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Detailed Materials and Methods

In this academic, single-center, matched-cohort observational study, we compared 18-month outcomes of 16 consecutive patients who received perioperative induction therapy with low-dose RATGs alone with those of 32 gender-, age-, and treatment- matched reference-patients who received low-dose RATGs plus basiliximab. Secondarily, we compared the changes in circulating T, B and NK cells between the two groups and their possible relationships with clinical outcomes. Subjects with a peak panel reactive antibody titer >30% and living-donor or multiple-organ transplant recipients were excluded since they were treated with different immunosuppressive regimens.20

 Data were locally recorded in dedicated case report forms and then doubly entered in the study database. Participants consented to transplant and data analyses.

Induction therapy

All participants received eight-hour daily intravenous infusions of 0.5 mg/kg of RATGs (Thymoglobulin®, Genzyme Corporation, Italy) from the transplant day to day 6 post-transplant. The first infusion was started in the Nephrology Unit as soon as the graft was definitely allocated and was continued during and after the surgical procedure, up to administration of the prescribed dose. The infusion was preceded by the intravenous injection of 500 mg of methylprednisolone (MP) and 10 mg of chlorphenamine to prevent acute cytokine release syndrome.17

 The daily doses of RATGs were reduced or temporarily withdrawn when leukocyte or platelet counts decreased to less than 2,000/μl or 50,000/μl, respectively, despite mycophenolate mofetil (MMF) or azathioprine (AZA) dose reduction or withdrawal. 250 and 125 mg of MP were infused on day 1 and 2 post-transplant, respectively, followed by 75, 50, and 25 mg of oral prednisone on post-transplant days 3, 4 and 5, respectively. Then steroids were withdrawn provided CsA therapy was not postponed because of DGF or MMF/AZA were not withdrawn because of leukopenia or thrombocytopenia. 

Unlike study patients, reference-patients also received a fixed dose of 20 mg of basiliximab (Simulect®, Novartis, Italy) the day of transplant, after MP infusion, and 4 days apart. 

Maintenance therapy

All participants received the same maintenance immunosuppression regimen with cyclosporine (CsA, Sandimmune®, Novartis, Italy) introduced when serum creatinine levels started to spontaneously decrease.
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 MMF (750 mg twice daily; Cell Cept®, Roche, Italy) or AZA (125 or 75 mg/day if body weight > or < 75 kg, respectively; Imuran®, GlaxoSmithKline, Italy) were administered starting on post-transplant day 1. 

Monitoring and follow-up

Participants were followed according to a standardized monitoring protocol.
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 Blood CsA concentrations were measured daily up to post-transplant day 14 and monthly thereafter.

Circulating B, T and NK cells were counted by fluorescence-assisted cell-sorter analysis before and immediately after the first steroid infusion (i.e. before starting RATGs infusion), one hour after the start of RATG infusion, immediately before graft reperfusion, at 10 and 24 hours after the initial sampling, and at 7 and 30 days post-transplant. 

GFR was estimated by the 4-variable equation from the MDRD Study24
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Definitions and concomitant treatments

The diagnosis of acute rejection was suspected on the basis of usual clinical criteria and then histologically verified and graded according to Banff criteria25

 and C4d staining.
DGF was defined as the need for dialysis treatment within the first week post-transplant
New-Onset-Diabetes-After-Transplant (NODAT) was diagnosed according to ADA criteria.
Statistical analyses

Baseline characteristics of patients, reference-patients and their corresponding donors were compared by using t-test or Wilcoxon rank-sum test (for continuous variables) and chi-squared test or Fisher’s exact test (for categorical variables), as appropriate. Survival curves for the primary endpoint (acute allograft rejection) were generated by the Kaplan-Meier method. Univariate survival analysis using Cox’s regression model was used to explore the association of pre-defined variables, including use of basiliximab, donor and recipient age and gender, cold ischemia time and number of HLA-A, B and DR mismatches with time to acute rejection. Analyses were adjusted by the above pre-defined covariates and by additional variables that were found to be univariately associated with the outcome. Descriptive statistics were expressed as means ± SD or medians and interquartile range (IQR), as appropriate. All tests were two-sided and a p value <0.05 was deemed statistically significant. Data were analyzed by Stata, version 13 (StataCorp LP, College Station, Texas, USA). 
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