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Abstract

:

Kidney disease is a public health epidemic affecting 10% of the population worldwide with a constantly rising incidence, and it is an important contributor to morbidity and mortality. Type 2 diabetes mellitus (T2DM) is a chronic complex condition with a rising incidence worldwide. T2DM remains the principal cause of chronic kidney disease (CKD), which is related to a high risk for cardiovascular (CV) events, end-stage kidney disease (ESKD), and, overall, considerable morbidity and mortality. In the past few decades, various therapeutic treatments have targeted the culprit pathways for slowing CKD progression, with partial success. Thus, despite new advances in patients’ treatment, progressive loss of kidney function or death from T2DM and CKD complications compel new therapeutic pathways. Renin–angiotensin–aldosterone-system-blocking agents have been the only treatment until recently. On top of this, sodium–glucose co-transporter 2 inhibitors along with finerenone showed an impressive ability to reduce the progression of kidney disease and cardiovascular events in diabetic patients with CKD. Glucagon-like peptide-1 receptor agonists (GLP-1RAs) can play a special role and could be a game changer in this field. The latest FLOW trial confirmed multiple favorable clinical effects on renal, cardiovascular, and survival outcomes among high-risk patients treated with semaglutide and supports a significant therapeutic role for GLP-1RAs in this population, although larger-scale evaluation of their risks is needed, given their increasing use.
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1. Introduction


Kidney disease is a public health epidemic, a risk factor for cardiovascular disease, and a direct cause of morbidity and mortality. In 2017, 1.2 million people died from chronic kidney disease (CKD) and the number of diagnosed, all-stage CKD cases reached 697.5 million [1]. At the same time, the global prevalence of the disease was 9.1% [1]. On the other hand, type 2 diabetes mellitus (T2DM) is a chronic complex condition with a continuously rising incidence worldwide. T2DM remains the leading cause of CKD, which is associated with a high risk for cardiovascular (CV) events, end-stage kidney disease (ESKD), and, overall, considerable morbidity and mortality [2]. Previous reports suggested that the prevalence of CKD in patients with T2DM ranges from 27.1% to 83.6%, while in the US National Health and Nutrition Examination Survey (NHANES) from 2009 to 2014, CKD prevalence was 26.2% [3]. The coexistence of T2DM and renal disease is associated with an additional risk of increased mortality [4].



We know that diabetic kidney disease (DKD) is the end result of multiple pathophysiologic mechanisms, such as glomerular hyperfiltration, inflammation, and fibrosis, resulting in structural and functional alterations in the kidneys of patients with T2DM [5]. Thus, DKD as an entity deserves greater attention. The criteria for the diagnosis and risk stratification of CKD include the estimated glomerular filtration rate (eGFR) as well as the urinary albumin to creatinine ratio (UACR) [6].



We now consider that, at an early stage, CKD progression can be retarded with multiple aggressive therapies [6,7]. Clinical practice guidelines recommend multitudinous interventions including lifestyle changes, modification of diet, salt restriction, body weight reduction, exercise, and diminished alcohol consumption. Until recently, pharmacological treatment approaches in this direction included renin–angiotensin–aldosterone system (RAAS)-blocking agents, namely angiotensin-converting enzyme inhibitors (ACEi) or angiotensin II receptor blockers (ARB) at the maximum tolerated doses [6]. These agents, due to their renoprotective properties, became the medication approved for CKD prevention or progression and have been tried in previous decades with partial success. Indeed, in patients with diabetes, the best example provided is in the Reduction of Endpoints in NIDDM with the Angiotensin II Antagonist Losartan (RENAAL) and Irbesartan Diabetic Nephropathy Trial (IDNT) studies, where treatment with ARBs (losartan and irbesartan) showed a risk reduction for the primary outcome (doubling of serum creatine, ESKD, or death) by 16% and 20%, respectively [8,9]. All the newer treatments should be administered on top of these agents [6]. New hope for improved treatment of CKD was provided with sodium–glucose co-transporter 2 inhibitors (SGLT2i) along with finerenone, the new nonsteroidal mineralocorticoid receptor antagonist for CKD patients at increased risk for CV events [10,11].



In the past few decades, anti-hyperglycemic agents with reported glucose-independent effects have been widely used in the management of T2DM. Among them, SGLT2i was found to exert significant renoprotective actions and is now considered the mainstay of prevention and treatment of CKD in patients with diabetes. In light of these issues, the Dapagliflozin in Patients with Chronic Kidney Disease (DAPA-CKD) study included 4304 participants with a median follow-up of 2.4 years. The study showed that dapagliflozin achieved a significantly lower incidence (9.2%) of the composite endpoint (decline in eGFR, ESKD, or death from renal or cardiovascular causes) compared to the placebo group (14.5%) (hazard ratio (HR), 0.61; 95% confidence interval (CI), 0.51 to 0.72; p < 0.001) [12]. These observations were further supported by the Empagliflozin in Patients with Chronic Kidney Disease (EMPA-KIDNEY) study, including 6609 patients with a median of 2.0 years of follow-up. The study showed that treatment with empagliflozin achieved a greater reduction in the progression of kidney disease or cardiovascular death (13.1%) compared to placebo (16.9%) (HR, 0.72; 95% CI, 0.64 to 0.82; p < 0.001) [13].



In the category of nonsteroidal mineralocorticoid receptor antagonists, finerenone seems to play a dominant role, targeting inflammation, oxidative stress, and fibrosis [14]. Finerenone in the Efficacy and Safety of Finerenone in Subjects With Type 2 Diabetes Mellitus and Diabetic Kidney Disease (FIDELIO-DKD) and the Efficacy and Safety of Finerenone in Subjects With Type 2 Diabetes Mellitus and the Clinical Diagnosis of Diabetic Kidney Disease (FIGARO-DKD) study, as well as in their pooled analysis, clearly showed reduced kidney failure and mortality and morbidity from CV causes in patients with CKD and T2D [15,16,17].



Τhe fourth pillar for kidney and heart protection, together with RAAS inhibitors, SGLT2i, and finerenone, seems to be glucagon-like peptide-1 receptor agonists (GLP-1RAs). In large-scale clinical trials, GLP-1RAs reduced the incidence of cardiovascular events in diabetic patients at high cardiovascular risk. In these trials, the subgroups of patients with established CKD at baseline experienced similar reductions in cardiovascular events compared to patients with normal renal function. Consequently, recent guidelines suggest using these agents for preventing cardiovascular events in patients with diabetes and CKD [10].



Based on the accumulated evidence, recent data suggest that GLP-1RAs may offer renoprotective effects through direct or indirect actions. As several recent studies have shown, GLP-1RAs may prevent the onset of albuminuria and slow the decline in eGFR in patients with T2DM. However, this is only the tip of the iceberg considering their favorable impact (Figure 1) [18,19].




2. Literature Search and Selection Criteria


Literature was sourced primarily from PubMed, Embase, and Google Scholar databases, focusing on publications from the past ten years to ensure the inclusion of recent advancements. Keywords used in the search included combinations of “GLP-1 receptor agonists”, “diabetic kidney disease”, “type 2 diabetes”, “renal outcomes”, “cardiovascular outcomes”, “albuminuria”, and “eGFR”. Additionally, landmark studies and pivotal trials were included regardless of publication date to provide foundational insights.



Articles were selected if they met the following criteria:




	
Reported on clinical outcomes related to DKD or cardiovascular risk in type 2 diabetes patients treated with GLP-1RAs.



	
Included results from randomized controlled trials, large observational studies, meta-analyses, or comprehensive reviews.



	
Focused on both glycemic and non-glycemic effects of GLP-1RAs, specifically emphasizing renal and cardiovascular protection.








Two authors independently reviewed the identified articles based on titles and abstracts, followed by a full-text review to ensure relevance and adherence to inclusion criteria. Discrepancies were resolved through consensus or consultation with a third author.




3. Glucagon-like Peptide-1


In 1932, the name “incrétine” was first introduced as a substance contained in duodenal mucosal extracts with the ability to lower glucose levels in dogs, supposedly with the increase in insulin secretion (from intestinal secretion of insulin) [20,21]. Nowadays, it has been proven that the oral administration of glucose results in higher insulin secretion compared to intravenous administration due to the presence of such intestinal hormones [19,22].



Incretins are produced by the small intestine in response to nutrient intake. Several incretins are released in humans. The entero-endocrine K-cells produce the glucose-dependent insulinotropic polypeptide (GIP) and the L-cells in the intestine produce GLP-1. The latter is released by L-cells throughout the intestine, most extensively in the distal ileum and colon. Sodium–glucose co-transporter 1 (SGLT1) stimulates the activation of both K- and L-cells in response to luminal glucose absorption, whilst other nutrients can also stimulate them to release incretins [18].



As a carbohydrate metabolism regulator, incretins increase insulin production in a glucose-dependent mode and inhibit pancreatic α-cells to release glucagon. Additionally, they enhance glucose sensitivity in pancreatic β-cells, stimulate their proliferation, and reduce their apoptosis [18,23,24]. GLP-1R agonism also delays gastric emptying, decelerates digestion of carbohydrates, and attenuates postprandial glucose excursions [25]. Overall, GLP-1 appears to play an important role in the regulation of feeding by increasing satiety signals and abridging appetite, which results in a reduction in food intake and weight loss [18].



In circulating GLP-1, the half-life is very short (less than 2 min), and it is rapidly inactivated, largely by dipeptidyl peptidase 4 (DPP-4), but also by other endopeptidases and aminopeptidases. The glucose-lowering effects of GLP-1 are achieved by activating its receptor GLP-1R. In accordance with these physiological traits, GLP-1RAs and DPP-4 inhibitors have been developed to treat hyperglycemia in patients with T2DM. While GLP-1 is synthesized and secreted by neurons in the hindbrain and L-cells of the intestine, GLP-1R is expressed in various organs, namely the brain, lungs, pancreas, heart, kidney, and gastrointestinal tract [18,26].




4. GLP-1RAs and the Kidney in T2DM


Experimental studies have long demonstrated the glucose-independent, renoprotective action of GLP-1RAs in rodent models of DKD [23,27,28]. More recent clinical studies have also confirmed their numerous favorable outcomes on the majority of risk factors for CKD retardation, for instance lowering blood pressure (BP), glucose and insulin levels, and promoting weight loss [18].



There has been evidence that GLP-1R mRNA is expressed in proximal tubules and in preglomerular vascular smooth muscle cells in humans [18,29]. The effect of GLP-1 on natriuresis is likely to be due to the inhibition of the sodium–hydrogen exchanger 3 (NHE3) at the brush border of the proximal tubule, which may explain its action on BP [18,30]. Furthermore, in experimental models, GLP-1R agonism has been shown to decrease indicators of renal RAAS activation, such as angiotensin II, preventing the harmful repercussions of triggering RAAS.



Additionally, GLP-1RAs are thought to improve renal hemodynamic function by repressing glomerular hyperfiltration through the activation of tubuloglomerular feedback. Their natriuretic effect, along with their effect on several mechanisms of diabetic nephropathy, such as hyperglycemia, hypertension, and obesity, among others, may be responsible for their combined antialbuminuric effect [18]. Moreover, GLP-1RAs are related to lower low-density lipoprotein (LDL), total cholesterol, and triglycerides levels, improving dyslipidemia [18,31], modulating inflammation at various sites, including the kidneys and the body vessels [18,32], protecting the kidneys from oxidative injury via the cyclic adenosine monophosphate protein kinase A (cAMP-PKA) activation [18,33], and decelerating atherosclerosis through anti-inflammatory and anti-ischemic actions [18,34,35].




5. GLP-1RAs and Cardiovascular Risk in Patients with DKD—Clinical Studies: Effects on Albuminuria and GFR


GLP-1RAs have demonstrated significant CV benefits among patients with T2DM at elevated CV risk, including DKD (Table 1) [19]. In the Liraglutide Effect and Action in Diabetes: Evaluation of Cardiovascular Outcome Results (LEADER) trial, which included 9340 patients and compared liraglutide to placebo, a 26% reduction in the de novo onset of albuminuria was observed, as well as a 19% reduction in UACR with liraglutide treatment, along with indistinguishable “hard” renal outcomes between the two groups. Notably, patients with an eGFR <60 mL/min/1.73 m2 appeared to have a significantly greater CV benefit from treatment with liraglutide (HR, 0.69; 95% CI, 0.57 to 0.85) than those with an eGFR >60 mL/min/1.73 m2 (HR, 0.94; 95% CI, 0.83 to 1.07). In patients with CKD, high event rates were noticed (almost twice as high as those with normal renal function), contributing to this result [18,36].



The Efficacy and Safety of Liraglutide Versus Placebo as Add-on to Glucose-Lowering Therapy in Patients with T2DM and Moderate Renal Impairment (LIRA RENAL) trial investigated the effects of liraglutide on patients with moderate renal impairment and T2DM. In addition to improving glycemic control without a higher risk of hypoglycemia, liraglutide did not affect renal function after 26 weeks [18,37].



A series of 3297 T2DM patients and CV disease or risk factors for CV disease were randomized to semaglutide or placebo (dose of 0.5 or 1 mg once weekly) in the Trial to Evaluate Cardiovascular and Other Long-Term Outcomes with Semaglutide in Subjects with Type 2 Diabetes (SUSTAIN-6). A significant difference was observed between the placebo and semaglutide groups regarding the glycemic control (−0.7% vs. −1.0% for HbA1c) and body weight reduction of the participants (−2.9 kg vs. −4.3 kg). Newly developed or worsening nephropathy incidence was lower in patients treated with semaglutide after a median follow-up of two years (HR, 0.64; 95% CI, 0.46 to 0.88; p = 0.005). Additionally, new-onset albuminuria was reduced by semaglutide (semaglutide vs. placebo; 2.5% vs. 4.9%, respectively), as in LEADER. ESKD, renal death, or doubling serum creatinine concentrations to an eGFR 45 mL/min/1.73 m2 were not affected. However, the event rate was too low (<1%) to explore these outcomes adequately [38].



According to a post hoc analysis of the LEADER trial and the SUSTAIN 6 study (liraglutide and semaglutide, respectively), the annual reduction in eGFR for patients treated with GLP-1RAs was slower than those taking placebo. Nevertheless, the results were more pronounced in CKD patients with baseline eGFR less than 60 mL/min/1.73 m2 [39]. Another analysis from these two trials disclosed an increased likelihood of a 30% decrease in UACR with liraglutide and semaglutide treatment compared with placebo, irrespective of baseline UACR [40].



A total of 6068 patients with T2DM and acute coronary syndrome were randomized to be treated with lixisenatide or placebo in the Evaluation of Cardiovascular Outcomes in Patients with Type 2 Diabetes After Acute Coronary Syndrome (ELIXA) trial. Compared to SUSTAIN-6 and LEADER, lixisenatide resulted in a more modest improvement in glycemic control (−0.27% HbA1c) and body weight (−0.7 kg). Even though lixisenatide outperformed placebo in ELIXA in terms of change in UACR from baseline to 108 weeks (24% vs. 34%, p = 0.004), the lixisenatide-driven renal benefit was still attenuated by modest differences in HbA1c levels (0.3%) during the first 3 months (p = 0.07), suggesting that glucose may play a role [18,41].



Meanwhile, an exploratory analysis of ELIXA conducted recently examined the effect of lixisenatide on kidney outcomes [42]. Adjusted for baseline HbA1c (HR, 0.808; 95% CI, 0.660 to 0.991; p = 0.0404) and on-trial HbA1c (HR, 0.815; 95% CI, 0.665 to 0.999; p = 0.0491), lixisenatide-treated patients exhibited a reduced risk of new-onset albuminuria. Among the albuminuric group, the decline in eGFR from baseline was greatest but no significant difference was observed between the two groups at week 108. In addition, no substantial differences in eGFR decline were found between the treatment groups, regardless of the UACR subgroup. Based on the results of the ELIXA trial, renal adverse events were low in both groups (48 (1.6%) of 3032 placebo-treated patients, 48 (1.6%) of 3031 lixisenatide-treated patients). A significant reduction in UACR was observed with lixisenatide after adjustment for HbA1c and other traditional risk factors (metabolic and hemodynamic). According to this exploratory analysis, short-acting GLP-1RAs compared to long-acting GLP-1RAs may exhibit similar effects in the kidney that have been reported previously in CV outcome trials. It is important to note, however, that the higher reduction in systolic BP observed in the SUSTAIN-6 trial (1.3 mmHg for placebo and 2.4 mmHg for semaglutide, respectively) compared to ELIXA (0.8 mmHg) may have an effect on the reduction in albuminuria observed in the SUSTAIN-6 [18].



In the Exenatide Study of Cardiovascular Event Lowering (EXSCEL) trial, 14,752 patients with T2DM with or without previous CV disease were randomly assigned to exenatide (subcutaneous injections of extended-release exenatide at a dose of 2 mg) or placebo once weekly. The patients were monitored for 3.2 years on average. Trial results confirmed the CV safety of once weekly [43]. The renal outcomes of the EXSCEL trial were investigated in a subsequent adjusted analysis. With exenatide added to T2DM patients, research results showed that the composite outcome (40% eGFR decline, renal replacement therapy, renal death, or the onset of albuminuria) was decreased significantly (HR, 0.85; 95% CI, 0.73 to 0.98; p = 0.027) [44].



The Dulaglutide versus Insulin Glargine in Patients with Type 2 Diabetes and Moderate-to-Severe Chronic Kidney Disease (AWARD-7) study compared dulaglutide and insulin glargine for glycemic control in patients with T2DM and CKD (moderate to severe). It was an open-label, multicenter trial that involved 577 patients. For 52 weeks, participants were randomly assigned to receive either 1.5 mg of injectable dulaglutide once weekly, 0.75 mg of injectable dulaglutide once weekly, or insulin glargine daily in combination with insulin lispro. HbA1c at 26 weeks was the primary outcome, with a non-inferiority margin of 0.4%, while secondary outcomes included eGFR and UACR values. With dulaglutide 1.5 mg, eGFR levels were higher (least squares mean (LSM) 34.0 mL/min/1.73 m2; standard error (SE) 0.7; p = 0.005 vs. insulin glargine). eGFR levels were also higher with dulaglutide 0.75 mg (33.8 mL/min/1.73 m2 (0.7); p = 0.009 vs. insulin glargine) compared to insulin glargine (31.3 mL/min/1.73 m2 (0.7)). Furthermore, in comparison with insulin glargine, dulaglutide 1.5 mg and 0.75 mg did not significantly reduce the UACR after 52 weeks. Incident ESKD was noted in 38 patients: 8 patients (4%) of 192 participants treated with dulaglutide 1.5 mg, 14 patients (7%) of 190 participants treated with dulaglutide 0.75 mg, and 16 patients (8%) of 194 participants taking insulin glargine [45]. According to the results of the AWARD-7 study, dulaglutide once weekly produced significant improvements in glycemic control in CKD patients, with effectiveness similar to insulin glargine daily. Based on secondary endpoint analyses, dulaglutide reduced eGFR decline in patients with T2DM and CKD compared to insulin glargine over 52 weeks. The study was the first to show clear effects of a GLP-1RA on eGFR in patients with T2DM and moderate-to-severe CKD [18,46,47].



In accordance with the aforementioned findings, the results of the latest trial, Evaluate Renal Function with Semaglutide Once Weekly (FLOW)—which assessed the efficacy and safety of subcutaneous semaglutide (1.0 mg once weekly) in patients with T2DM and CKD to prevent renal failure, substantial kidney loss, and death by kidney-related or cardiovascular causes—were remarkable. This dedicated kidney outcomes study found that a 1.0 mg once-weekly dose of semaglutide significantly reduced the risk of major kidney events (24% reduction in the primary outcome). Semaglutide also reduced the risk of major CV events and death from any cause (HR, 0.71; 95% CI, 0.56 to 0.89). Impressively, it slowed the annual loss of kidney function by a mean of 1.16 mL/min/1.73 m2. Also, at 104 weeks of treatment, UACR was decreased by 40% in the semaglutide group compared to 12% in the placebo group. A post hoc analysis of the change in eGFR from baseline to week 104 revealed an almost identical difference of 3.30 mL/min/1.73 m2 (95% CI, 2.43 to 4.17). A difference of 4.10 kg in body weight (95% CI, 3.65 to 4.56) was observed between the semaglutide and placebo groups at week 104. The glycated hemoglobin was reduced by 0.81% more than in the placebo group (95% CI, 0.72 to 0.90), and systolic BP exhibited 2.23 mmHg greater reduction in the semaglutide group compared to placebo (95% CI, 1.13 to 3.33). However, the mean reduction in diastolic BP was 0.78 mmHg greater in the placebo group compared to the semaglutide group (95% CI, 0.16 to 1.41). These benefits could represent important mediators of semaglutide’s effects on kidney, cardiovascular, and survival outcomes among high-risk CKD patients. Taking into account the reassuring safety findings, the study supports a significant therapeutic role for semaglutide in the examined population [48].




6. Limitations


There are some limitations to be mentioned. First, this review relies primarily on clinical trial data, which may not fully represent real-world patient populations with comorbid conditions or varied adherence to treatment. Second, we are limited by the availability of long-term outcomes for GLP-1RAs in DKD, as most trials are relatively short-term. Finally, the lack of a systematic approach to reference selection could introduce selection bias, although we aimed to include the most relevant and rigorous studies.




7. Conclusions


Diabetic patients with moderate or severe CKD are at high risk for adverse CV and kidney outcomes and require a compound approach. GLP-1RAs can play a special therapeutic role in this field, delaying the progression of kidney disease and lowering the risk of end-stage kidney failure, as well as both kidney and CV mortality. The latest FLOW study confirmed the beneficial effects of semaglutide on kidney, cardiovascular, and survival outcomes among CKD patients with type 2 diabetes, suggesting the advantages of GLP-1RA administration in this high-risk population.
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Figure 1. Renal effects of GLP-1RAs (proposed mechanisms). cAMP-PKA: cyclic adenosine monophosphate protein kinase A; eGFR: estimated glomerular filtration rate; LDL: low-density lipoprotein; NHE3: sodium–hydrogen exchanger 3; RAAS: renin–angiotensin–aldosterone system; ↓: reduced; ↑ increased. 






Figure 1. Renal effects of GLP-1RAs (proposed mechanisms). cAMP-PKA: cyclic adenosine monophosphate protein kinase A; eGFR: estimated glomerular filtration rate; LDL: low-density lipoprotein; NHE3: sodium–hydrogen exchanger 3; RAAS: renin–angiotensin–aldosterone system; ↓: reduced; ↑ increased.



[image: Life 14 01478 g001]







 





Table 1. Clinical trials assessing GLP-1RAs in DKD progression.
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	Study
	Subjects

in the Study, n
	Follow-Up
	Treatment
	Outcome
	Results





	LEADER
	9340 patients

Increased CV risk
	Follow-up: 3.8 years
	Liraglutide vs. placebo
	Rate of

kidney

function

decline
	26% reduction in the de novo onset of albuminuria;

19% reduction in UACR



	LIRA RENAL
	279 patients with T2DM stage 3 CKD
	Follow-up:

26 weeks
	Liraglutide in moderate renal impairment
	Rate of

kidney

function

decline
	Liraglutide did not affect renal function



	SUSTAIN-6
	3297 patients with T2DM and CVD

or with other

CV risk factors
	Follow-up: 2 years
	Semaglutide vs. placebo
	Rate of

kidney

function

decline
	Less frequent occurrence of new nephropathy

or worsening nephropathy

(HR, 0.64; 95% CI, 0.46 to 0.88; p = 0.005)



	ELIXA
	6068 patients with T2DM and Acute Coronary Syndrome
	Follow-up:

108 weeks
	Lixisenatide vs. placebo.
	Albuminuria progression
	Lixisenatide reduces UACR in albuminuric patients



	EXSCEL
	14,752 patients 73% with CVD and T2DM
	Follow-up: 3.2 years
	Extended-release exenatide vs. placebo
	eGFR decline by 40%, RRT or new onset of macroalbuminuria
	Favored exenatide group (HR, 0.85; 95% CI, 0.73 to 0.98, p = 0.027)



	AWARD-7
	577 patients with CKD and T2DM
	Follow-up: 52 weeks
	Dulaglutide

vs.

insulin glargine
	eGFR and UACR change from baseline
	Dulaglutide reduced decline in eGFR with glycemic control similar to insulin glargine



	FLOW
	3533 patients with T2DM and CKD
	Follow-up: 3.4 years
	Semaglutide vs. placebo
	Kidney disease (a composite, onset of kidney failure,

50% reduction in eGFR or death from kidney- or CV-related causes)
	Lower risk (24%) of a primary-outcome event in the semaglutide group.

All secondary outcomes favored semaglutide:

annual eGFR slope decreased by 1.16 mL/min/1.73 m2 (p < 0.001);

major CV events were 18% lower (HR, 0.82; 95% CI, 0.68 to 0.98; p = 0.029); risk of death from any cause was 20% lower (HR = 0.80; 0.67–0.95, p = 0.01)
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