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Immunophenotypic analysis 3	  

CD38 (HB7 clone), CD49d (9F10 clone), CD305 (DX26 clone) monoclonal antibodies (mAb) were 4	  

combined with CD19 and CD5 to perform the analysis of expression on CD19+/CD5+ CLL cells 5	  

(Supplementary figure 1A-F). The three mAb were PE-conjugate and purchased from BD 6	  

Biosciences (Milan, Italy). After the staining and red blood cell lysis (ammonium chloride solution), 7	  

the samples were washed twice and then acquired with FACSCanto I cytometers.19 The data were 8	  

analyzed by DIVA (BD Bioscience) or FlowJo (Tree Star, Inc. Ashland, OR, USA) softwares. The 9	  

expression data were reported as percentage of CD19+/CD5+ CLL cells. The threshold of positivity 10	  

was set at over 30% for CD38 and CD49d, as reported in the literature. 4,8 Regarding the LAIR1 11	  

expression, the cut-off at 30% was empirically chosen by observing the distribution of positive cells 12	  

frequencies in our cohort of patients (Supplementary Fig. 1G). This cut-off was subsequently 13	  

validated by computing time-dependent ROC curve and by calculating the Youden Index (YI= 14	  

sensitivity + specificity - 1) for each cut-off value in the ROC curve (Supplementary Fig. 1H-I). As 15	  

shown in fig. 1I, the highest YI value was obtained for a cut-off of LAIR1 positivity at 31%. Sup. Ref. 1  16	  

All these analysis and graphics were performed by using R software and the “survivalROC” 17	  

package. 18	  

 19	  

Statistical methods 20	  

The Kolmogorov-Smirnov and the Shapiro-Wilk tests were used to verify for the normal distribution 21	  

of each continuous variable. The differences between the continuous variables were computed by 22	  

t-test or Mann-Whitney-Wilcoxon test as appropriate. The differences between categorical 23	  

variables were computed by Fisher exact test. Spearman test was used to analyze the 24	  



	   2	  

relationships between immunophenotypical variables. Time to first treatment (TTFT) was 1	  

calculated from the time of diagnosis to the time of first cytotoxic treatment received by the patient. 2	  

Curves for TTFT curves were constructed with the method of Kaplan and Meier using SPSS, and 3	  

the comparison between curves was performed using the log-rank test. P < 0.05 was considered 4	  

associated with statistical significance. Multivariate analysis was performed with SPSS according 5	  

to the Cox’s model. 6	  

7	  
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Supplementary figure 1: Flow cytometry analysis. 1	  

CLL cells were selected by drawing a gate around CD19+/CD5+ cells (A); the percentage of 2	  

positive cells was recorded by setting the control markers on internal negative control cells (B-F). 3	  

Representative cases for CD49d (B), CD38 (C), and LAIR1 (D-F) are shown. The distribution of 4	  

LAIR1+ cells frequencies in our cohort of CLL patients was constructed to set the cut-off of 5	  

positivity for LAIR1 (chosen cut-off at 30% as shown by the dashed line (G). Time-dependent ROC 6	  

curve for different cut-off values of LAIR1 positivity computed by survivalROC package in R 7	  

software (H). Youden Index values computed for each cut-off value of the ROC curve. Dashed line 8	  

shows the empirically chosen cut-off for LAIR1 positivity (I). 9	  
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Supplementary figure 2: LAIR1 expression over time. 2	  

Each horizontal line corresponds to a single patient. The left initial LAIR1 value refers to the 3	  

diagnostic sample. Solid line: patients followed-up that received no treatment. Dashed line: 4	  

patients treated with immunochemotherapy during observation time. Median time of observation (x-5	  

axis) was 48 months (range 9-71). P-value was calculated with the Wilcoxon test.  6	  
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Supplementary figure 3: Correlation between MFI of LAIR1 and other immunophenotypic 2	  
markers. 3	  

Scatter plots of MFI values (log-scale) for LAIR-1 and CD38 (A), LAIR1 and CD49d (B), and for 4	  

CD49d and CD38 (C).  5	  
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