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	Title of study: 
	Study of the efficacy and safety of three different doses of Lais Ambrosia tablets in patients with allergic rhinoconjunctivitis to ragweed pollen.


	Objective: 
	The aim of the study was to evaluate the efficacy and safety of SLIT treatment with allergoid monomeric ragweed (Ambrosia LAIS) using and comparing three different and incremental doses in patients who are allergic to ragweed, suffering from allergic rhino-conjunctivitis pollen ambrosia.


	Endpoints:
	Primary
The efficacy of sublingual immunotherapy tablets with allergoid LAIS Ambrosia was assessed through the measurement of individual variation in the specific nasal provocation test (NPT) test performed with Ambrosia Allerkin who represented the primary endpoint of the study. The evaluation of the effectiveness of the three doses of Lais Ambrosia was conducted by running the following tests: 
a) Skin Prick Test (diagnostic criterion for the sole purpose of inclusion in the study) 
b) CAP-test (for the sole purpose as a diagnostic criterion for inclusion in the study)
c) specific nasal provocation test with allergen (TPN) and Peak Nasal Inspiratory Flow (NPIF).
Secondary
­	The Peak Nasal Inspiratory Flow (NPIF )
­	Tolerability and safety of Lais ambrosia ®

	Population of trial subjects
	A total of 105 patients, male or female between the ages of 18 and 75 years. it was expected that at least 84 patients had to complete the study. 
 

	Study Design
	The study included a randomized double-blind study with three treatment groups assigned to three different doses and incremental monomeric allergoid. The study design was chosen with a view to increase the internal validity of the data obtained.
The regimen used in the study did not provide any induction phase, but only the maintenance, in which the 3 treatment arms received daily for 120 days, respectively: 
· Treatment group 1 - a 300 AU; 
· Treatment group 2 - a tablet from 1000 AU; 
· Treatment group 3 - one tablet of 2000 AU. 

The tablets were taken preferably in the morning on an empty stomach, and placed in the oral cavity and retained therein until completely dissolved (1-2 minutes). At the randomization visit (V1), the subject was assigned to one of three treatment arms and took the first sublingual tablet; the experimenter then handed the subject the amount of study treatment as necessary until the next study visit.

	Duration of treatment: 
	treatment received daily for 120 days

	Statistical methods: 
	[bookmark: _Toc390429429]Determination of Sample Size
The study planned to enroll a total of 105 subjects. The calculation of sample size was based on the sum of the scores and was performed taking into account the following: α in a queue (error type 1), β = 0.05 (or type 2 error) = 0, 20 (80% power) d (Δ expected between group 1 and group 3) = 20% SD = 0:26 and hence the magnitude of the effect is equal to 0.76. You get that needed to be enrolled at least 28 patients for each group in the study. Providing a percentage of subjects not able to complete the study approximately 20%, it follows that approximately 105 subjects will be enrolled, i.e. 35 subjects per group.
In the calculations above we have assumed that the variance between groups is homogeneous and has been used t-test for independent groups. 
[bookmark: _Toc390429430]Statistical and Analytical Plans
In order to perform the statistical analysis, the subjects enrolled in the study were assigned to the following populations:
· All patients set ‘: This population includes all persons who have signed the informed consent form. The number of these subjects defines the total number of subjects enrolled. Of this population have been described demographic and clinical information collected at the study visit.
· Safety set ‘: this group includes all subjects who received at least one dose of investigational product. Out of this population have been carried out all assessments of safety parameters and tolerability.
· Intention -to-treat ' (ITT): This set includes all randomized subjects who received at least one dose of the drug and of which there is at least one data for the evaluation of efficacy parameters (NPT).
· Per- protocol set ‘: this population gathers all the subjects included in the ITT group who completed the study met the criteria for inclusion / exclusion, taken not less than 80% of the therapy and who have no major protocol violations.

Other parameters taken into account (not covered by the study protocol) were:
1) clinical improvement, defined as the frequency of patients improved from the first (V1) after (V4) in each treatment group. For improved means the patient to achieve the same initial symptoms (V1) had to receive a higher dose level V4, or, if the test was not continued, the patient who in V4 at the same dose of V1 had a score cumulative lower

2) Analysis of the dose achieved in the provocation test: Associated with the definition of improvement referred to above, it was also evaluated the effectiveness by analyzing the highest dose reached at visit 4

3) Global assessment of treatment: A data collected at visit 4 and not mentioned in the statistical section is the global assessment of treatment which consists in the evaluation of the efficacy and tolerability assessment by both the investigator and patient for both. The scale for assessing the efficacy consists in the following scale: 0 = not effective, 1 = Slightly effective, 2 = Effectiveness discreet, 3 Efficacy = good, 4 Effectiveness: very good. Score for the assessment of tolerability consists in the following scale: 0 = Poor, 1 = Adequate, 2 = Fair, 3 = Good, 4 = Excellent. 
	

	Efficacy results:
	The study has seen the enrolment of a total of 73 subjects. From the 73 subjects enrolled, 71% were randomized, and 29% were screened failures. Thirty-six percent of patients did not complete the study were randomly assigned here 5 (2 came out at visit 1, visit 2 at 2:01 at time 3, for all adverse event). 
The ITT population is of 52 subjects. The subjects who completed the study and 47 represent the PP population

Efficacy (ITT)
NPT: Descriptive statistics of the NPT score for each treatment group showed    higher baseline values on average than the values at visit 4. The variance was higher at baseline for the three groups; at visit 4 the variance of the group treated with Lais 300 is much higher, and that the distribution of NPT for the groups treated with Lais 1000 and Lais 2000 was similar. The exclusion of three subjects’ outliers further decreases the variance particularly in the group treated with Lais 1000. Interaction between the weighted scores at Visit 1 of treatment was statistically significant (p = 0.06). Because the gradients for the three treatment groups are not the same and to be able to compare formally the three treatment groups, were chosen the values recorded with the TPN of 4 and 6 (corresponding to the 50th and 75th percentiles of the weighted scores at Visit 1).  Results indicate a statistically significant difference between Lais 300 UA and Lais UA 2000 when the baseline is equal to 6 with a confidence interval equal to (-4.0, -0.43).

NPIF
The descriptive data values ​​NPIF among the three groups and the first and last visit shows the difference between the base and the last value of NPIF within the same visit for each treatment group. These differences are called diff1 and diff2 to Visit 1 and Visit 4, respectively. The fall of the stream is much lower than at Visit 4 to Visit 1 for all treatments: 74% to 300 Lais, 40% for Lais 1000 and 42% for Lais 2000. Interaction between the weighted scores at Visit 1 treatment was not statistically significant (p = 0.27).
As the development of the regression lines for the three treatment groups are the same, it brings a traditional model ANCOVA with treatment and the score NPIF obtained at Visit 1.
The results between treatments show a statistically significant difference between Lais 300 and Lais 2000 (p = 0.0164), whereas no differences are observed statistically significant differences between Lais 300 and  Lais  1000 and Lais 1000 with Lais  2000

[bookmark: _Toc390429443]Efficacy conclusion
The three treatments induce a reduction of the values of the score of the TPN and NPIF substantially similar. As regards the fall of the peak flow nasal (NPIF) after provocation test is very lower compared to Visit 4 to Visit 1 for all three treatments: 74% for Lais 300, 40% for Lais 1000 and 42% for Lais 2000 (analysis in the ITT population). The same trend is also observed in the analysis of the PP population. As far as the maximum tolerated dose to TPN, the percentage of subjects who improved and the evaluation of the overall improvement in the statistical analysis showed no significant differences among the three groups.


	Safety results:
	[bookmark: _Toc390429446]Brief Summary of Adverse Events
During the conduct of the study there were a total of 42 adverse events, 3 of which were severe, but none related to the study drug. From 15 moderate adverse events, one has a probable relationship with the drug (Lais 1000: allergic rhinoconjunctivitis) and another has a certain relationship with the drug (Lais, 2000: rhinopharyngitis). As for the 24 adverse events of mild intensity, the relation of one with the study drug is given (Lais 1000: tingly Nasal / pharyngeal) and 4 (3 Lais 1000: NAUSEA, sneezing and EPISODIC SLIT AFTER A FEW MINUTES AFTER MILD RHINITIS DAILY SLIT and 1 300 Lais: EPISODIC ITCH NSALE FEW MINUTES AFTER TAKING SLIT, AUTORISOLTOSI IN MINUTES) have a probable relationship and 3 have a possible relationship (Lais, 2000: REDNESS EYES, EYES ITCH, DIFFICULTY 'RESPIRATORY). For a more detailed description of adverse events, please refer to the respective sections of the Statistical Report.

The rate of adverse events among patients treated with Lais 1000 is 61.1%, while the proportions are 35.3% and 41.2% among patients treated with 300 Lais  and Lais 2000 respectively. The statistical comparison between the incidence in the group Lais 300 and the other two treatment groups are shown below. The comparison of the incidence in the group Lais 300 vs. Lais 1000  results in Odds ratio of 0.377 with a confidence interval equal to (0.088,1.371). The comparison between the incidence in the group Lais 300 vs. the incidence in the group Lais 2000 results in an Odds Ratio equal to 0.779 with a confidence interval equal (0.195,3.118). The results are not statistically significant. To note that the treatment compliance for all three groups in the study was more than good (> 94%).

[bookmark: _Toc390429447]SAFETY CONCLUSIONS
The present study did not reveal any particular problems relating to safety for all three doses tested. None of the three reported by the drug. 


	Conclusion:
	This multicenter,  randomized , double-blind , parallel-group study evaluated the efficacy and safety of three different and incremental doses of a monomeric allergoid of Ambrosia ( ragweed Lais ) in oral tablet formulation . Of the 73 subjects enrolled, 71% (total of 52 subjects : ITT population ) were randomized and 29% ( 21 subjects ) were screened failures . The Thirty-six percent of patients ( a total of 26 subjects) did not complete the study , 5 of which were randomized ( 2 came out at visit 1 , visit 2 at 2:01 at time 3, for all adverse event ) . Patients who completed the study are therefore 47 (PP population). In the ITT analysis, with regard to the primary endpoint (development of symptoms to score NPT) and the average for all three groups evaluated showed a reduction from baseline. We observe a significant difference in favor of the evaluation between Lais 2000 and Lais 300 regarding the evolution of the score of severity of TPN when evaluating the relative values ​​at doses in the range of scores resulted in 4:06 . This finding is also confirmed in the analysis on the PP population.

As regards the fall of the peak flow nasal ( NPIF ) after provocation test is very lower compared to Visit 4 to Visit 1 for all three treatments : 74 % for Lais 300, 40 % for Lais 1000 and 42 % for Lais 2000 ( analysis in the ITT population). The same trend is also observed in the analysis of the PP population. As far as the maximum tolerated dose to TPN, the percentage of subjects who improved and the evaluation of the overall improvement in the statistical analysis showed no significant differences among the three groups. In the evaluation of these adverse events were lower in the group Lais 300 than the other two groups, but these differences were not statistically significant. In conclusion, the study showed that all three doses of allergoid ragweed (Ambrosia Lais) used are accompanied by a reduction in symptom score after nasal provocation test compared to baseline. There is a significant difference between the group treated with 300 AU compared to the group treated with the highest dose (Lais 2000 AU ) as regards the evolution of the severity scores of TPN when evaluating the values relating to doses in the range of scores caused by 4:06 . All three doses significantly reduced the magnitude of the fall of the peak flow after nasal provocation test without a significant difference is observed between the three dosages even though there was a clear dose-dependent trend.
As far as the maximum tolerated dose to TPN, the percentage of subjects who improved and the evaluation of the overall improvement in the statistical analysis showed no significant differences among the three groups. The three doses from the point of view of tolerability have not shown significant differences. There were no serious adverse events attributable to study treatment. However, interpreting the results, it is necessary to point out that the ITT population and PP appear to be lower than the calculated sample size for the study (at least 84 evaluable subjects in total).

	This trial was conducted in compliance with the principles of ICH Good Clinical Practice.

	Date of the report: September 17th, 2012



