 18-month of follow-up, serum IgM levels significantly decreased from a median baseline value of 2.83 g/L to a value of 1.78 g/L at the end of follow-up (Figure 3, p = 0.004).



Both median serum total bilirubin (baseline, 0.58 mg/dL, 95%CI: 0.44–0.94 mg/dL; 6-month, 0.38 mg/dL, 95%CI: 0.29–0.91 mg/dL; end of follow-up, 0.60 mg/dL, 95%CI: 0.35–0.71 mg/dL; p = 0.641, Figure 4A) and albumin (baseline, 4.1 g/dL, 95%CI: 3.8–4.3 g/dL; 6-month, 4.2, 95%CI: 4.0–4.5 g/dL; end of follow-up, 4.2 g/dL, 95%CI: 4.0–4.4 g/dL; p = 0.148, Figure 4B) were unmodified throughout the study.



Total cholesterol levels (baseline, 205 mg/dL, 95%CI: 179–217; 12-month, 204 mg/dL, 95%CI: 187–225; p = 1.00), high-density lipoprotein cholesterol (baseline, 64 mg/dL, 95%CI: 48–87; 12-month, 74 mg/dL, 95%CI: 43–94; p = 0.742), and triglycerides (baseline, 103 mg/dL, 95%CI: 67–162; 12-month, 103 mg/dL, 95%CI: 55–155, p = 0.547) were unchanged in the course of OCA treatment.




3.3. Evaluation of Alanine Aminotransferases Modification during OCA Treatment According to Up-Dated Upper Limit of Normal


Based on the updated upper normal levels of ALT proposed by Prati et al. (i.e., <19 U/L in females and <30 U/L in males), only 1/15 patient (6.7%) had normal ALT at baseline, and this prevalence increased to 2/13 patients (15.4%) after 15 days of OCA treatment, to 4/13 patients (30.8%) after 1 month of OCA, and finally up to 3/9 patients (33.3%) at 18 months (Figure 5) [15]. Considering only those patients who had at least 18-month follow-up, these proportions were 11.1% (1/9 patients) at baseline, 11.1% (1/9 patients) at 15-day, 22.2% (2/9 patients) at 1-month, and 33.3% (3/9 patients) at 18-month follow-up, while in the 2 remaining patients who continued to be treated but who had a shorter follow-up ALT levels normalized in one male patient at 6 months and continued to decline at the last time-point available (month 9).




3.4. OCA Tolerability


As far as OCA dose is concerned, excluding the 4 patients who discontinued the drug due to intolerance, 3 patients continued at the initial dose of 5 mg daily, 4 patients up-titrated to 5–10 mg every other day after 1 year, of which 1 further increased to 10 mg daily after 15 months and 1 at 18 months. Three patients adjusted the dose at 5–10 mg every other day after 9 months, of which 1 further increased to 10 mg daily after 1 year, and lastly 1 patient up-titrated to 5–10 mg every other day at 18 months.



Overall, 4 patients discontinued treatment (26.7%), 2 after 15 days, one after 5 months and one after 6 months, all for intolerance due to worsening of pruritus. All these patients had complained about pruritus before the initiation of OCA, and their symptoms worsened following the initiation of drug, thus leading to drug withdrawal. Two patients had PBC stage III on historical histology and 2 had stage IV. None of the patients developed portal hypertension-related complications of liver disease (ascites, variceal bleeding) or hepatocellular carcinoma in the course of treatment.





4. Discussion


PBC is a chronic inflammatory liver disease secondary to immune dysregulation that leads to a non-suppurative destruction of small intrahepatic bile ducts and retention of bile acids, with progressive liver fibrosis, and ultimately to the development of advanced liver disease and liver-related death [1,2]. This relatively rare disease often afflicts young and middle-aged patients and its course is life-long due to the absence of a definitive cure, although treatment with UDCA—if initiated at earlier stages of disease—is not only able to improve the cholestatic biochemical picture characterizing PBC, but also to decrease the incidence of liver-related events, and eventually improve patients’ survival [21]. Indeed, UDCA is also able to improve transplant-free survival of PBC patients even in those without biochemical improvement [22]. However, a variable proportion of patients, ranging from 12% to 40% according to both criteria used to define the outcome and severity of disease, do not respond to UDCA treatment, and in these patients second-line treatment with OCA has shown to be able to improve liver biochemistry [11]. As a fact, one-year, add-on treatment with OCA in UDCA non-responders, or monotherapy in UDCA-intolerant patients, was able to decrease ALP levels and normalize serum bilirubin more frequently as compared to placebo [11]. These positive results were replicated in at least three recent, multicenter, real-life studies performed in Canada, Spain and Portugal, and Italy, although the cut-point of observation in these real-life cohorts was at 12 months as in the registration trial [12,13,23].



In this study we deemed it of interest to assess the outcome of a relatively small group of PBC patients non-responder to UDCA who were treated with OCA in a single center, real-life setting. Patients included in this study were slightly different from those enrolled in the registration trial as the criteria for OCA prescription in Italy include an ALP at least above 1.5 the upper limit of normal after at least 12 months of treatment with UDCA rather than above 1.67 as in the POISE study, and our cohort was older (median age, 65 versus 56 years) and had a longer median duration of disease (12.5 versus 8/9 years), thus highlighting a more difficult to treat subset of patients [11]. Lastly, the median duration of OCA therapy in our study was longer as compared to previous studies, since median on-treatment follow-up was 18 months, thus allowing us to provide an extended picture of on-treatment outcome.



All in all, in our study we observed that OCA treatment determined an improvement in cholestasis that was comparable to the one observed in the registration trial, with a significant, progressive decrease in ALP that began early in the course of OCA administration and that was evident and actual throughout the treatment up to 18 months; moreover, the rate of ALP normalization, bearing in minds the limitation related to the small number of patients included, was similar and even better to the one observed in larger, multicenter, real-life studies [23]. The decrease in cholestasis indexes was accompanied by a decrease in markers of immune activation, such as serum IgM, while from the safety point of view both serum albumin and bilirubin—that were normal in almost all patients at enrolment—showed no unexpected deterioration, emphasizing the safety side of the drug. It may be of interest to explore whether these findings are limited to OCA treatment or may also apply to UDCA monotherapy: although this was not a question that could be evaluated in the present study, the availability of large cohorts of patients treated with UDCA alone may help address this issue in the future. Furthermore, we also feel that the observed, significant decrease in IgM serum levels, though examined in the subgroup of patients who had paired data at baseline and at least at 18-month follow-up, merits attention and is worth being explored as a potential useful tool for monitoring disease activity more in detail in future studies and in larger series. Lastly, we observed no significant modification in total cholesterol, high-density lipoprotein cholesterol, and triglycerides in the course of OCA treatment; previous studies on this issue reported inconsistent results, while a recent meta-analysis of three studies reported decreased total and high-density cholesterol levels, and unchanged triglycerides in PBC patients treated with OCA: we feel that also on this topic well-performed studies examining not only serum levels but also lipoprotein composition may help clarify this important clinical issue [24].



As far as biochemical improvement is concerned, of note we observed that median ALT decrease (−29.7%) was even more pronounced than ALP decrease (−8.8%) 15 days after the beginning of treatment, and was consistent throughout the course of OCA therapy. Moreover, when we examined ALT according to the updated healthy ranges proposed by Prati et al. we found that only 6.7% of patients had normal ALT at baseline, and that this proportion progressively increased in the course of treatment up to 33.3% at the end of follow-up [15]. We feel that this novel finding may be of interest, since PBC is usually considered a liver disease where aminotransferases are normal or only minimally elevated, while using a more stringent criterion we have shown that ALT can be considered elevated in the majority of patients, and that treatment with OCA is able to improve not only cholestasis but also indexes of liver cell damage, and that this improvement in necro-inflammatory activity even predates the improvement in cholestasis. This figure is particularly relevant, as the majority of patients with PBC are females, and the updated upper limit of normal of ALT in females is as low as 19 U/L, thus making the achievement of ALT normalization especially challenging. Lastly, this finding may not be related to the potential overinclusion of patients with PBC-autoimmune hepatitis overlap conditions, as the majority of patients in our study underwent liver biopsy in the course of their disease, and just one patient had such features.



The “normalisation” of aminotransferases, especially using more stringent criteria to define the healthy ranges, might be a debatable end-point, and more so since response to treatment is assessed on decrease and normalization of ALP levels [10]. However, aminotransferases are part of validated prognostic scores to predict patients’ outcome, and more recently a secondary analysis of OCA registration study data showed that treatment with OCA is also associated in an improvement in the aspartate aminotransferase-to-platelet ratio index (APRI), besides improvement in GLOBE score, thus emphasizing how (successful) response to treatment may also include the evaluation of hepatic necro-inflammatory activity [25].



In our study the tolerability of OCA was lower than reported in the registration study, though we have to bear in mind the differences in patient populations, and indeed the reason for discontinuation was pruritus, that was already present before treatment, while no patient experienced worsening of liver disease or development of portal hypertension-related events, a relevant finding as more than half of the population had at least stage III-IV disease according to Ludwig.



Our study undoubtedly has some shortcomings, such as the relatively small cohort, and the fact that drug titration took longer as compared to the registration trial and was adapted to the clinical context, on the basis of the physician in charge of the patient. While the first limitation of this study is inherent to a single-center experience in a rare disease, the latter represents a smoother approach to treatment that might have been attributed to a cautious initial approach to the drug, as also reported in other real-life studies [23]. As a fact, it has to be emphasized that OCA should be adequately titrated in patients with limited liver function so as to avoid the occurrence of side effects [26,27]. Furthermore, the updated healthy ranges for ALT that we applied in this study was derived from a population of 6000 healthy blood donors, almost 50% female, whose median age was approximately 30 years, while our study included patients whose median age was 64 years and with a prevalence of female patients (i.e., 86.7%). However, this difference should reinforce our results rather than being a drawback as aging is associated with decreased aminotransferase activity, and we avoided gender-related bias by applying gender-specific upper limit of normal [15,16]. Lastly, the results of this study were not biased by other potential confounding factors, as in the course of treatment none of the patients modified dietary habits and physical activity, with consequent absence of variations in body mass index, and none of the patients reported any alcohol use before and during treatment.



To conclude, in this study we found that OCA treatment of PBC patients not responding to UDCA alone is safe and effective in decreasing not only cholestasis indexes, as reported in the registration trial, but even able to significantly improve biochemical indexes of liver necro-inflammatory activity quite early and consistently throughout treatment when aminotransferases are re-assessed with updated healthy ranges. We feel this novel finding is worth being explored in larger cohorts.
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Figure 1. Flow of patients within the study. 
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Figure 2. Behavior of median and 95% confidence interval alkaline phosphatase (A) and alanine aminotransferase (B) values at the various study time-points. 
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Figure 3. Baseline and end of follow-up median and 95% confidence interval levels of immunoglobulin M. 
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Figure 4. Behavior of serum total bilirubin (A) and albumin (B) in the course of obeticholic acid treatment (median and 95% confidence interval levels). 
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Figure 5. Proportion of patients with normal alanine aminotransferase (white box) throughout the study. 
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Table 1. Main clinical and biochemical characteristics of the study population at baseline.
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	Data
	Unit
	Reference Range
	Value





	Age
	years
	
	64 (56–73)



	Gender
	female
	
	13 (86.7)



	Alanine aminotransferase
	IU/L
	<40 IU/L
	37 (26–61)



	Alkaline phosphatase
	IU/L
	<116 IU/L
	264 (193–318)



	Total bilirubin
	mg/dL
	<1.2 mg/dL
	0.58 (0.44–0.98)



	Albumin
	g/dL
	>3.5 g/dL
	4.1 (3.9–4.3)



	INR
	ratio
	0.8–1.2
	0.99 (0.95–1.07)



	Platelet count
	x109/L
	145–450 × 109/L
	231 (174–277)



	Total cholesterol
	mg/dL
	<200 mg/dL
	205 (179–217)



	HDL cholesterol
	mg/dL
	>45 mg/dL
	64 (48–87)



	LDL cholesterol
	mg/dL
	<130 mg/dL
	122 (100–143)



	Triglycerides
	mg/dL
	<170 mg/dL
	103 (67–162)



	Immunoglobulin M
	g/L
	0.4–2.5 g/L
	2.51 (2.13–5.80)



	Comorbidities, n (%)
	present
	
	



	Histological stage, n (%) *
	I, II, III, IV
	
	0, 0, 5 (35.7), 7 (50.0), 2 (14.3)







Data are shown as median and 95% confidence interval for the median or as absolute number and percentage. * Histology was available in 14 patients. 
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