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v
(1) THE NORWEGIAN ATHLETICS FEDERATION ("NAF")
(2) THE INTERNATIONAL ASSOCIATION OF ATHLETICS FEDERATIONS ("1AAF")

Respondents

WITNESS STATEMENT OF PROFESSOR FRANCESCO BOTRE

I, Professor Francesco Botré, of Laboratorio Antidoping FMSI, Largo Giulio Onesti, 1, 00197 Rome,

Italy, will say as follows:

Introduction

I am the head of the WADA-accredited Laboratorio Antidoping FMSI in Reme, Italy (“the Rome
Laboratory”™), a position which I have heid since November 1998, As my Curriculum Vitae
shows at Appendix | to this witness statement, [ have been involved in anti-doping work since
1996. Under my direction, the Rome Laboratory has analysed over 100,000 samples in the last

10 years and over 50,000 samples since moving to our new, larger premises in 2007,

The Rome Laboratory has been accredited for analysing EPO since 2003 and CERA was added to

our scope of accreditation in the second half of 2008. In total, the Rome Laboratory has analysed
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roughly 10,000 samples for EPOs, 70% of which (about 7,000 samples) in the period 2007-2010.
In that period, we have reported 35 adverse analytical findings for EPOs (33 since 2007) of which
27 have been for human recombinant EPO, 5 for NESP and 3 for CERA. All 35 adverse
analytical findings to date have been reported from urine samples. In addition to the above, all
blind samples and double blind samples containing EPOs received by our laboratory as part of the
WADA external quality assessment scheme (EQAS) and the 10C laboratory evaluation scheme

for the 2006 Turin Winter Olympics have always been correctly reported.
3. In this witness statement, I have been asked to address the following issues:

(i) the chain of custody of sample 3511158;

(ii) the A sample analysis;

(iii)  the B sample analysis;

(iv) my response to the Panel’s requests for further information on the analyses; and

(v) my response to various criticisms made of the analytical process by the athlete’s experts.
Chain of Custody of Sample

4. The Rome Laboratory was asked to conduct the analysis of urine sample number 3511158
collected in competition at the Coppa Cittd di Sesto event held in Sesto San Giovanni, Italy on 1

May 2010.

5. A summary of the complete laboratory chain of custody for sample 3511158 (A and B samples) is
set out at page 6/70 of the A sample Laboratory Documentation Package at Appendix 2 and at
page 6/79 of the B sample Laboratory Documentation Package at Appendix 5, and is further

described below.

6. Urine sample number 3511158 was collected at the Coppa Citta di Sesto event as part of IAAF
Test mission code “IAAF 03/2010” and handed over for transportation to the Rome Laboratory
by TNT courier numbered “NT — 81322796-2" (at page 8/70 of Appendix 2). The sample was
handed over in a shipping container, together with 5 other samples (A and B samples) collected

from the same event.
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10.

11.

The Chain of Custody Form (at page 8/70 of Appendix 2) records that my colleague, Francesco
Molaioni (MLJ), took delivery of the package from TNT at 08:20hrs on 2 May 2010. The 2 May
2010 was a Sunday, so we followed the procedure for the reception of samples outside of normal
business hours (8am to 5pm Monday to Friday), as indicated on the relevant form (FL103,
“Accettazione straordinaria” at page 11/70 of Appendix 2). Upon receipt of the courier, MLJ
checked the identity of the shipment, its proper refrigeration and the integrity of the packages
containing the samples. Having done so to his satisfaction, he ticked the requisite boxes on the

Chain of Custody Form and then signed it (at page 8/70 of Appendix 2).

A copy of the corresponding TNT form is at page 9/70 of Appendix 2. This bears the same TNT
reference 81322796-2 as recorded on the Chain of Custody Form.

The Laboratory sample reception form is the first internal document to be filled out in cases such
as this and further records that MLJ took delivery of TNT package numbered 81322796-2 at
08:20hrs on 2 May 2010 (11/70 of Appendix 2). No observations were made by MLJ on receipt
of the samples and he signed the form accordingly, indicating that all was in order. The samples

were immediately placed in refrigerator FR018 for storage at a temperature of 4°C.

The Laboratory sampie registration form FL102 (“accettazione e registrazione campioni”) is at
12/70 of Appendix 2. This form records that, on the following day, Monday 3 May 2010, Stefano
Barberini (SBR) assigned batch “IAAF 03/2010” with an internal reception number of 10E003
and urine sample 3511158 with an internal laboratory number of 4433 (“A4433” for the A bottle
and “B4433” for the B bottle). The complete and unique internal codes for the A and B samples
therefore were 10E003A4433 and 10E03B4433, but, for all internal operations, the samples were
identified by the last part of the respective code: “A4433” and “B4433”. SBR also verified the
identity of the samples on 3 May 2010, including sample 3511158, against the accompanying
doping control forms (page 10/70), and checked that the seals of the bottles were intact. At the
same time, SBR conducted a visual inspection of the incoming samples and recorded that sample
A4433 was unremarkable being of a bright yellow colour and containing no sediment {pages 15
and 16/70 of Appendix 2). No traces of blood were identified in sample A4433. The A samples,
including sample A4433, were placed in refrigerator FR019, while the corresponding B samples,
including sample B4433, were placed in CO010 (page 12/70 of Appendix 2).

On 3 May 2010, Stefania Turi {TUS) broke the seal of sample A4433 and took the aliquot

necessary for the EPOs/NESP/CERA analysis; the aliquot was placed in refrigerator FRO16 and
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12.

the A bottle was placed back in FRO19 (page 13/70 of Appendix 2). It is usual laboratory
practice that the aliquoting for EPO is done separately by the individual EPO analyst and TUS
indicated in the comments box on page 13/70 the words “solo epo” meaning that she took only
the EPO aliquot on 3 May 2010. The following day, 4 May 2010, Roberto Romani (RRM)
performed the remaining aliquoting for the additional analytical procedures to be carried out (i.e.
pH and specific gravity, stimulants narcotics, anabolic steroids, diuretics and glucocorticoids...).
Once the aliquoting was completed, the A bottle containing the remainder of the sample was

placed in freezer CO010.

On 5 May 2010, Francesca De Angelis (FDA) measured the pH and specific gravity values on the
dedicated aliquot of sample A4433 (page 18/70). The pH was recorded as 5.0 and the specific
gravity as 1.010. Both values are well within the range of normal values for urine samples
analysed by our laboratory and neither raised any concern about the sample’s suitability for

analysis.

The analysis of the A sample

13.

14.

The initial testing procedure was performed by Stefania Turi (TUS) between 7 and 11 May 2010
{page 6/70 and pages 21-31/70 of Appendix 2) in accordance with the Rome Laboratory’s
internal procedure for the detection of recombinant erythropoietin and analogues, including
CERA. A brief description of the method used, which is consistent with the method described in
the WADA Technical Document TD2009EPOQ, is given on page 20/70 of Appendix 2 as follows:

* Sample preparation (concentration by ultrafiltration), including also the aliquot used
for the stability test in the case of the confirmation of a suspicious sample;
Pre-focusing;

Isoelectric focusing;

First blotting;

Incubation with the anti-EPO antibody;

Second blotting;

Incubation with the biotinylated secondary antibody;

Incubation with the streptavidine-peroxidase complex;

Covering with the chemiluminescent substrate;

Exposure of the membrane and acquisition of the image by a dedicated digital
camera.

Details related both to the instruments used and the instrumental conditions for the initial testing

procedure are set out on page 21/70 of Appendix 2 and the worksheets recording the various steps



15.

16.

17.

18.

19.

that were taken in the procedure are recorded as part of the aliquot chain of custody

documentation at pages 22-31/70 of Appendix 2.

The results of the initial testing procedure are set out at pages 32-34/70 of Appendix 2. It should
be noted that the purpose of the initial testing procedure is NOT to report a positive or suspicious
sample but instead to exclude from any further investigation those samples that are clearly
negative. This was not the case for the sample A4433 in lane 2 (page 34/70) which shows a clear
signal in the CERA area. However, since some of the lanes on the gel - including lane 2 -
showed signs of lateral drift, the gel did not comply with our internal criteria and so our analyst,

Stefania Turi (TUS), proposed repeating the initial analysis on a new gel. I agreed to this.

The initial testing procedure was therefore repeated between 11 and 13 May 2010 by Giorgia
Corpetti (GIC) (page 6/70 and page 44/70 of Appendix 2) using another aliquot of the same
retentate from the first initial screening and, once again, in accordance with the Laboratory’s
internal procedure for the detection of recombinant erythropoietin and analogues. The

corresponding worksheets for the repeat procedure are set out at pages 35-44/70 of Appendix 2.

The results of the repetition of the initial testing procedure are at pages 46-48/70 of Appendix 2.
The profile of lane 3, corresponding to sample A4433 (page 48/70), showed clear signals in the
CERA region and therefore required a confirmation analysis according to the WADA Technical
Document TD2009EPO. For this purpose, TUS prepared one aliquot for the confirmation
analysis and one aliquot for a stability test to be performed. The aliquoting for the confirmation
procedure was carried out by TUS on 17 May 2010 (page 51/70 of Appendix 2) and the aliquots
were stored in refrigerator FRO16 inside the EPO room until the confirmation procedure was

started on 20 May 2010. The remaining A sample was placed back in freezer CO010,

The confirmation procedure was carried out by Stefania Turi (TUS) in accordance with our
internal procedure for the detection of recombinant erythropoietin and analogues between 20 and
22 May 2010 (page 6/70 and page 61/70 of Appendix 2). The worksheets recording the steps that
were taken are set out at pages 52-61/70 of Appendix 2.

The results of the confirmation procedure are at pages 62-66/70 of Appendix 2. The initial
evaluation of the results of the A sample confirmation was conducted by TUS who completed
internal form FL158 (at page | of Appendix 3) and which was then reviewed in turn by me. My

review of the electropherogram confirmed the absence of spots or smears that would invalidate
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20.

21,

22.

23

the analysis and the presence of 4 consecutive bands corresponding to those of CERA reference
material; furthermore, the result of the stability test also showed that the urine was stable
according again to the stability criteria of the WADA Technical Document TD2009EPO. I was
happy in the circumstances following my review of the results to sign off on form FL039 (page
67/70) that the sample was positive for CERA in accordance with our internal criteria (matching

the requirements of TD2009EPO).

In accordance with the WADA Technical Document TD2009EPO, before reporting the sample as
an adverse analytical finding for CERA, we are required to seek a second opinion from one of the
authors of the Technical Document. On this occasion, I asked Dr Frangoise Lasne of the Paris
WADA-accredited Laboratory, the person who developed the double blotting technique used in
the IEF analysis and who had been responsible for validating the test for CERA for anti-doping
purposes. I sent Dr Lasne the relevant information for her second opinion on 22 May 2010 (copy
e-mail at page 1 of Appendix 4) including the raw, unprocessed images of both the screening and
the confirmation analyses, the same images in inverted colours to make their visual identification

easier and the corresponding GASepo files.

By letter to the Rome Laboratory dated 25 May 2010, Dr Lasne confirmed (at page 69/70 of
Appendix 2) as follows:

“According to the files corresponding to sample 10EG03A44433 (screening, confirmation and
stability test}) and WADA criteria from TD2009EPQO, we conclude that this sample shows the
presence of recombinant erythropoietin (pegylated Epoetin beta - MICERA).”

Having obtained Paris’s second opinion confirming our own conclusions with respect to the
sample, this was noted on page 68/70 of Appendix 2 and a test report notifying an adverse
analytical finding for CERA was issued to the relevant testing authority, which in this case was

the IAAF, on 26 May 2010 {page 70/70 of Appendix 2).

The Laboratory Documentation Package for the A sample analysis was prepared and then
reviewed by Dr Xavier de la Torre on 10 June 2010 (page 1/70 of Appendix 2). The results of the
initial screening analysis were included for completeness even though not required by WADA
TD2009LDOC. | reviewed and approved the document in my capacity as Laboratory Director on

the same day.



The analysis of the B sample

24,

25.

26.

27.

The B sample analysis started with the opening of the B sample at 9:00am on 14 June 2010 in the
presence of the athlete, together with his scientific adviser, Professor Helge Oftebro and his
coach, Mr Stephan Plitzer. A full list of the persons witnessing the B sample opening on 14 June
2010 is at page 13/79 of Appendix 5.

The sample opening form at page 14/79 of Appendix 5 records that the B sample bottle was
intact, corresponded to the code identified on the athlete’s doping control form and was properly

closed. The form was signed by all parties present.

Before opening the B sample bottle, and while the sample was thawing, my deputy, Dr Xavier de
la Torre and [ spent a long time explaining to the athlete and his entourage the entire analytical
procedure that had been carried out on the A sample and taking them through the full
documentation package. We also explained to them the procedure that would be followed for the

analysis of the B sample.

I recall in particular that Dr Oftebro asked me some specific questions at this time. He wanted to
know why WADA-accredited laboratories were not using LC-MS/MS for confirmation of EPO
cases and I explained to him that there was no internationally recognised, validated and WADA-
approved method to detect EPO by LC-MS5/MS. He also wanted to know why we had not
performed SDS-PAGE analysis on the A sample to which I responded that SDS-PAGE analysis
was not required under the WADA Technical Document when the IEF result was clear, as the A
sample result had been in this case. Finally, he asked whether we were going to perform a steroid
profile analysis on the B sample to confirm that the sample belonged to the athlete. I confirmed
that a steroid profile analysis had been conducted on the A sample but that it did not form part of
the EPO confirmation procedure and that, in my opinion, a steroid profile was not necessary to
establish that it was the athlete’s sample. [ said this because all the chain of custody
documentation confirmed the integrity of the sample code 3511158 (internal code A4433);
furthermore, this was the only sample in the batch found to contain traces of dextran and the
doping control form for sample code 3511158 was the only one from the batch which disclosed
the administration of dextran-containing iron preparations. Dr Oftebro was apparently satisfied
with my explanations but nevertheless requested both the steroid prefile and the SDS-PAGE

analyses to be carried out on the B sample.



28.

29.

30,

I also recall having a conversation with the athlete and his trainer, The athlete’s trainer raised
some doubts about the actual flasks containing the athlete’s urine. He claimed that, at the time of
sample collection, the urine had been poured into A and B bottles and then in turn sealed in
external plastic vessels, a yellow one and a green one. [ realised that the athlete’s trainer, who
was supperted in his comments by the athlete, must have been referring by this to an older
version anti-doping kit manufactured by “Versapak” that had not been used in Italy for the last 5
years or more. Since the athlete and his trainer were insisting that the test would have to be
considered invalid for this reason, [ telephoned the headquarters of the Italian Doping Control
Officers to know, without reference to the specific event in Sesto San Giovanni, whether
Versapak kits were still being used in Italy. The person I spoke to, the coordinator of all Italian
DCOs (Dr. Francesco Leonelli), confirmed to me that only Berlinger kits had been in use in ltaly
for several years. I asked Dr. Leonelli whether he was able to confirm this to me by email or fax
and he agreed to do so if necessary. I explained the outcome of my conversation with Dr.
Leonelli to the athlete and his trainer who decided that a Versapak kit must therefore have been
used at a different event, not the “Citta di Sesto” one. They agreed that a written declaration from

Dr, Leonelli was not necessary,

The athlete’s trainer made a further comment however that the B sample bottle presented to the
athlete on 14 June 2010 was not in the same plastic bag as the athlete had left it in Sesto San
Giovanni on 1 May 2010. I clearly explained to them that, upon arrival at the laboratory, the
bottles are taken out of the transparent, plastic bags and placed in the refrigerator awaiting

analysis. They appeared to accept this explanation.

[ recall that Professor Oftebro also commented on the discrepancy between the specific gravity
readings at the time of collection and at the laboratory. I explained that this was simply due to the
fact that the laboratory uses an electronic device called a thermostated digital unit which is more
precise an instrument than the measuring sticks that are used by doping control officers on site,
whose only job it is to check that the specific gravity is higher than the minimum acceptable
level, and, if not, initiate a procedure for the collection of a further sample. I also pointed out that
the specific gravity of both the A and the B samples measured at the laboratory was a good maich
and, as far as [ can recall, both the athlete and Professor Oftebro were satisfied with this

explanation.



31

32.

33,

34,

35.

36.

The athlete’s final comments and requests were recorded in writing and included in the laboratory

documentation package (at page 15/79 of Appendix 35).

The B sample bottle was identified with internal laboratory code 10E003 B4433 and visually
inspected by Fabrizia Folchitto (FAF) (at page 22/79 of Appendix 5). As in the case of the A
sample, the urine was recorded as bright yellow in colour and free of sediment. Again, no traces

of blood were identified in the sample and noted as an “observation”.

The B sample bottle was opened once thawed at 11:30am. After taking portions for the analysis,
the re-sealing of the B sample with a new cap bearing code number 1000892 was witnessed by
the athlete, Dr Oftebro and the athlete’s trainer and the re-sealed B flask was returned to freezer

COO010 (page 14/79 of Appendix 5).

TUS measured the pH and specific gravity values of sample B4433, The pH was recorded as 5.5
and the specific gravity as 1.009 which represented a good consistency with the earlier A sample

readings of 5.0 and 1.010C respectively (page 24/79 of Appendix 3).

The B sample confirmation analysis was conducted by Stefania Turi {TUS) between 14 and 16
June 2010 in accordance with the Laboratory’s internal procedure for the detection of
recombinant erythropoietin and analogues. Details of the instruments and the instrumental
conditions for the initial testing procedure are set out on pages 28-29/79 of Appendix 5 and the
worksheets recording the various steps that were taken are recorded in the aliquot chain of

custody documentation at pages 30-39/79 of Appendix 5.

The steroid profile analysis requested by Professor Oftebro was performed in parallel to the
confirmation analysis on aliquots taken from both the A and the B sample bottles so as to be able
to compare the results with those already obtained at the time of the original analysis of the A
sample. The results are set out in Appendix 6 from which it can be seen that the three profiles are
clearly overlapping (pages 4-6/6 of Appendix 6). This demonstrates not only that the A and B
samples were from the same athlete, but also, by comparing the steroid profiles of the two A
aliquots i.e., the one analyzed at the time of the first screening of the A sample and the one
analyzed at the same time as the B sample analysis, that the storage of the A sample in the
laboratory for a 45 day period between the two analyses had no effect on the steroid profile of the

sample, thus confirming the proper storage and integrity of the sample.



37.

39,

40,

4l.

The confirmation test results are set out at pages 40-44/70 of Appendix 5. Although lane 9,
corresponding to sample B4433 (page 40/79) clearly showed bands in the CERA region and lane
11 showed that the urine was stable according to the criteria of the WADA TD2009, the signal for
the positive reference sample containing CERA (lane 4) showed some spreading in the less acidic
region, and the signal of the MirCERA® reference standard (lane 13) was relatively weak.
(MirCERA® is the commercial name for CERA). We decided therefore in accordance with our
internal procedures to repeat the analysis but also to seek Dr Lasne’s second opinion on the

results at the same time, which we did the same day.

[ sent the raw data by e-mail to Dr Lasne on 16 June 2010 (page 3 of Appendix 4) in the presence
of the athlete and Professor Oftebro. Although the results confirmed the presence of CERA, I

also raised with Dr Lasne the possibility of a further analysis:

“Sample is on lane 9 and the stability test in lane 11. As you may see, the signal for the positive
reference sample containing CERA (lane 4) shows some spreading of the signal in the less acidic
region, while the signal of the MirCERA reference standard (lane 13) is relatively weak. We
have another aliquot of retentate and may repeat the gel if necessary.”

The SDS-PAGE analysis was concluded a day later on 17 June 2010 and the results are at pages
66-78/79 of Appendix 5). These results showed a signal in the CERA area matching the broader
identification of SDS-PAGE for CERA but also demonstrated to my mind how much less specific

and sensitive the SDS-PAGE analysis is when compared to the IEF technique. For completeness,

I sent these SDS-PAGE results to Dr Lasne on the same day (page 4 of Appendix 4).

Dr Lasne replied to my e-mail on 17 June 2010 {page 6 of Appendix 4) confirming that, in her

opinion, a further 1EF analysis on the B sample should be performed:

“Dear Francesco

The presence of CERA in the sample is clear, both in the IEF and the SDS results, however, |
think that, as you suggested, it would be better to perform another IEF analysis with the retentate
due to the probiems of CERA reference and positive control and due to the presence of some
CERA bands in BRP-NESP on lane 14. Of course, the SDS analysis doesn’t require to be
performed again.

Best regards,
Frangoise”
Following receipt of Dr Lasne’s opinion, the conclusions from the B sample confirmation

procedure were recorded at page 46/79 of Appendix 5: “Sample code 10E003 B4433 shows an

IEF profile compatible with presence of CERA, but the WADA criteria for reference standards
10



42.

43.

44,

45.

were not completely fulfilled, so we decided, to perform a new IEF analysis”. This was in full
accordance with laboratory policy and WADA standards. I was ready to repeat the B sample
analysis immediately but the athlete and his expert informed me that it was going to be
impossible for them to stay any longer than they had originally planned. We therefore agreed to
postpone the analysis to the earliest convenient date for themn which was communicated to me

only several days later and turned out to be 5 July 2010,

The second confirmation opening procedure took place at the Rome Laboratory on 5 July 201Q at
9:00am in the presence of the athlete and Professor Ofiebro. A full list of persons aitending at the

opening is at page 16/79 of Appendix 5.

The sample opening form at page 17/79 of Appendix 5 records that the seal of the B sample bottle
was intact, it corresponded to the re-sealed code 1000892 from the first B sample confirmation
and was properly closed. The volume of urine was also confirmed to be sufficient for a re-
analysis of the B sample. After a new aliquoting (page 19/79 of Appendix 5), the B sample was
re-sealed with code number 1000878 and returned to refrigerator CO0L0 (page 17/79 of
Appendix 5).

The B sample confirmation analysis was conducted by Stefania Turi (TUS) between 5 and 7 July
2010 in accordance with the Laboratory’s internal procedure for the detection of recombinant
erythropoietin and analogues. The corresponding worksheets are at pages 47-56/79 of Appendix
5.

The confirmation test results are set out at pages 57-62/79 of Appendix 5. The initial evaluation
of the test results of the B sample confirmation, as for the A sample, was conducted by TUS
{page 63/79 of Appendix 5) who again completed internal form FL158 (at page 2 of Appendix 3)
to be then reviewed by me. As for the A sample, my review of the electropherogram confirmed
the absence of spots or smears that would invalidate the analysis and also the presence of 4
consecutive bands corresponding to the CERA reference material; and, once more, the result of
the stability test showed that the urine was stable according to the stability criteria of the WADA
Technical Document TD2009EPO. Again, 1 was happy in the circumstances following such
review to sign off on form FLO39 on 7 July 2010 (page 63/79)} that the sample was positive for

CERA in accordance with our internal criteria,



46,

47.

48.

49,

50.

51.

I sent the raw data to Dr Lasne in Paris by e-mail on 7 July 2010 (page 7 of Appendix 4). On 8
July 2010, Dr Lasne provided her second opinion on the results of the second confirmation

procedure as follows (page 65/79):

“According to the files to sample 10E003B4433 and WADA criteria from TD2009EPO, we
conclude that this sample shows the presence of recombinant erythropoietin (pegylated Epoetin
beta— MIRCERA).”

Upon receipt of Dr Lasne’s opinion, the conclusions of the B sample analysis were recorded at

page 64/79 of Appendix 5 as follows:

“Drata were evaluated according to the WADA Technical Document TD2009EPO.

The acceptability, identification and stability criteria defined in the WADA technical document
TD2009EPO are fulfilled.

The second opinion of a different accredited anti-doping laboratory (AFLD Laboratory)
confirmed our conclusions.

An adverse analytical finding for Continuous Erythropoietin Receptor Activator (CERA) was
consequently reported for sample code 10E003 B4433”.

I did not refer to the SDS-PAGE results in my conclusions on page 64/79 of Appendix 5 because,
although to my mind they confirmed the presence of CERA in the sample, they did not form any
part of my analysis of the sample’s positivity under the WADA Technical Document. As [ have
already stated, we did not see the need to conduct an SDS-PAGE analysis at the time of the A
sample and the SDS-PAGE analysis on the B sample was only carried out at the specific request
of Professor Oftebro. The resulis were included in the Laboratory Documentation Package for

the sake of compieteness only.

[ subsequently reported to the IAAF on 8 July 2010 that the analysis of the B sample had
confirmed the presence of CERA (page 79/79 of Appendix 5).

The Laboratory Documentation Package for the complete B sample analysis was prepared and
then reviewed by Dr Xavier de la Torre on 27 July 2010. I reviewed and approved the document

in my capacity as Laboratory Director on the same date.

As part of the hearing process in Norway, [ was asked to provide the athlete’s steroid profile, as
had also been requested by Professor Oftebro ai the time of the B-sample analysis. This I did and

the results that [ sent to Norway are attached at Appendix 6.



Response to the Panel’s requests for further information

52.

53.

54.

55.

I am advised that the Panel has asked for further information from the Rome Laboratory in
relation to three issues related to the analyses that we performed: {a) whether any other analyses
were performed on the athlete’s urine samples; (b} an explanation regarding the alleged
“manipulation” of the GASepo Analysis Report; and (¢) any documented evaluation of the

“Acceptance Criteria”.

In relation to (a), | have referred above to the IEF, SDS-PAGE (on the B sample only) and
steroid profile analyses that we performed. We also performed on the A sample the usual range
of analyses for stimulants, narcotics, anabolic steroids, diuretics and glucocorticosteroids (page
13/70 of Appendix 2) for which the sample was negative. Traces of the plasma volume expander
dextran were found in the sample but not in sufficient quantities to be reported as an adverse

analytical finding.

The only other procedure conducted on the sample was an internal test that we carry out routinely
on samples that require the EPO/NESP/CERA analysis to be repeated and is done to estimate the
protein concentration in the athlete’s urine. It is a simple test in which a drop or two of urine
retentate is applied to a test strip and the approximate protein concentration measured against a
colorimetric scale. The test in this case was conducted by my colleague, Giorgia Corpetti, and
her written statement sets out the details of what she did. As Ms Corpetti confirms, the estimated
protein concentration in this case indicated that the protein concentration of the athlete’s sample
was increased but not so high that the analysis could not be repeated without modification to the
usual procedure (which meant essentially that the amount of urine retentate to be loaded onto the

IEF gel was the same as for the first IEF analysis of the A sample).

In relation to (b), it is normal practice to optimise the contrast in an image, in the same way as
with a camera when working under natural light conditions. This is merely to aid the “visual”
assessment of the results, It does not affect the GASepo report because the integration values of
the singie bands are not modified. As can be seen, the original raw images and data were all
supplied to Dr. Lasne in unaltered form for the purposes of her conducting her own interpretation.
Dr. Lasne reviewed the raw data and independently reached the same conclusions as we did. I
am confident therefore that the results we obtained correctly identified the presence of CERA in

the sample. In no way did [ attempt to manipulate those results at any point.
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56.

In relation to (c), there is no specific requirement in the WADA TD2009EPO to document the
evaluation of the acceptance criteria in any particular form. The evaluation that I made of the
acceptance criteria and indeed the other criteria required by the WADA TD2009EPO is described
above in paragraph 19 (A sample) and 45 (B sample) of this statement. The results of the
evaluations conducted in both cases were recorded in the laboratory documentation packages (at

page 68/70 of Appendix 2 and page 64/79 of Appendix 5).

Response to criticisms of the analytical process by the athlete’s experts

57.

58.

I have been shown a copy of the athlete's Appeal Brief together with Exhibits in this matter and it
has been brought to my attention that it contains a number of criticisms of my personal expertise
as well as observations and criticisms of the analytical work that was conducted by the Rome
Laboratory in relation to the athlete’s sample. I will seek to respond to each of the criticisms

made in turn:

Lack of competence to interpret analytical results: In the Appeal Brief, the athlete questions my

competence to interpret CERA results both generally and in relation to the specific results in this

case’

“8.3  The accredited doping laboratories probably have a great deal of experience in the
analysis work itself despite the fact that the analytical results in this case do not indicate
such and despite the fact that the Laboratory Director Francesco Botre told Mr Tysse, in
connection with the analysis of the B-sample, that neither he nor his deputy could carry
out the analysis process for the EPO test. However, in regard to the interpretation of the
analysis resuits, the doping laboratory in Rome does not held a corresponding level of
competence. Laboratory Director Francesco Botre showed by his reaction during the
preliminary negotiations in the NIF Tribunal that he had not registered that the bands,
marked 2, in the samples from Erik Tysse in SDS page had moved further down in the
lane than the standard in the CERA lanes, nos. 1 and 5".

82 The poor professional quality [of the analytical work and its reporting] was confirmed by
the witness statement given by Laboratory Director Francesco Botre. In his statement,
Botre stated that he:

A. Could not be 100% certain that CERA was present in Mr Tysse’s sample

B. Could not say with certainty that the substance that was found had passed through the
body of Mr Tysse

C. Could not confirm that the substance found was a synthetic substance.
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Botre stated the test result was suspicious. The bands were in the CERA area. He
believed therefore that the test was positive according to WADA’'s criteria in
TD2009EPO™.

In response to the passage at section 8.3 of the Appeal Brief, it is true that neither Dr de la Torre
nor [ are certified as one of the Rome Laboratory’s 4 certified EPO analysts. However, both Dr de
la Torre and I have senior qualifications under the certification system and it is not true to state
that I do not have the expertise in reviewing and interpreting EPO results in accordance with the
requirements of WADA TD2009EPO. As | have already indicated, the Rome Laboratory has
analysed approximately 10,000 EPO samples, 7,000 of which were in the period from 2007-2010
and we have reported 33 adverse analytical findings, including 3 for CERA in urine. As Director
of the Laboratory and the person responsible for reviewing all adverse findings before they are
reported, it is clear that I have considerable expertise in this area. Moreover, as [ have also
already explained, one of the world's leading EPO experts, Dr Lasne, agreed with my

interpretation that the sample in this case was positive for CERA.

In response to section 8.2 of the Appeal Brief, I would respond as follows: (A) my words have
been misunderstood. The point I was making here is that the IEF test used for detecting EPO is
different from a test based on mass spectrometry. The IEF test is a qualitative test based on
electrical charges, the so-called electrophoretic moiety of different EPOs, and on the reactivity
with specific anti-EPO antibodies. Mass specirometry is capable of identifying the specific type
and number of atoms in a molecule. 1 would have expected Dr Oftebro to have understood this
distinction. I never suggested that the athlete’s sample was not an adverse analytical finding
since, in accordance with WADA TD2009EPO, CERA was identified in the sample; (B) again,
my words have been misunderstood. My point was simply that not all prohibited substances are
detected through the identification of a metabolite that has been produced by their “passage”
through the human body, nor do they need to be. CERA is passed through the body but is not
identified as a “metabolite™; {C) to describe the substance as synthetic is misleading. The term
“synthetic” is normally reserved for substances that are distinctly chemically different from those
produced naturally in the body. Apart from the naturally produced substances, there is a third
category known as “biosynthetic” that consist of a modification of a naturally produced
substance. Very often such substances have characteristics very similar to those that are naturally
produced as well as some important differences. CERA fits into this category. The method used

to detect CERA clearly distinguishes negative samples which contain only naturally produced

15
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EPO; this picture is further confirmed by the fact that, out of more than 5000 urine sample
analyzed for EPO by our lab since the CERA test was first introduced, no bands in the CERA
region, like the ones obtained by the IEF analysis performed on the athlete’s urine, have ever
been detected in a negative sample, only in confirmed positive samples. Finally, my use of the
word “suspicious” has been taken totally out of context here, since this is the wording I use afier a
sample gives a non-clearly-negative result following the initial testing (or screening analysis).
Clearly, in no way can the word “suspicious” be used to indicate a result that, on its own, is

sufficient for our laboratory to issue an adverse analytical finding.

Integrity of the chain of custody: Mr Stray-Gundersen in his statement raises an issue regarding

the chain of custody of the samples. Namely, he comments (as Professor Oftebro did at the time
of the B-sample analysis) that there is a significant difference between the specific gravity of the
sample measured on site and then again at the laboratory. This, he suggests, raises the possibility

that the samples were “tampered with and/or diluted”.

I completely reject Mr Stray-Gundersen’s comment for which there is no factual evidence
whatsoever. To the contrary, the clear evidence is that the sample that was collected from the
athlete in Sesto San Giovanni on 1 May 2010 was the same sample as was received the following
morning in Rome. As I have explained above, the chain of custody of the athlete’s sampie is

complete and confirms that the sample arrived at the Rome Laboratory with its integrity intact.

If any further evidence of this is required, I confirm that the analysis of sample A4433 revealed
traces of the substance dextran and this is consistent with the disclosure of Cosmofer on the
athlete’s doping control form. Of the batch of samples received from the Coppa Citta di Sesto
event on 1 May 2010, only one athlete disclosed the use of Cosmofer and only sample A4433 was

shown to contain traces of dextran.

As I have also explained above, the answer to the difference in measurement of specific gravity is
that the Laboratory uses an electronic device called a refractometer (more specifically, a digital,
thermostated and certified instrument) which is more precise than the measuring sticks that are
used by doping control officers on site, The measurement of the specific gravity in the laboratory
is required to be solid and reliable since it is used in the analytical process to adjust the measured
concentration of endogenous substances prohibited by WADA, whereas the purpose of the

measurement on site is simply to verify that the specific gravity is above the required minimum
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level for the acceptability of a urine sample. [t is important to note also in this regard that the

specific gravity between the A and the B samples is a good match.

In conclusion, I have absolutely no doubts about the integrity of the chain of custody in this case.

A-sample analysis — should have been invalidated due to smears: Professors Osterud and
Skotland argue that the A sample analysis should have been invalidated because of ‘lumps’ or

‘smears’ on the athlete’s lane (even on the GasEPO pictures).

I disagree. It is true that the initial screening analysis had to be repeated due to lateral drifts and
diffusion of bands in several lanes, including the athlete’s lane. This variability occurs from time
to time with the IEF process and the fact that any such results are rejected is, in my view, a
testimony to the care taken by my laboratory to ensure reliable results. The initial screening
results were nullified in accordance with the ISL. In all other IEF analyses, there were no

“lumps” or “smears” in the athlete’s lane that could invalidate the analysis,

A sample analysis — both initial A and B sample analyses returned a negative result [5.2.1, page

6]: In the Appeal Brief, the athlete asserts that “both tests of the A and the B samples showed an
initial “failed” (negative) analytical result” and that this demonstrates the poor reproducibility of

the test method.

Again, | disagree that both initial A and B sample analyses returned a negative result. The first
initial testing procedure clearly demonstrated the presence of CERA but the analysis did not fulfil
the internal quality control due to the presence of drifting on several of the lanes and so we
repeated the procedure in accordance with our internal procedures. As for the B sample analysis,
as [ have explained above, the initial B sample confirmation clearly confirmed the presence of
CERA but the WADA criteria for the reference standards used were not completely fulfilled and

so we decided to perform a new IEF analysis, again according to our internal procedures.

A sample analysis — breach for conducting the repeat initial testing from the retentate [10.1, page

20]: The athlete argues that the Rome Laboratory breached WADA standards by analysing the
repeat initial testing of the A sample using the retentate of the first test. They say this is a breach
of section 5.2.4.3.1 4 of the International Standard and that, as a consequence, the analysis should

have been nullified.
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In my opinion, the athlete misinterprets the International Standard. Section 5.2.4.3.1.4 of the
Standard, by which any re-analysis must be conducted using a new aliquot of the sample, is
relevant only for confirmation analyses. There is no such provision in section 5.2.4.2 which
governs the procedure for conducting the initial testing procedure. In any case, analysis of a
second aliquot of retentate is not, in my opinion, a “re-analysis” but to be considered as the “re-
injection” of an aliquot in a chromatographic-spectrometric technique. The main difference is
that a re-injection in a chromatographic-spectrometric technique takes a few minutes to be

completed whereas a re-analysis for EPO by IEF takes a couple of days.

A sample — analysis shows that the urine sample was destroyed during storage: Professors

Osterud and Skotland suggest that the athlete’s urine sample was “destroyed during storage™ and
that the “confirmation analyses of both the A sample and the B sample are performed on such
modified/destroyed samples”. They point to the fact that bands of endogenous EPO could be
seen in the first initial A testing procedure but only faintly in the subsequent analyses. Equally,
for the SDS-PAGE analysis, they state that the apparent lack of EPO at the same band as the

standard EPO confirms that the “endogenous EPO in T’s urines have been modified”.

Once again, I disagree with the view that the athlete’s urine sample was destroyed. Consider first
the A sample analysis. Apart from the very first analysis of the A sample, whose lateral drift as [
have said, reduces the reliability of the integration values, the following IEF analyses show a
decrease in the intensity of the signal of both the CERA and the endogenous EPO bands
compared with those from the reference standards. However, this trend does not interfere with
the correct evaluation of the gel, which confirmed, by the analysis of the IEF profile, that the
WADA criteria to report an adverse analytical finding for CERA were still clearly met. It should
be noted that the B sample was frozen upon receipt at the Laboratory and kept frozen until the B
sample analysis and re-analysis were conducted so that it is unlikely that it could be “destroyed”.
As for the results of the SDS-PAGE analysis, since this method is far less specific and sensitive
than the IEF analysis, it does not add any further evidence to this matter, and no meaningful
comparison is possible in any case since SDS-PAGE analysis was not carried out on the A
sample. Finally, the result of the stability test shows that the urine was not “active” according to
the definition reported in the WADA TD 2009 EPO and that the position of the bands in the IEF

gel could not have been affected by urine instability.
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A sample — breach for failing to report the tests results within 10 davs: The athlete states that,

since the Rome Laboratory failed to report the test results within 10 days, this “invalidates” the

results.

Again, the athlete has misinterpreted the International Standard. The Standard states that
“reporting of A sample results should occur within ten (10) working days of receipt of the
sample. It is not mandatory therefore to report within 10 days but only a recommendation. Some
analyses such as EPO take substantially longer than others to perform and, in my experience, it is

very rare to report such analyses within the specified 10 day period.

B sample — the second B sample confirmation was negative according to the WADA Technical

Document: Professors Osterud and Skotland claim that the B sample confirmation should have
been declared negative for CERA because the pattern in the athlete’s sample is different to that of

the CERA standard and therefore breached section 3.1.2 of the WADA Technical Document.

The precise matching of the CERA bands with the reference standard is not as critical for CERA
as it is for other non-endogenous erythropoietins (e.g. alpha-epoietin) since the IEF mobility of
CERA and of endogenous EPO is very different and there is no overlap between CERA and the
endogenous bands. This is specifically reflected in the fact that, in the WADA Technical
Document TD 2009EPO, the CERA bands are not uniquely identified, as is the case for NESP
bands (A, B, C,...), endogenous bands (alpha, beta, gamma...) and thEPO bands (1, 2, 3...): the
difference is that, while NESP and rhEPO bands may overlap with endogenous bands, CERA
bands never do. In the case of a confirmation analysis for thEPQ, the exact position of the bands
is adjusted by correcting the run of the single lanes against a marker (methyl red) which allows
correction of any lane-to-lane variability of the migration times. Such an adjustment is not
necessary at all in the case of bands migrating to the CERA region, since, as I have said above,
there is no possibility of misidentifying a band in the CERA region (a “totally positive” region)

with a band in the endogenous (and therefore non-positive) region.

B sample - SDS-PAGE analysis shows no CERA band: Professors Osterud and Skotland assert
that the SDS-PAGE results show no CERA band since the “very weak band labelled 2 moves

longer than CERA and has mobility similar to the very weak band observed in the Photo-shop

modified picture”.
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Contrary to what is claimed by the athlete’s experts, | maintain that the weak band labelled 2 does
confirm a CERA band in the SDS-PAGE results. The uncertainty in the position of the bands in a
SDS-PAGE analysis for EPCs is higher than it is in an IEF analysis. This is why, according to the
WADA Technical Document, IEF, and not SDS-PAGE, is the reference technique for EPOs and
why [ do not believe in the diagnostic power of SDS-PAGE for EPOs. I did not initiate this
analysis on the A sample and I would not have gone ahead with the analysis on the B sample if it

had not been for the specific request to do so from Professor Oftebro (page 15/79 of Appendix 2).

Storage and handling of samples: The athlete criticises the storage and handling of his sample at

the Rome Laboratory pointing to the absence of chain of custody, the fact that the samples were
kept at room temperature and that the air conditioning in the laboratory was set at 26 degrees. In
particular, he claims that aliquots taken for analysis were left at room temperature for several
days before being analysed (e.g., the aliquot for the initial testing was taken on 3 May and the
analysis did not start until 7 May and for the A sample confirmation was taken on 17 May and the
analysis did not start until 20 May). He claims that inadequate storage conditions at the
Laboratory led to instability of the sample which affected the results, notably, in the fact that

there was only very faint endogenous EPQ in all but the first analysis.

I totally disagree with this criticism. As my statement shows, the chain of custody of the sample
is intact and no sample or aliquot was stored at room temperature for any period of time. The
stability tests conducted on the A and B samples show that the urine was stable at all times and,
even if there were issues relating to storage, which is not the case, this could not have affected the
results. Furthermore, it has to be kept in mind that, if degradation of a sample occurs, all EPOs
degrade and not only the endogenous ones. Finally, and in any case, should any significant
change have been occurring, and, again, this is not the case, this would have affected the A
sarnple only, since the B sample was kept frozen immediately after receipt up to the start of the B

analysis.

Failure to document: The athlete suggests that the Rome Laboratory failed to provide

documentation in respect of the procedures followed and notably any evaluation of the

acceptance criteria.

I disagree. As I have explained above, the A and B sample Laboratory Documentation Packages
contain full details of the analytical method involved, the worksheets completed and all results of

the analyses undertaken, including a record of which personnel did what. As the evidence shows,
20



84.

85.

86.

87.

the documentation and reporting are fully in accordance with the WADA International Standard
for Laboratories, and the WADA Technical Documents on EPO (TD2009EPQ), on the
Laboratory Internal Chain of Custody (TD2009LCOC) and on the Laboratory Documentation
Package (TD2009LDOC).

No second opinion: The athlete asserts that WADA's regulations in relation to second opinions
are inadequate and that, in order to give her second opinion, Dr Lasne should have been required

to carry out a completely new analysis in the second opinion provider’s own laboratory™.

As is clearly shown by the email exchange between our laboratory and Dr. Lasne, we supplied
her with all necessary documents, both for the A and the B analyses: (a) original, unprocessed,
raw images, in .tiff format of the IEF analyses, also in inverted colours; and (b) the full GASepo
files of the same [EF analyses, built up on the raw images. In addition to the above, we also sent
to Dr, Lasne the two sets of samples (raw images and GASepo file) of the SDS-PAGE analysis of
the B sample. This was the entirety of the data that our Laboratory used to make its assessment in
the case and, in my opinion, is in full agreement with the WADA rules. The WADA rules do not
require a completely new analysis to be performed in the second opinion provider's own

laboratory.

Self-interest in the outcome of the analysis: The athlete asserts that the Rome Laboratory had a
self-interest in uphelding a positive analysis in his case and that I gave a TV interview after the
hearing confirming this. They say thai an analytical result from a doping laboratory that has a

self-interest in its outcome has no value,

I do not understand the basis for this comment because I have never given a TV interview in
relation to this case. I do recall however that the athlete and his expert at the B sample analysis
asked me whether I had an interest in confirming the A sample result. I replied that my only
interest is to ensure that I (and the laboratory that I direct) work in accordance with the WADA
rules and that I can defend the credibility of our work and the solidity of the results that we issue,

regardless of whether they are negative or positive.

I confirm that the contents of this statement are true and correct to the best of my knowledge.

Fa i

Professor Francesco Botré Date: June 23rd 2011
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List of Laboratory Staff Involved in the Test

Sample A code 3511158
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X
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Summary of Chain of Custody

Sampie code 3511158 (A+B bottles) was delivered to the iaboratory together with 5 other
samples (A+B bottles) by TNT and received by MLJ* on 02/05/2010; samples were
registered and visually inspected by SBR on 03/05/2010. Sample 3511158 was identified
with internal code 10E003 A4433. The “A” samples were stored at 4°C waiting for
aliquoting, while the “B” samples were immediately stored in the freezer (-20°C). The seal
of sample internal code 10E003 A4433 was broken and aliquoting (for EPO analysis) was
carried out by TUS on 03/05/2010, while RRM aliquoted the samples for all other
screening analyses on 04/05/2010. On 05/05/2010 FDA measured the pH and the specific
gravity.

TUS performed the screening procedure between 07/05/2010 and 11/05/2010. The
screening analysis was newly performed by GIC between 11/05/2010 and 13/05/2010.
The screening analysis showed a suspect result for the presence of Continuous
Erythropoietin IReceptor Activator (CERA)}. TUS requested one additiona! aliquot of sample
10E003 A4433 for CERA confirmation and one for the stability test on 17/05/2010.
Aliguoting for confirmation was carried out by TUS on 17/05/2010. The complete
procedure of detection of recombinant erythropoietin and analogues was performed by
TUS between 20/05/2010 and 22/05/2010. The results matched our internal criteria to
report an Adverse Analytica!l Finding for CERA.

On 25/05/2010 Dr Frangoise Lasne, head of the biology department of the WADA
accredited Laboratory of Paris (France), evaluated the results and confirmed the presence
of Continuous Erythropoietin Receptor Activator (CERA) in the sample code 10E003

Ad4433.

*The person performing the specific task is indicated by an internal three-letter code (see
list of laboratory staff).
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SECTION I:
RECEIPT AND HANDLING OF SAMPLES
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.1 Documentation of shipping and receipt of intact samples
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1.2 Doping control form

Piease write legibly and in CAPITAL letters / Ecrire lisiblement en majuscules

DOPING CONTROL FORM
FORMULAIRE DE CONTROLE ANTIDOPAGE

1. ATHLETE INFORMATION = AENSEMINEMENTS SUR LATHLETE Akt TESTING LOCATION = LIEW DU TEST

R e s

2. IWFORMATION FOR AMALYSIS = (RFORMATIONS POUR [ANALYSE

{7
i

_ iAr: )[ATHLETICS
T S
o s

s
oo O30 e '

T U G U AR RPN D TN A T S, SYERCH AP e R Tl e P S CSDTTTEIRGRT, I AL WL o A TR T TR I T T O [ B e T TG
FAAOLS (3 AT Y CRMIRT B LY LU M ¢ 0y I R WELA TR SR e G e ATTNORE S R TR T RS Tl ST R e
| AT L L b et
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1.3 Laboratory sample reception form
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Sample A code 3511158

Pag. 1
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M® BOREE D TRASFOR IO HICEVUTE i
| i
1]
e — ST e Pl r—— i
et i RPN RN |
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.4 Documentation Linking Sample Identification Number to Laboratory
Identification Number (Laboratory sample registration form)

RIF. FLO4B 1008
i FEE&ERAZ!GNEMJ; [EOISPORTIVA ITALIANA.
| LABORATORIG™ ANTIDOPING [ :
B ACCETTAZIONE E REGiSTRAZtONE cmmom SR
Pag. 171
RIF PGOGY Reyv 4
LOTTO DIACCETTAZIONE N* 10E003 4429-4434
CATENA DI CUSTODIA; IAAF 0312010
et T et T o PARTELAGCETFAZIONE. = 10
|DATA Dt RICEVIMENTO 02/05/2010 ORA 8.20
_RICEVU]’A TRAMITE: CORRIERE
i ST PARTEUL GARADIAPRARTENENZA | 0
SPORT-GARA: [ATHLETICS ~ GARA INT.LE DI MARCIA 20 KM -IAAF  |SVOLTA IN DATA 01/05/2010
LOCALITA  |SESTO SAN GIOVANNI FEDERAZIONE 1AAF
. PARTENIZREGISTRAZIONE CODICI ESTERNI CAMBIONI A E BIE/ASSEGNAZIONEICODIC) DI FABORATORIO
CAMPIONIAE B CAMPIONI A E B CAMPIONIAEBR |
CODICE CODICE CODICE CODICE CODICE CODICE
ESTERNO | INTERNO | ESTERNO | INTERNO
- e —— 1
- fi E
17 e
ati1ice | __ 8433 1 s i

CAMPIONIAE B CAMPIONIAE B CAMPIONIAEB -
ESTERND INTERNO ESTERND | INTERNO | ESTERNO INTERNO

o s e T = =i

i s i -
r gy
T

LCAMPICN] "A" SONG STATI COLLOCATI NEL FRIGO/CONGELATORE:  FRA19

o MR N o Bt ok MR U MRER W o Ay e e A e b U Bl 8 BAAR e A e B 4 GRS B e WAL W M S S Sm R R M A e Emm r m e T WA AW ek m e mee e e MW e R e

ILLOTTO E’' STATO ACCETTATO REGOLARMENTE?

/Ef‘gw\ 'L INO VEDERE RAPPORTO FLOO2 RIF PNC  N° PROT
N PROT
N PROT

CAMPION! SOSPESI:

A

DATA, SIGLA E FIRMA DEL RESPONSABILE ACCETTAZIONE_© 5 /<, %de
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1.6. Sample chain of custody (Distribution form of aliquots for initial

testing procedures)

B 1mummﬁo=n=mc_3amﬁ§<€;.._mx¥.

moo:n. E_._...Emﬂ

NG i ;
£ Eﬂﬁa.uo ....Eoor \.\W ﬁ H, | \M
| VERBALE DI »mmmmzpﬁozm Fﬁmod,m .a,a:z:m jo 't Ui A
: mﬂx. )]
RIF. 0 / / ﬂw M....n\ 7 \W.c.\w b _, ﬁm%\
- A A Ea i .
Richiesta di distribuzions (data, sigla ¢ firma del richiedente); OIVS0L0 4 . v ﬁ, \
LOTTO DI ACCETTAZIONE: 10EQ03
B
CODICE o 1 ta (| W XN 1% EPD OSSERVAZIONI
WTERND | 2N (X)X
mbL mbL mk mL mlL ml pl ml
20,5 2 2 1 k] 30 20
x —
(arntt) X X X X % X x % 2
e
— X —_ — x =N — ——
. = X = T e =
- - % . % = —
_ X T = X = = =
o X - — % - —
PERATORE Aliguote ripartite Verif. Ubic. Uble, Ossenvazioni Aliquotazions
° (sigta) Data DA A D Aliguote “A" RES.
—eus, man. 3] Gilson [_JiSA_)
. alclw |AGuza 14U b | Frole Fhai{s Sl 0o —
b m : G . sl | € EoAY Cod, Man. [ |  Gilson Bisa ]
L - & g
= Man. [} Gilson [ _J(sA )
Man. [ ] Gilson {_]{SA )
Marn. [} Giison [_]iSa )
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SECTION II:
SAMPLE 3511158

INITIAL TESTING PROCEDURE AND
CONFIRMATION RESULTS
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.1 Preliminary tests

Please note: The results of the preliminary tests and of the preliminary determinations are
recorded on single forms for all samples belonging to the same batch.

1l.1.1 Visual inspection

COLOUR: VISUAL TEST, ACCORDING TO THIS TABLE:

1 LIGHT YELLOW

2 BRIGHT YELLOW

3 DARK YELLOW

4 PINK-BROWN

5 RED

6 OTHER (TO BE SPECIFIED)

SEDIMENT: VISUAL TEST, ACCORDING TO THIS TABLE!:

0 ABSENT
+ POOR
++ ABUNDANT

VOLUME: COMPARISON AGAINST A CALIBRATED BOTTLE

1570
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1.1.2 Preanalysis results

Sample A code 3511158

CGMUNlCAZIONE RISULTATI ESAMI PRE&.IM!NARI

RIG. PGODY P
LOTTO Ot ACCETTAZIONE M° 10E003
Kit wizzato: [Jex [Clversapack X seromcer
. : : i e
CODICE | yoluMe | COLORE

SEDIMENT)

(] amo

LABORATORIO "y GSSERVAZION!

1

= 1

1

== bttt R == ———— —
"__1_._-._1 ST L . e S
1 CAMPION SONO STATI COLLOCATI NEL FRIGO N*: £ROIS o]
G0N STATI RISCONTRATI FriCT i =
Qﬁ 0 §1- VEDERE RAPPORTO £LK2 Rsaluc S i

DATA;

QB2010 opammn@;_M i LL::.;_.«
]

{711 Colora motia deholo o prive Bi colors; 2 Glatko pagliednp; 3 Giao sourp:d Rosa-bitng; § Resso: 6 Al
™10 assenti, + scorsi; ++ abbondanti
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11.1.3 Preliminary determinations

pH Colorimetric determination

Specific gravity Electronic densimeter
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l1.1.4 Preliminary determinations results

: - . T
Federazione Medico Sporfiva italiana i o 1 e
Laboritario Antidoping FOGLIO DI LAVGRO FL034
Verbale di comunicazione risultati preanalisi
RIf FGOOT Pag. 11
Rev, 3

Lotto di aceeltazione : : 10E00S.

Peso Specifico (5.G.) Lettura Osservazion

Cod. DS003 H.0 L p,0688 i

Intery. Accelt. [0,9995-0,9538)

OpH (strumentale) Tampone pH 7,

Cod: | PHOO4 Tampone pH 4.

2pH _(cartina) |Ranga cartina utiiizzata :

Cod: _R140.073_| i
Cadici Lelture Letture Codici Letture Letture

Campicni pH 8.6, Campioni pH S.G.

— - - ; =2
Ad433 : L MEHIAEN RESNS, gl TR

o

Responsabite . -

esecuzione misure pH T Y17 - S 05/05/10

igla = Firma e Dala

Respongabils v
esecuziong misure S.G, = //"i:}:]—‘ % : . %2\: 05/05/10
Sigla Lax Firma = Dbats
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CONTINUOUS ERYTHROPOIETIN RECEPTOR
ACTIVATOR

(CERA)

INITIAL TESTING PROCEDURE AND
CONFIRMATION RESULTS
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1.2 Initial testing procedure Test Data

11.2.1 Initial testing procedure Analysis Test Description

Initial testing procedure and Confirmation analysis were carried out according to the internal
procedure for Detection of recombinant erythropoietin and analogues. The worksheets are enclosed
in the aliquot chain of custody documentation (worksheet for the initial testing procedure FL119).

A brief description of the method is given below;

o sample preparation {concentration by ultrafiltration), including also the aliquot used for the
stability test in the case of the confirmation of a suspicious sample;

e pre-focusing;

e isoelectric focusing;

o first blotting;

¢ incubation with the antiEPO antibody;

o second biotting;

» incubation with the biotinylated secondary antibody;

e incubation with the streptavidine-peroxidase complex;

e covering with the chemiluminescent substrate;

» exposure of the membrane and acquisition of the image by a dedicated digital camera.

20/70
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11.2.2 Instruments and instrumental conditions

IEF SYSTEM (INCLUDING THE IMAGE ACQUISITION SYSTEM “epoCAM”) EF 002/003

INCUBATOR

SLOW MIXER

MAGNETIC SHAKER

FRIDGE

FREEZER

VORTEX

BALANCE

BASCULANT ROTOR REFRIGERATED CENTRIFUGE
FIXED ANGLE (34°) ROTOR CENTRIFUGE

WATER BATH

Operating conditions (for further details please refer to the worksheet FL119):

Prefocusing:
250V

25 mA
25 W
time: 30-60 min

Focusing:
2000V

25 mA
25W
4000 Wh

First blotting:
40V

mA adjusted for the gel area
20 W
time: 30 min

Second blotting:

3BV

mA adjusted for the gel area
40W

time: 10 min

Initial testing procedure analysis: original identification of the lanes on the gel
(“sequence”)

{1] rhEPO and NESP standards (BRNE)

{2] 10E003 A4433

[3-12] Routine samples

[13] rhEPO and NESP standards (BRNE)

[14-24] Routine samples

[25] urinary EPO standard (NIBSC)

[26] rhEPO and NESP standards (BRNE)

[27] Mircera standard (Mir}
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11.2.3 Initial testing procedure - Aliquot chain of custody documentation

Worksheet for the initial testing procedure
FEDERAZIGNE MEDICO SPORTIVA ITALIANA FOGLIO D! LAVORO FL119
LASQRATORIO AN TIDQPING
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[Datac oradiinizioanalist. < {S1ln  io.ce | -

L

otto di accettazione Codice camploni preparati

L

A - PREPARAZIONE DEL GEL 17 X8 X 0,1Cm

1@

Pesare 14,71 g di urea [R-181 Lotto el ], 1,75 g di saccarosio [R-306 Loito <= e
trasferirli in un palione di reazione da 100 mi posto su un agitatore eletiromagnstico

2@

Aggiungere 14,17 mi di acqua ultrapura e 1,89 ml di anfolita 2-4_[T2—168 Lofto et J. 1.89ml di
anfolita 4-6 [R-169 Lotto ¢l }e 4,74 mi di soluzione di bisacrilamide 40% [R-184 Lotloo<® ]

3 B

I

Tappare il pallone e collegario ad una pompa da vueie per 15 min.

4 @

Nei frattempo (durante | 15 minuti):

a) delergere le lastre con etanolo assoluto [R-033 Lolto 22 |

k) far aderire 1l Gelbond alia lastra di supporto ponendovi I'opporiuna quanlitd di acqua
ulirapura

¢} eliminare le eventuali bolle d'aria @ facqua in eccesso ponendo sul Gelbond un foglio di
carta da fitiro e facendo pressione con un rullo

d} sovrapporre la seconda lastra

e) bloccare le iastre con l2 apposite pinze

s

Preparare I'APS sciogliendo in una vial di plastica da 1,5 mi con tappce 100 mg di persolfaio
d'ammonio [R-17¢ lottocn? ]in 1 mi di acqua ultrapura e agitando manualments

5.4

Agglungere 31 pl di TEMED [R-180 Lotie ¢©2% | e 310 ul di APS nel palione

e

Lasciare 30 s in agitazione

8 &

Prelevare la soluzione di gel mediante pipeita e trasferirla rapidamente fra le due lastre, avendo cura
di non generare bolle d'arta

88

Lasciare il gel per almeno tre ora nella camera umida

B—- PREPARAZIONE DEL CAMPIONE

| & per screening e conferma(non SDS PAGE) 01 A (per la purificazione per immunoaffinitd) andare

al FL162

100 7

Condizionare il campione a iemperatura ambiente e preparare [a soluzione Complete portande a
volume con acqua ultrapura in un matraccio da 10 mi § tavoletis di Complete ' (R-172 Lotto IS¥ ) e
mescolando mediante a gltatore elettromagnetico

1Mite

Prefevare 20 mi di urina® (in.caso-diprelievi.inferior,.portare.a-20-mi-eon-TRISHCI- 50 mM [TRISHCI
S0Lotto——) e trasferirt in una provettada 50 ml Gy g (A2

120

Aggiungere 400 ul di soluzione Complete (200 ul ogni 10 ml di urina)

131

Aggiungere 2 m! di TRISHCI 3,75 [TRISHCI 3.75  Lotto cx22 ) (1l ogni 10 mi @i urina)

jan el

Controltare il pH con delte strips indicatrici in modo che sia compreso fra 6,8 € 7.9; in caso non risulli
nel range, correggerio mmtampanm@%waiwﬂls%%—ea!&—w | R 2 islice

15153

Centrifugare per 10 min nelfla centrifuga refrigerata 2 20°C con rotore basculanie a 3000 rof

' &' possibile preparare quantits differenti purché resting Invariate le proporziont
* In ¢aso di utina diluta & prelievi maggiod, prelavars le quantia di Complete & & TRISHCL3 75 rispettando i rappori fra i reattivi,

2270
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164 &x"i Applicare alle provelte il componente della filtrazione del kit Steriflip, assemblandolo in posizione
verticale

17/L7] | Ruotare delicatamente di 180° il Kit assemblato

181t 71 | Collegario alla pormpa da vuoto per la Rlirazione

19/ ¢f | Trasferire il filirato nelle provette amicon uitra-15

201 7 | Centrifugare per 20 min nella centrifuga refrigerata a 20°C con rotore basculante a 3500 rcf

244 5 | Eliminare it filtrato e lavare} Il filtro riempiendo la parte superiore della Amicon ulira-15 con TRISHCI
50 mM [TRISHCI 50 Lotto &< ] e 400 i di soluzione Complete {200t ogni 10 ml di urina)

221l @*| Centrifugare per 20 min nella centrifuga refrigerata a 20°C con rotore basculante a 3500 ref

23 &F | Nel frattempo lavare le Amicon ultra-4 con 2 ml di acqua ulfrapura ponendole a centrifugare a 5000
rpm per 20 min nella centrifuga refrigerata a 17°C con rotore ad angolo fisso.

2411 I | Prelevare con una microplpetta dalla parte superiore della Amicon ultra-15 Il residuo {circa 120ul)
trasferirio nelle Amicon ultra-4 precedentemente lavate (anche se siusa il FL162)

251 7 | Centrifugare a 6200 rpm per 60 min nella centrifuga refrigerata a 17°C ¢on rotore ad angolo fisso

26115 | Misurare Il volume dli ritentato, trasferirlo in una vial di raccolla & conservare in frigorifero (nel caso si
intenda utilizzare oltre le 24 h, conservara in congelatore a =20°C})

[0 )} {PER TEST DI STABILITA)

1041 ¢ | Centrifugare 0.6 mi di urina per 10 min a 20°C con rotore bascidante a 2700 rof

1141 3 | Mettere 0,5 ml di sovranatante in una provetta Microcon

12/ 13 | Aggiungere 20 il di Pepstatina A ¢ § ul di soluzione Complete

13/l 0 | Centrifugare a 6200 rpm per 20 min nella centrifuga refrigerata a 17°C con rolore ad angolo fisso,
soncentrande fino ad un volume approssimativo di 30 pl

1411l 0 | Aggiungere 200 nl di tampone acetato 50 mM nel restante campione e mescolare con vortex prima di
capovolgerio

1541 0 | Capovolgera la Microcon & centrifugare a 3000 rpm per 10 min nella centrifuge refrigerata a 17°C con
rotore ad angolo fisso

1610t 11 | Portare H volume del campione recuperate fino a 0,5 ml con tampone acetato 50 mit

1700 O | Aggiungere 20 i di Pepstating A e 5 pl ¢i saluzione Complete

18/Hl O | Incubare per 18 £ 2 min a T ambiente
1941 D | Aggiungere una miscela di BRP e NESP in modo da ofienere una concenfrazione parl a 1.5 volte |a
concentrazione usata per gli standard di fiferimento

2041 13 | Incubare tutta |z notte 3 37°C
2111 &3 | Prendere 20 ul € riscaldarli a 80°C per 3 min
2241 tr| Andare al punto 27 e sequire it procedimento {esclusi | punti 28 e 37)

C — FOCALIZZAZIONE ISOELETTRICA
PREFOCALIZZAZIONE
27 27 | Accendere il refrigerante, impostando la temperatfura a 8-10°C
287 |Prelevare i campioni trattati dal frigo
29 i Prelevare il Gelbond e tagliaro di lunghezza pari a 16,5 cm utilizzando la parte pid omogenea o
lasciarlo tal quale
30 |Posizionarlo sulla piastra del Multiphor 11, gia bagnata con kerosene [R-171 Lotto g, ]

<y Rimuovers 'eccesso di kerosene con carta da filtro
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326 | Preparare la soluzione catodica aggiungendo a 1,9 ml di acqua ultrapura 100 pl di soluzione di
anfollti -8 [R-170 Lotto <27 | e 10 ul di RMET [Lotto<o? |
3347 | Posizionare sui lati pilt lunghi le strips imbavute rispettivamente della seluzione catedica ed anodica
34 {Chiudere il supporlo e impostare i seguenti parametrt:
Potenziate: 250 V
Correnta: 17 mA {proporzionale alle dimensioni del Get)
Potenza: 17 W .
Durata: 30 min/ 60min
O nel caso la lunghezza del gel sta pari a 25 cm:
Potenziale: 250V
Corrente: 25 mA
Potenza: 25W
Durata; 30 min/ 80min
Completare la seguente tabella con | parametrt di inizio e fine corsa:
Potenziale Correnie Potenza Tempo
{V) (mA) L)) {min}
15~ R S =y
25C 28 & AN
35 | Prelevare g standard dal congelalore
B8 Preparare gli standard:
MISCELA BRF NESP 1-2 (BRNE1-2)
Aggiungere 0,32~ 0,16 ng” di BRP {BRP Lottocs ja02-0 15ng°di NESP [NESP Lollocd's |
MISCELA BRP NIBSC (BRNIB)
Aggiungere 0,16 ng’ di BRP [BRP  Lolto ] a 0,0025 ng” di NIBSC [NIBSC Lotto ]
MISCELA NESP NIBSG (NENIB)
Aggiungere 0,15 ng® di NESP [NESP Lotto J a 0,0025% ng di NIBSC [NIBSC Lotto ]
SOLUZIONE NIBSC 0,02U1 - 0,04U1 (NIBSC1- 2)
Prelevare dalla soluzione standard [NIBSC Lotte <¢f ] 10-20 g, in modo tale da oftenere una
soluzione da 0,02-0,04 Ul
SOLUZIONE MIRCERA (MIR) .
Prelevare 20 ul dalla soluzione standard di Mircera  {MIR Lotto <920 ]
SOLUZIONE Dynepo (Dyn}
Prelevare 20 1 dalla soluzione standard di Dynepo __[Dyn Lotio |
37a 0 | Scealdare | campioni a 87 °C per 6 min 37b | aggiungers quantita sufficiente di urea poco
a poco fino a saturazione andare & punie 39
3840 lmmergere | campioni precedenternente scaldati, nel bagno refrigerante per 30 s
300 }Aggiungere: -ai campioni it 10% di Surfacts-amps 50 (Tween 80} [R-166 Lolto «xd ] per volume di
riientato
-agit standard (eccetto Mircera) aggiungere 2.2 pl di Surfacts-amps 80 (Tween 80) [R-
166 Lotto =<1 Jogni 20

1)) = 8 ng. £ consentite variare ke quantité purcha la concentrazione raggiunia non supori quetla corispondents a 3 volte iLLOD.
E’ consentito vitriare it volume di RMET purché il rapporto Fra il volume della soluzione di anfoliti 6-8 e quello toiale restiinvariato.
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FOCALIZZAZIONE

0z

calodo nel numero corrispondente ai campioni ed agli standard

Aprire il supporto e posizionare le strips portacampioni (o applicatori a pozzetin) dalla parte del

Prelevare | campioni e gl standard e posizionardi sulle strips” secondo il seguente schema:
BRNiB
MENIB
Dyn®
MiR
NIBSC {10 2)
BRNE({102)
Bur®
USPrEPO®
CAMPIONI
BRNE {1 02)
NENIB
ERNIB
Oppure nel case la lunghezza del gel sia part a 25 cnm:
NIBSC {162}
BRNE (1 0 2)
sur®
USPrEPQ®
CANMPIONI
BRNE (1 0 2)
CAMPIONI
BRNE (10 2)
CAMPIONI
NIBSC (10 2)
BRNE (1 0 2)
NIBSC (1 0 2)
Dyn®
MIR

4.8

Compilare 1a tabella seguente in base alla sequenza di caricamento:

Posizione

Campione

Volume di rilentato (pl)

1

RO - pBESE

1 e

I Oo= pl, 0 25

At Vo2
Y

i

oo ~5; O O B L] RO

* Quantitativo massima per ogni stripfpozzetto: 20 4 : In caso ol velumi superiori, sovrappone un'allra sirp & ipatere Foparazione, La
peizione degii standard pud snche essere variata, purché | campioni resline in posizione centrale, L3 sequenza descrilta & indicativa.
TBEUR S abbligatorio solo in sedu di cenferma; in base alta sastanza ita confermare sord impiegala la USP corrispondents; in sedo di

3cresning & possibile ometlers ka presenza dello siondard di Dynepo.

2570




L.aboratorio Antidoping -FMSI

Documentation Package

Sample A code 3511158

FEDERAZIONE MEDICO SPORTIVA ITALIANA
LABORATORIO ANTIDOPING

FOGLIO DI LAVORO

FL119

RICERCA DI ERITROPOIETINA RICOMBINANTE E ANALOGHI

Rif. MPO31 - Allegalo

]

10

i

12

13

Pag.

510

Rev.

8

14

15

18

17

18

19

20

21

22

23

24

25

AR - W

i \87&(.;_

pAYah

26

PARIP_ 47 NESD

(et 1

27
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28

29

30

42 | Chiudere il supporto e impostare i seguenti parametri;
Potenziale: 2000 v
Carrente: 17 mA
Potenza: 17 W
Potenziale per ora: 3600 Vh

O nel caso la lunghezza del gel sia pari a 25 cm:
Potenzisle: 2000 v
Corrente: 25 mA
Potenza: 25 W
Potenzlale per ora: 4000 Vh
Completare la seguente tabella con | parametri di inizio e fine corsa:

Potenziala Corrente Potenza Potenziale per ora Tempo
V) {mA) (W) (Vh} {min}
D =% 22 A <
Ko S = % S (e 3

8x22,5 cm,

4347 }Tagliare due reltangoli di Durapore & immabilon P & 18 rettangoii df carta da fillio® o simile delle
dimensioni di 8 (esatti) x 16,5 cm, Nel caso la tunghezza del gel sia pari a 25 ¢m, le dimensicni sono

44,¢7 | Preparare GLI-TRIS aggiuagendo a 7,21 g di Glicina [R-164 Lotto <05
167 Lotto ] ] e portango a volume con acqua ultrapura in un matraccio da 500 mi.

] 1,519 di Trizmabase [R- |

454 | Quando il potenziale ha raggiunto circa 2800 Vh, preparare {re vaschefte delle dimensioni di 25 x 25
% 8h om contenenti rispettivemente metanolo [R-038  Lolto'S57 2 |, acqua ulrapura e GLI-TRIS

6. . L I
£’ consentito variare il numero dai fogli 8 seconda dello spessore dalia carta.

26/7T0
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46 |lmmergere un rettangolo deflz Immobilen P nelia vaschetla contenente metanoio per 1 minuto,
quindl immergerla in quella contenente acqua per 2 minuti e quindi in quella contenente GLI-TRIS
perl almeno 20 minuti e posizionarla sullo Slow mixer.

4754 [Immergere un rettangolo della Durapore neila vaschetia contenents GLI-TRIS per almeno 20 minutl
' e posizicnarla sulio Slow mixer.

481" |Quando Ja corsa elettroforetica & a circa 3500Vh nel caso lunghezza del gel sia pari a2 16,5 ¢m o
3900V nel caso la lunghezza sia pari a 25 ¢m, appoggiare ai bordi della vaschelta contenente GLI-
TRIS § fogh di carta da fitro in due pacchetli da quatiro ciascune®, in modo tale che si imbevano di
soluzione per capiltarita.

490 Prolungare la corsa

SIc NO ({randare al punto 50

Al terming della corsa {3600Vh nel caso lunghezza del gel sia pan
a 16,5 ¢cm ¢ 4000Vh nel caso ia lunghezza sia pari a 25 cm),
impostare i seguenti parametsi per 10-15 minuti max:

Potenziale: 2500 v
Corrente; 17 mA
Poltenza: 34 W
Potenziale per ora: 500 Vh
Q nel ¢aso la lunghezza del gel sia parf a 25 cm:
Potenziale: 2500 v
Corrente: 25 maA
Potenza: 50 W
Potenziale per ora: 500 Vh

Completare 12 seguante tabeila con i parametri di inizio e fine
corsa:

Potenziale | Cormrente |Potenza| Potenziale perora | Tempo
V) (mA) ) (vh) {rrvin)

S0 | Eseguire il controllo visivo per verficare Funiformita defla migrazione def rosso metile & 86 possibile
fotografare il gel

D - PRIMO BLOTTING
510 |E possibile immergere il gel in una vaschetta contenente Gii-Tris 2 {preparata di fresco pesando
3.02 g di Trizma, 7,21 g di Glicina e portando a un volume pari a S00mi con acqua uttrapura)

523" | Posizionare il Gelbond sul fitm remover e tagliario in modo che la larghezza sia esatiamente 8 om e
la lunghezza 16,5 ¢m ¢ 22,5 cm.

53 |Prelevare dalla vaschelta il rettangolo della Durapore e sovrapporlo rapidamente al Gel e
analogamente sovrapporvi il rettangolo delia Immobilon P e quindi un pacchetto di carta da filtro
prelevail dalle vaschette.

54.{) | Sovrapporre quindi un rettangolo di parafim, facendo pressione con un rullo, per eliminare le bolle
d'aria.

5514 | Capovolgere Vinsierne (pacchetto, Immobiion P, Durapore e gel) sulla piastra Multiphor 1|
5617 | Rimuovere il gel dal Geibond e sovrapporyi rapidarmente il secondo pacchetto di carta da filtro

57 B Sovrapporre quindt un rettangolo di parafilm, facendc pressione con un rulio, per efiminare le bolle
d'aria.

2T
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68ty |Chiudere il supporto e impostare i seguenti parametri:
Potenziale; 40 V
Corvente: Area del gel
Potenza; 90 W
Durata: 30 min
i Completare [a seguente tabella con i parametri di inizio & fine corsa;
Potenziale Corrente Potenza Tempo
V) (A} o) {min}
&4 \Ci‘l 2 e
32 S Ly e d
§97 |Preparare PBS ¢ DTT.
PBS
Portare a volume con acqua Ultrapura in un matraceio da 1000 ml & tavolatle di tampone fosfato
salino {R-165 Lotto <™} | Mescolare mediante agitatore eletiromagnetico,
DTT
Portare a volume con PBS in un matraccio da 250 mi 192,8 mg ditiotreitolo [R-182 Lottosses ).
Tale soluzione deve essere utilizzata entro trenta minuti dalla preparazione, causa ossidazione.
602" | Alterming dellz migrazione, dopo aver aperlo if supporto
Mettere In una vaschetta da 30x 15 x 8 cm 250 mil di OTT & immergervi 1 rettangolo di Immobilon P
(IP1)
613 |Posizionare la vaschetta per 60 minuti in incubatore a 37°C.
621 | Preparare ie soluzioni LFM
LFM 5%
Portare a volume con PBS in un matraccio da 250 mil 12,5 g di latte in poivere a bassi grassi
[R-178 Lottoe-32. |. Agitare con agitatore magnetico.
LFM 1%
Portare a volume con PBS in un maitraccic da 100 mil 1 g di latte in polvera a bassi grass
{R-178 Lottog’ - |. Agitare con agitatore magnetico.
| :
637 |Lavare la IP1 con PBS, metltere in una vaschelta da 30x 15 x 8 orn 250 M1 di LFM 6% o immergervi
il reftangaolo di IP1
64 o | Posizionare Ia vaschetta sullo Slow mixer per 80 min
6541 | Lavare la [P1 con PBS
691—3 Preparare {a soluzione Clone AE7SA
Aggiungere 40 ul di anticorpo antiepo [R-173 Lotto <>’ ¥a-Ja 40 midl LFM 1%
877 | Mettera in una vaschetta di vetro da 17x 8 cm (dimensioni interne-oppure da 25x 13 6m in caso di
gel da 25 ¢m) 40 mi di soluzione Clone AE75A & immergervi lz 1P
687 |Posizionare la vascheita sullo Slow mixer per 60 min- in caso di tempi superiori, porre lo Slow mixer
d in frigorifero (in questultimo caso dopo aver folto la vaschelta dal frigorifero lasciana ad agitare
sulle Slow mixer a T ambiente per circa 20 min)
" Nt csse di vaschelte di dimensioni inteme: 26x 13 £m, considerarz un volume totale di 50 ml ¢ quindi vadare opportunamente le

proporziond fia | reattivi,

2870
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69 | Preparare le soluzioni:
-PBS
-LFM 0,5%
Portare a volume con PBS in un matraccio da 2000 mi 10 g dilatte in pobsere a bassi grassi
[R-178 Lottoo%2- | Agitare con agitators magnetico.
=250 mi di:
E'LFM 5%
U INK:aggiungere 250 pi di Indian ink [R-177 Lolto 1@ 250 ml di LFM 5% precedentemente
preparato .
70" | Lavare in una vaschetila da 30x 15 x 8 cm la IP1con la soluzione LM 0.5%, ponendola sullo Stow
mixer per 1 minuto
i 714 | Effeltuare tale lavaggie per altre tre volte ponendo 1a vaschetta suiio STow miver per 10 minuti
E - SECONDO BLOTTING
7243 | Preparare Facido acetico @,7%
Portare a volume con acqua ultrapura in un matraccio da 500 mi 3.5 m! di acido acetica
[R-003 Lottociz, ]
| T73e7 Preparare tre vaschette delie dimensioni di 25 X 25 x 8h cm contenenti rispettivamente metanolo,
acgua ultrapura e acido acetico 0,7%
[ 745 Immergere un rettangolo della immobilon P nella vaschata contenente metanolo
[R-038 Lotto <> | per 1 minulo, quindi immergerla in quella contenente acqua par 2 minuti &
B quindi in quella contenente acido acetico 0,7% per aimeno 20 minuti
7517 {Immergere un rettangolo della Durapore nella vaschelta contenente zcido aceiico allo 0,7% per
almeno 20 rminuti,
766 |5 minuli prima di utifizzarli, appoggiare ai bordi della vaschetta conlenente acido acetco 0,7% i fogli di
carta da filiro o simile in due pacchetti da quattro ciascunc®, in modo tale che si imbevano di soluzione
per capillaritd

77,6f ] Sulla piasira del Nova Blot posizionare § pacchelto da quattro fogli di carta da filtro
78F] | Lavare laIP1 con PBS & sovrapporia rapidamente al pacchetto i
7901 | Sovrapporre rapidamente la Durapore
80 [ | Sovrapporre rapidamente la Immobilon P (al termine della corsa nominata 1P2) B
814 | Sovrapporre rapidamente il pacchetto da quattro fogli di carta da filtro®
&0 govrapporre quindi un rettangolo di parafilm, facendo pressione con un tulle, per eliminare le bolle
‘aria,
] 83@ |Chiudere i supporo e Impostare | seguenti parametri:
Potenziale: 35 v
Potenza: 40 W
Corrente: 0,8 mA x Area del gei
! Durata: 10 min
’ Completare la sequente tabella con | parametri di inizio ¢ fine corsa:
Potenziale (V) Corrente (mA) Potenza (W) Tempo(min)
N « A3y A ¢!
3 A4S A i

Sample A code 3511158
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840 [Si¢é interrotla l'analisi allincubazione con Fanticorpo primaric

Sif) NO grandare al punto 85 5|
Preparare la soluzione LFM 1% ;
Portare a volume con PBS in un matraccio da
100 ml 1 g di latte in polvere a bassi grassi [R-
178 Lotto 1 Agitare con agitatore
magnetico.

85.er' | Al termine della seconda migrazioneg aprire it supporio, prelevare il reftangoio di IP2 e immergerlo in
una vaschetta da 30x 15 x 8 cm 250 mi di LFM 5% (oppure INK); immergere la IP1 in una vaschetta
contenente PBS e conservarla in frigo fino al termine dell'analisi.

86.¢f | Posizionare la vaschetta sullo Siow mixer per 60 min.

B7# |Lavare la lP2 con PBS

884 | Preparare ANTI IgG

Aggiungere;
LFI 26 " di anticorpo segnato con la biotina Pierce [R-175 LottoC:t¥ ] a 40 ml di LFM 1%
D10 pl"di anticorpo segnato con la bictina Paris [R-175 Lotto Jad0 midi LFM 1%

| [89.7 [Mettere in una vaschetta di vetro da 17x 8 om (dimensioni interne-opp. da 25x13 in caso ¢ gel da 25
cm) 40 ml di soluzione ANTE I9G & immergenv la 1P2

80,%F | Posizionare la vaschetta sullo Slow mixer per 90 min, In caso di tempi superiori posizicnare lo Slow

mixer in frigo (in quest'ultimo caso dopo aver tolto ta vaschetta dal frigorifero lasciarla lasciarla ad

agitare sullo Slow mixer a T ambiante per circa 20 min)

9117 | Preparare le soluzioni
PBS

1a soluzicne LFM 0,5%

Portare a volume con PBS in un matraccio da 2000 mi 10 g di latte in polvere a bassi grassi

[R-178 LottoC3? ). Agitare con agitatore magnetico.

92t [Lavare in una vaschetta da 30x 15 X B om fa IP2 con [2 soluzione LEM Q.5%, ponendota sullo Stow
mixer per 1 minuto

93z [Ripetere tale lavaggio altre due volie

94 | Effetuare tale lavaggio per altre ire volte ponendo la vaschetta sufta Slow Mixar per 12 minud,

950 Si & interrotta I'analisi aliincubazione con Fanticorpo secondario:

S| NO [ andare al punto 96

Preparare la soluzione LEM 1%:

Portare a volume con PBS in un matraccio da
100 m! 1 g di latte in polvere a bassi grassi
[R-178 Lotto 33~ |, Agitare con agitatore
magnetico,

96,7 |Preparare la soluzions Perossidasi
[YAggiungere 150 pf di streptavidina perossidasi Pierce [R-174 Lotto ik ] 2 40 mi di LFM 1%
(1 Aggiungere 20 pl di streptavidina perossidasi Biospa [R-174 Lotto | &40 mi di LFM 1%
97 @ | Lavare la IP2 con PBS

98 |Mettere in una vaschelta di vetro da 17x 8 em (dimensioni interne-opp. da 25x13 in caso di gel da 25
£m} 40 ml df soluzione Perossidasi e immergervi ia IP2

99" | Posizionare iz vaschetla sullo Siow Mixer per almeno urvora

100 & |Lavare in una vaschetta da 30X 15 x B ¢ a IP2 con la soluziane PES, ponendola sullo Siow Mixer
per 1 minuto

101 g | Ripetere tale lavaggio per alire due volte
1028 | Effettuare tale lavaggio per allre tre volte ponendo 1a vaschetta sullo Slow Mixer per 10 minuti

delhe
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FEDERAZIONE MEDICO SPORTIVA ITALIANA | FOGLIO DI LAVORO FL119
LABORATORIO ANTIDOPING
RICERCA DI ERITROPOIETINA RICOMBINANTE E ANALOGHI
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| [1032” | Preparare

L& subito prima di wtilizzarla la soluzione Covalight, rnescolando uguali volumi (15 mt + 15 ml}? delle
due soluzioni West Pico Plerce [R-176 Lotte 24 ;

0 10 minuti prima del suo utilizzo la soluziens Covalight, conservandofa al bmo aggiungendo 25
gocee di CovB [R-176 B Loito in 25 mi di CovA [R-176 A Lotto i

] 10457 |Mettere in una vaschetta di vetro da 17x 8 om {dimensioni Nterne-opplre da 25x 13 in caso di gel da
25 cm) la soluzione Caovalight preparata al punto precedente e immergervi la IP2

[ 1055 |Agitare Ja vaschetta per quaiche secondo

ol K AT e e L T L i i

F - RIVELAZIONE MEDIANTE CHEMILUMINESCENZA

106§ Posizionare fa 1P2 nel rivelatore.
107 pj’ Esporla per: D 1 minuto ,Ef' 5 minuti £ 10 minuti 15 minuti 130 minuti
) &i sono verificate non conformité durante lo svolgimento daffa procetura ?
B NO 0 8! vedere Rapporte FLO53 N°
Operatore Sigla e Firma . Data Operazioni eseguite
Ml T da punto [/ ] a punto [ (s
s { fem da punto |23} a punto [GF
il le (i da punto [ ] a punto el

dapunto[ Japunto'| ]
dapunto| Japunto [ ]
dapuntol Japunio | ]
dapurto[ Japunfo { |

g !
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11.2.4 Initial testing procedure Test Results

Gel images and data of positive control (BRNE and Mir), negative control (NIBSC),
sample internal laboratory code 10E003 A4433 as obtained after the initial testing
procedure analysis

TOTAL IMAGE OF THE GEL
THE RECTANGLE INDICATES THE AREA SELECTED FOR PROCESSING THE DENSITOMETRY DATA

AR s % T T T -

L3404

GENERAL VIEW OF ALL THE PROCESSED LANES

GASepo Analysis Report

Session: Analysis 100511-30min-002.0d 2010-05-11 Laboratory: Laboratory
Image File: 100511 30min-002.tif Daote of Annlyais: 11052810
Operator: 12.38

16| [240 [31q [o.0d 55 od 6.1 [7.1d [6.10 0.1 121 |38 6.1 Do) o] ot o] [ [20.] hz;:;. EA
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76| [ad 139 o] fro oo 5w [s.1% [o0w] foow [aew lea [sag] o 1% oo fow] o5 [nd oo (00w (2852 o
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- [t el Lol a5 alilel ) e
| - o fl e el | q.... 2 E.' | ek * i |
e B e | il i e - ; il [

Bel | |- | eEae  | am B FERHES ) AR
ClEEE e i
e e AR e s [ECHRIRE -
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(ET]

32




Laboratorio Antidoping -FMSt

] POSITIVE CONTROL: RHEPO AND NESP STANDARDS {BRNE)

F

Documentation Package

GASepo Analysis Report

Sample A code 3511158

Sesslon: Analysls 100511-20min-002.0f 2010-05-11 Laberatory: Laborstory
Image File: 100511-30min-002.01 Dote of Analysis: 110572010
Operator: 12.38
1. EPOf - Dama Lane #1; EPOaf + Darbe
o [ some | conmenr ] e f oo |eatinef v e | i f s | e
& 1ng LA 18,2 (7] 2,1
| 5 187 617 2 u,4 1_,9 5_.6 o7 35
| 4 157 1080 | 42080 i3 214 233 41 210
3 170 1270 23 | M7 f-13 1153 1A 753
2 15.1 1483 17563 | M4 909 1243 154 T84
1 16,4 168 129978 | 134 6,1 1089 115 68,8
A a7 268.1 MT1A 16 177 287 38 18,1
B 187 2008 s | 133 5,1 1141 14,1 720 |
c 23 269 9ER7 | 203 1000 1584 196 1000
i D 09 3080 | 95682 99 He 873 120 614 !

[ NEGATIVE CONTROL: URINARY EPO STANDARD (NIBSC)

GASepo Analysis Report

| Session: Analysis 108511-30min-002.61 2010-05-11
image File: 100511-30min-002.tif

3370

Operator:
e | ane #25
= I I )
754 115
4 19.6 Al a5t
3 15 1183 | el
2 00 ami | 4rap
! w159 | ot
= e s s
L 188 1948 | 17864
T 163 2114 175578
£ w123 w0s2
£ ua 2476 51760
A 17e 2600 18681,3
B 57 s | 352

Y oium
nsum
a1

12
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124
"z
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n2
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70
23
o4

.f J Heaght § Height
Abs nsum
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1000
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7.2
w7

17

Laboratory: Labosatory

Date of Analysis: 110572010
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Docurnentation Package Sample A code 3511158

Session; Analysis 100511-38min-002.1if 2010.05-11
Image File: 100511-30min-002.ti
Cperator:

| POSITIVE CONTROL: MIRCERA (MIR)

GASepo Analysis Report

Laboratory: Laboratory
Date of Analysis; 111052070
1238

-- |
4 19371 | Fes w7 621,3
3 14 4 ka,e moEs | | 38150 M %2 ™A 1uu _n
2 15,1 €21 32685 | 40900 | 1000 214 es7s | s4d
1 14,4 i3z nw2 | 28019 54 B0 7278 9.5

SAMPLE INTERNAL LABORATORY CODE 10E003 A4433

GASepo Analysis Report

Session: Analysis 100511.30min. 002t 2010.05.11
| bmage File: 100511-30min-002.5if
| Operator:

O T} = kW ok oS W

00w n

15.9
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e
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Lane #2: J0EO03 A4433
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Date of Analysis: 110572019
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11.2.5 Repetition of initial testing procedure - Aliquot chain of custody
documentation

Thf: sample analysis was repeated since the first analysis did not fulfilled the internal quality control
(drift on several lanes)

Worksheet for the repeated testing procedure

FEDERAZIONE MEDICO SPORTIVA ITALIANA FOGLIO DI L'_AV{)R() FL149
LABORATORIO ANTIDOPING ; ; ‘
N RICERCA DI ERITROPOIETINA RICCHMIBINANTE E ANALOGH]
Rif. MP0O31 - Allegato Pag, 1710
| Rev, 9

| Data & ora diinizio analisi: /{{jgsl 1o ol S 2o |

[ Lotto ;éccettazione Codice éampigni iar_epariii

A — PREPARAZIONE DEL GEL 17 X8 XU, 1CH .
1@ |Pesare 14719 di ez [R-181 Lotlo #if 1. 1,75 g di saccarosio [R-308  Lotiooef Je
srasfarich in un pallone <i reazione da 100 mi posto su un agitatore elettromzagnatico

24 | Aggiungere 14,17 ml di acqua ubrapura e 1,89 mt di anfolita 2-4 {R-188 Lotte <Gif ] 1,89ml di

anfolita 4-6 [R-189 Lotto>Ql Je 4,74 mil di soluzione di bisactilamide 40% [R-184 Lotto &2y ]

3 & | Tappare il pallone e collegario ad una pompa da vuoto per 15 min.

4 i | Nelfrafterpo (durante | 15 minuti):

a) delergers le lastre con efanole assatuto [R-033 Lotto o 2% |

b far aderire il Gelbond alla laslra di supporto ponendovi 'opporiuna guantita di acqua
ultrapura

¢} eliminare le eveniuall bolle d'aria e 'acqua in eccesso ponendo sul Gelivond un foglic di
carta da filtro e facendo presslone con un rullo

d) sovrapporre lo seconda lastra

&) bloccare le lastre con i¢ apposite pinzs

5 & |Preparare FAPS scicglisndo in una vial di plastica da 1.5 ml con feppo 100 mg di persoliaio
d'ammonio {R-179 lolto w2 ] #1 1 mi di acqua ullrapura e agitando manualmente

6 5 [Aggiungere 31 pi di TEMED [R-180 Lotlo 3 ] € 310 ul di APS nel pallona

7y Lasciare 30 s in agitaziong

8y |Prelevare la soluzione di gel mediante pipelta e trasferirla rapidamente fra le due lastre, avendo cura
di non generare bolle daria

9 & |Lasciare H gel per almeno tre ore nelia camera umida

B— PREPARAZIONE DEL CAMPIONE

{ K1 per s¢reening e confermalinon SDS PAGé} 0§ A {per la purificazione per imniwunoaffinitd) andare
al FL182

101 gy | Condizionare Il eampiene a temperatura ambiente & preparare |a soluzione Complete portando a

valume con acgisa ulfrapura in un matraceio da 10 mi 5 {avolette di Complete ' [R-172 Lotto 46 | &

mescolando madiante agitatore glettramagnetico

g Prelevare 20 mi di urina® fin-cage-di-prefievi-inferiorh-perlara-e-20-ipi-con-FRISHEF SO MM TTRISFHCI

S0-Loto~———)) e trasferitli in una provelta da 50 mi (=, ¢ L4]o8 }ie

121 | Aggiungere 400 pf di soluzione Complete (200 ul ogni Y0 il ¢ff urina)

13/ | Aggiungere 2 mi i TRISHCI 3. 75M [TRISHCI 375 Lotte J{1mil ogni 10 ml &i urina)

144g ; Gontrollare il pH con delle sirips indicatrict in modo che sia compreso fra 6,8 & 7,9, Iy saso ngn risultl
nel range, correggerlo sontampons TRISHCI 3. 76M-TRISHGH 750t Wdld Al fosfro

15!L).q Centrifugare per 10 min nella centrifuga refrigerata & 20°C con rotore bHasculante a 3006 rof

B possibile preparace quaotita diffesantl purchi: restine nvariate le properzioni,
{n czsa di udng diluita e prelievi magglod, prelevan is quantia di Complate & ¢i TRISHCLE, 75 rispeliando i rappo:G ha i realtivi.

* e tiio tasldle Mo, o
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FEDERAZIONE MEDICO SPORTIVA [TALIANA ) FOGLIO Dl LAVORO Fit.118
LABORATORIO ANTIDOPING
RICERCA DI ERITROPOIETINA RICOMBINANTE E ANALOGHI
Rif. MPO31 - Allegato Pag. 2110

[ Rev. 9

16/ § | Applicare alle provette il componente della fillrazione del kit Steriffip, assemblandolo in posizione
verticale

17/1 & | Ruotare delicatamente di 1807 il Kit assemblalo

18113 | Collegario alla pompa da vusto per la filtrazione

191 & Trasferire il filirato nelle provette amicon ultra-15

20/ g | Cantrifugare per 20 min nella centrifuga refrigerata a 20°C con rotore basculante a 3500 rcf

21/l.& | Eliminare il filtrato e lavare il filtro dempiendo la parte superiore della Amicon uitra-15 con TRISHCE
50 m [TRISHCI 50 Loflo 1.5.{ Je 400 pi di soluzione Complete (200yi ogni 10 ml di urina)

22/1.% | Cenkifugare per 20 min nella centrifuga refrigerata a 20°C con rotore basculante 2 3500 rcf

23/t £1-| Nel frattempo lavare le Amicon ultra-4 con 2 ml di acqua ultrapura ponendale a centrifugare a 5000
rpm per 20 min nella centrifuga refrigerata a 17°C con rotere ad angolo fisso.

24 Q) { Prelevare con una micropipetta dalla parte superiore della Amicon ulira-15 il residuo (circa 1204) &
f trasferirlo nella Amicon ultra-4 precedentemente Javate (anche se si usa il FL162)

25/t i | Centrifugare a 6200 rpm per 60 min nella centrifuga refrigerata a 17°C con rotore ad angolo fisso

26/l (- Misurare il volume di ritentato, trasferisio in una vial di raccolta e conservare in figosifero {ne! caso si
intenda utilizzare oltre le 24 h, conservarg in congelatore a -=20°C}

01 (PER TEST DI STABILITA)

10/l O | Centrifugare 0.6 ml di urina per 10 min a 20°C con rotore basculante a 2700 ref

11/11 0 | Mettere 0,5 mi di sovranatante in una provetta Microcon

12411 €1 | Aggiungere 20 wl di Pepstatina A e 5 pl di soluzione Complete

1341 0] Centrifugare a 6200 rpm per 20 min nella centrifuga refrigerata a 17°C con rolore ad angolo fisso,
cancentrando fino ad un volume approssimativo di 30 ul

TG | Aggiungere 200 d di tarnpone acetate 50 mM nel restante campicne e mescolare con vartex prima di
capovolygeilo

1511 3 | Capovolgers la Microcon e centrifugare a 3000 rpm per 10 min nelfa centrifuga refrigerata a 17°C con
rotore ad angolo fisso

16/1 3 | Portare il volume det campione recuperalo fino a 0.5 mi con tampone acetalo 50 mid

1771 0 | Aggiungere 20 i di Pepstatina A e 5 i di soluzione Complete

181101 ) Ineubare per 15 + 2 min a T ambiente

19/ 0| Aggiungere una miscela di BRP e NESP in modo da ottenere una concentrazione pari a 1.5 voke la
concentrazione usata per gli standard di riferimento

20011 03 | Incubare tutta la notte a 37°C

2H11 O} Prendere 20 pl e riscaldarii a 80°C per 3 min
22/l 0 | Andare al punto 27 e seguire il procedimento {esciusi | punti 28 e 37)

C ~ FOCALIZZAZIONE ISOELETTRICA

PREFOCALIZZAZIONE

27 ¢ | Accendere il refrigerante, impostando la temperatura a 8-10°C
28B4y~ | Prelevara i campioni trattati dal frigo
204y | Prelevare il Gelbond e tagfiarlo di lunghezza pari a 16.5 cm utbizzando la parte pit omogenea ©
iasciarlo tal quaie
30§ |Posizicnarlo sulla piastra def Multiphor i, gia bagnata con kerosene [R-171 Lotio Ga2 |

3t & |Rimuovere I'eccesso di kerosene con carta da filira
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FEDERAZIONE MEDICO SPORTIVA ITALIANA FOGLIO D! LAVORO FL119

L ABORATORIO ANTIDOPING

RICERCA DI ERITROPQIETINA RICOMBINANTE E ANALOGHI

Rif. MP031 - Allegato Pag. 310

Rev, 9

25

Preparare la soluzione catodlca aggiungendo a 1,9 ml di acqua ulirapura 100 pl di soluzione di
anfoliti -6 [R-170 Lotto D57 ]e 10 pl di RMET [Lotto sa¥ )

33 | Posizionare sui lati pilt lunght le strips imbevute rispettivaments della soluzione catodica ed anodica
34{r |Chiudere il supporto e impostare | sequenti parametri:
Potenziale: 250 V
Corrente: 17 mA (proporzionale alle dimensioni del Gel)
Potenza; 17TW .
Durata: 30 min/ 60rmin
O nel caso la lunghezza del gel sia pari a 25 cm:
F’otenzigle: 250V
Corrente: 25 mA
Potanza: 25W
Dutrata; 30 min/ 60min
Completare la seguente {abella con | parametri di inizio e fing corsa:
Potenziale Corrente Potenza Tempo
(V) {mA} (Vj') {min)
,f{o 3 2 'S k] s
243 434 3 557
355 | Prelevare gii standard dal congelators
3BR Preparare gli standard:
MISCELA BRP NESP 1-2 (BRNE1-2)
Aggiungere 0,32 — 0,16 ng” di BRP [BRP Lotlos)s 202~ 0,15ng:’di NESP [NESP Lotlo o3 |
MISCELA BRP NIBSC {BRNIB)
Aggiungere 0,16 ng” di BRP [BRP Lotio ] & 0,0025 ng® di NIBSC [NIBSC Lotto 1
MISCELA NESP NIBSC (NENIB)
Aggiungere 0,15 ng’ di NESP [NESP Lotto ] 2 0,0025° ng di NIBSC [NIBSC Lotto ]
SOLUZIONE NIBSC 0,02U1 - 0,04U1 (NIBSC1- 2}
Prelevare dalla soluzione standard [NIBSC Lofte . ) 19-20 4, in modo tale da ottenere una
soluzione da 0,02-0,04 W)
SOLUZIONE MIRCERA (MIR)
Prelevare 20 pl dalia soluzione standard di Mircera  [MIR Lotto aod ]
SOLUZONE Dynepo (Oyn)
Prelovare 20 ul dalla soluzione standard di Dynepo  {Dyn Lotio ]
37a0 | Scaldare i campioni a 87 °C per 6 min 37b ¥ | aggiungere quantita sufficiente di urea poco
a poca fine 2 saturazione ardam 2 punto 39
380 Immergers | campiont precedentemente scaldati, nel bagne refrigerante per 30 s
Aggiungere: -ai campioni il 10% di Surfacts-amps 80 (Tween 80) [R-166 Lotto = ] per volume di

304y

ritentato

-agli standard (eccetto Mircera} aggiungere 2,2 ul di Surfacts-amps 80 (Tween 80) [R-
166 Lotio =of | ogni 20 pl

T4 Uk = 8 ny. B consentite variare Je quantita purchis la concentrazione raggiunts non superi quela corrspondenie a 3 vatle il LOD.
E' eansentito vazare # volume di RMET purchd if rapporto fra il volume defla soluzicne di anfoliti 8-8 ¢ quelio tolalo resti invariato.

T
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 FEDERAZIONE MEDICO SPORTIVA ITALIANA, 'FOGLIO DI LAVORO -FL119
LABORATORIO ANTIDOPING
RICERCA Dt ERITROPOIETINA RICOMBINANTE E ANALOGHI

“RIf. MP031 - Allegato Pag. 410
I Rev, 9

FOCALIZZAZIONE

40 | Aprice il supporto & posizionare le strips porfacampioni (o applicatori a pozzetto) dalla parie del
catodo nel numero corrispondente ai campioni ed agli standard
41® | Prelevare i campioni & gli standard e posizionarli stille strips™ secondo il seguente schema:

BRNIB

NEN!IB

Dyn®

MIR

MIBSC {10 2) 5

BRNE {1 02)

Bur®

USPIEPO®

CAMPIONI

BRNE {(102)

NEMIB

BRNIB
Oppure nel caso la lunghezza del gel sia pari a2 25 ¢

NIBSC (10 2)

BRNE (102)

Bur®

USPrEPO?

CAMPIONI

BRNE (102)

CAMPION

BRNE {102)

CAMPIONI

NIBSC (10 2)

BRNE {102}

NIBSC {102)

Dyn5

MIR

Compilare [a tabella seguente in base alla sequenza di caricamento:
Campione Volume di ritentato ()

Posiziong

L AR AESP AL+ 4D

2
3 AT o 7

* Quanmilativo massiong per ogni stip/pozzetio: 20 1 ; in caso di volumi supadiori, sovrapporre un'altra strip e ripeters Foperazione. La
sizione degli standard pub anche essere variatz, purché i campioni resling In posizione centrake, Le sequents descrilta & indicativa.

1 BUR & sbbligatorio solo in sede di comferma: in base alla sostanza da confermare sard implegata la USP corrispondente: in sede di
screening @ possibile omatlera 1a presanza dello standard di Dynapo,
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FEDERAZIONE MEDICO SPORTIVA ITALIANA FOGLIO DI LAVORD FL119
LABORATORIO ANTIDOPING

RIGERCA DI ERITROPOIETINA RICOMBINANTE E ANALOGH]

R¥. MPQ31 - Allegato Pag. 5/10
| : Rev, g

70
I
12
13
14
15
%
17
8
13
20
77
73
23 SV 9

24 Hue o

4 B Fr e e of L5t d o
6
27
23
29
30

42%1 {Chiudere il supporio e impostare i seguenti parametn:
Potenziate: 2000 V
Corrente: 17 mA
Potenza: 17W
Potenziale per ora: 3600 Vh
Q rel caso la lunghezza det gel sia pari 2 25 cm;
Potenziale: 2000 v
Corrente: 25 mA
Potenza: 25 W
Potenziale per ora; 4000 Vh
Completare la seguente tabella con i parametri di inizio e fine corsa:

Potenziale Corrente Potenza Potenziale per ara Tempo
(V) (mAY ) (W} (Vh} {min}
W24 2% A4 2 <
166 46 s Lo 34 oF

431 { Taghare due rettangoli di Durapare e Immobilon P e 16 retiangoli di carta da filtro® o simile delle
dimensioni di 8 (esattl} x 16,5 cm. Nei caso la lunghezza del gef sia pari a 25 cm, le dimensioni sono
§x22,5cm

44 5% | Preparare GU-TRIS aggiungendao a 7,21 g di Glicina [R-164 Lotto 5% | 1,514 di Trizmabase [R-
167 lL.olto e ] & portands a volume con acqua ultrapura in un malraceio da 500 mi,

45 %~ { Quando il potenziale ha raggiunts circa 2800 Vh, preparare Ire vaschelte delle dimensioni i 25 x 25
x 8h om contenenti tispetlivamenta metanolo [R-038 _Lolto 7% 3], acqua ultrapura e GLI-TRIS

E"consentito variare il numers dei fogli a seconds dello spessore dalle cara.,
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1 ke

FEDERAZIONE MEDICO SPORTIVA ITALIANA FOGLIO DI LAVORO FL11¢
LABORATORIO ANTIDOPING
RICERCA DI ERITROPOIETINA RICOMBINANTE E ANALOGHI
Rif. MP0D31 - Allegato Pag. G0
] Rev. 4
4537 |Immergere un retfangolo della Immobilon P nellz vaschella contenente matanalo per 1 minulo
quindi immergeria in quella contenente acqua per 2 minuti @ quindi in qualla contenente GLI-TRIS
i per almeno 20 minuti e posizionarla sulto Siow mixer.
| 147 " { Immergere un rettangolo delta Durapore nella vasehella contenente GLI-TRIS per almena 20 minub
e posizionaria sullo Slow mixer,
[ 48 & |Quando la corsa elettroforelica & a circa 3500Vh nel caso lunghezza del gel sia pan a 16,6 om o
3900Vh nel caso |a lunghezza sia pari a 25 ¢m, appoggisre ai bordi della vascheita contenente GLI-
TRIS i fogli di carta da filtro In due pacchetti da quatiro ciascuno®, in modo tale che si imbevano di
soluzione per capillarita.
| 1498 Prolungare fa corsa -
sio NO Fandare ai punlo 50
Al termine della corsa (3500Vh nel caso lunghezza del ge! sia pari
a 16,5 cm o 4000Vh nel caso la lunghezza sia pari a 25 om),
impostars i seguenti paramelri per 10-15 minuti max:
Potenziale: 2500 V
Corrente: 17 mA
Potenza: 34 W
Polenziale per ora: 500 Vh
{ nel caso la lunghezza del gel sia pari a 25 em:
Potenzizla: 2500 vV
Corrente: 25 ma,
Potenza: 50 W
Potenziale per ora; 500 Yh
Completare la seguente tabella con i parametii di inizio & fine
corsa:
Potenziale | Corrente {Potenza| Potenziale perora | Tempo
(V) {mA) (M) (Vh) {min)
]

500k | Eseguire il controlla visivo per verificare fimiformita delia migraziore del rosse melile & se possibile

fatografare 1l gel
D - PRIMO BLOTTING

(810 |E possibile immergere if gel in una vaschetta contenente Gii-Tris 2 (preparata di fresco pesando
3.02 g di Trizma, 7.21 g di Glicina e portando a un volurme pari a 500l coo acqua ultrapura)

53 B | Posizionare § Gelbond sul flm remover e tagliario in modo che la farghezia sia esaltaments 8 cm &
la lunghezza 16,5 cm o 22,5 cm.

5388 |Prelevare dalla vaschetta il reftangolo della Durapore & sovrapporio rapidaments al Gel e
analogamente sovrapporvi il retiangolo della Immobiion P e quindi un pacchetto di sarta da filtro
pretevati dalle vascheite,

548y | Sovrapporre quindi un rettangolo di pacafilm, facendo pressione can un rulle, par efiminare le bolle
daria.

55F | Capovolgere linsieme (pacchetto, Immobilon P, Durapore e gelj sulla plastra Multiphor 1l

"—Sﬁa Rimuovery Il gel dal Gelhond e sovrapporvi rapidamente il secondo pacchetto df carta da filtro

57 2% | Sovrapparre quindi un reftangolo di parafilm, facende prassione con un rulio, per aliminare 16 noile
daria,

40770
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581y | Chiudere it supporto e impostare i seguenti parametrs:
Potenziale: 40V

Corrente: Area del gel

Potenza: 90 W

Durata. 30 min

i Completare la seguente tabella con i parametri oi inizic e fine corsa:
Potenziale Corrente Pofenza Tempo
iV {mA)} (W) {min}
3 4nf < 7
AS {49 N N
584 | Preparare PBS e DT,

PBS
Portare & volume con acqua ulrapura in un matraccio da 1000 ml 5 tavoletie di tampona {osfato

safino [R-165 Loto ¢¥{ | Mescolare mediame agitatora elettromagnetica,

DrY

Portare a volurme con PBS in un malraccio da 250 mi 192,38 my ditiotreitolo (R-182  Lotto <22 ]
________ Tale soluzlone deve essere utlizzata antro trenia minuti dalla preparazione, causa ossidaziona
G0F" | Al lermine defla migrazions. dopo aver aperio W supporto

Maltere ln una vaschetta da 30x 156 x & em 250 md di DTT e immergervi 4 rettangolo di Iimmobiton P
{1P1)

514 | Posizionare la vaschetta per G0 mrinuti in incubatore a 37°C.

62 ¥ | FPreparare le soluzioni LEM

LFM 5%

Pontare 2 volume con PBS in un matraccio da 250 mi 12,5 g di Iatte in palvere a bassi grassi
{R-178 Lotte .7/ ] Agitare con agiatore magnetico.

LFM 1%
Portare a volumiz con PBS inun matraccio da 100 mi 1 g di latte in polvere a bassi grass
[R-178 Lole 277 ] Agitare con agitatore magnetico.

53k | Lavare ia tF1 con PBS, metters in una vaschelta da 30x 15 x 8 cm 250 mi &1 LEM 5% a immergarvi
il rettangolo di iP1

B4 | Posizionare la vaschetia sullo Siow mixer pear 60 min

g5 |Lavare 1aiP1 con PBS

6521 : Preparare 1a soluzione Clone AE7SA

Aggiungers 40 u!7 ¢ anticerpo antiepa [R-173 Loto .27 1ad0 midiLFM 1%

Mettere in una vaschelta di velro da 174 8 ¢m (dimansion: Intema-oppure Ga 25% 1% ¢m i caso i
gel da 25 cmy) 40 mil di soluzions Clone AE754 ¢ immergervi 3 1P

BBEY |Posizionars 1z vaschetta sulo Slow mier per 60 min: in caso di tempi supernon, porre o Slow mixer
in frigorifero (in questuitimo caso dopo aver toifo 1a vaschetia dat frigorifero lasciara ad agitare
sull Slow mixer a T ambiente per circa 20 min)

57 87

" Nt coasodi vaschette di dimensiond inlarma 26% 13 cen. considerare un voluma totalke di 50 mi e quind: vanare opportinaments i
PIOPOIZICM Ira ¢ reattov,
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692 | Preparare le soluzioni:
: -PBS

-LFM 0,5%
Portare a volume con PBS in un matracelo da 2000 ml 10 g di lalle in polvere a bassi grassi

{R-178 Lotto »2 | Agitare con agitatore magnetico.
-250 m di;
ZLFM 5%

0 INK:aggiungere 260 ul di tadian ink [R;—W? {otlo }a 250 ml di LFM 5% precedentaments
preparato

70)2 !lavare in una vaschetta da 30x 15 x 8 cm la 1P icon la soluzione LM 0,5%, ponendole sulo Stow
mixer per 1 minuto

718 | Effettuare lale lavagnio per alire tre volte ponendo Ta vaschetta sullo Slow mixer per 10 minuli

E - SECONDO BLOTTING

| {728 [Preparare lacido acefico 0,7 %
Portare a volume con acqua ulirapura in un matraccio da 560 mil 3,5 ! di acido acetico
[R-003 Lotto 4.1,
| {73 g{ Preparare tre vaschette delle dimensioni di 25 x 25 x 8h cm comtenenti rispeltivamenta metanolo.
acgua ultrapura @ sado acetico 0 7%
{ Fafy [ Immergere un reftangolo della Immobiton P pella vaschelia conienente metancio

[R-U38 Lotto TH3 ] per ! minuto, quindi immergena in qualla contenants acqua per 2 minuti e
quindi in quella contenente acido acetico 0.7% per almeno 20 minuti
754 |Immergere un rettangolo della Durapore mella vaschetta contenente acido acetico allo 0.7% per
almeno 20 minuti.
781y 15 minuti prima di utilizzarlf, appeggiare ai bordi della vasche:tta cordenante acide acetico 0,7% i fogli di
carta da filtro o simile in due pacchetti da guattro ciascune®, in mado lale che si imbevano di soluziona
per capilfarita

778 | Sulla piastra del Nova Blot posizionare il pacchetta da quaitro fogl df carta da fiftra
78 |Lavarela IP1 con PHS & sovrapporia rapidamente al pacchetlo

795 | Sovrapporre rapidamente la Durapore

80 Jg- | Sovrapporre rapidamente la Immobilon £ {al termine della corsa nominata 1P?)
8ty Soveapporre rapidamente if pacchetto da quattro fogli di caria da filtro®

82 | Sovrappore quindi un reftangolo di parafilm, facendo pressione con un rulio, per elminare fe bolle
d'aria.

| 82k |[Chiudere il supporto e impostare i seguent parametn,;

Potenziale: 35 V

Polenza: 40 W

Corrente: 0,6 mA x Area de! gal

l Ourata: 10 min

Gompletare |a seguenle tabella con i paramelri di inzio e line corsa:

Potenziale (V) Corrante {(mA) Paotenza (W) Témpo(n‘rin)
A5y 4 oo
Py N q e
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! 84 % | Si & interrotta Fanalisl alfincubazione con fanticorps primario

510 NONandare al punto 85

Preparare 1a soluzione LFM 1%

Portare a volume con PBS in un matraccio da
100 mi 1 g di latte in polvere a bassi grassi [R-
178 Lotto }. Agitare con agitatore
magnetico. .
854y Al termine della seconda migrazione aprire it suppotio, prelevare Il refiangola di P2 o Immergerlo in
una vaschetta da 30x 15 x 8 em 250 mi di LFM 5% (oppure INK): immargere 1a 1P1 in una vaschetly
contenente PBS & conservarla in frigo fino al termine deli'analis,

86J | Posizionare |a vaschetta sullo Slow mixer par 50 min,

a7 8 Lavare Ia IP2 con PBS

&8 4 Preparare ANTH IgG

Aggiungere:
B26 pl' di anticorpo segnato con fa biotina Plerce [R-175 Lotto « (7 1a40midi LFM 1%
Q10 pI di anlicorpo segnato con 2 biotina Paris [R-175  Lotto ]a 40 midi LFM 1%

| 89 g Mettere In una vaschetta di vetro da 17x 8 cm (dimensioni intarne-opp. da 25x13 in caso di gel da 25 |
©m) 40 mi di soluzione ANT! IgG e immergarvi la iP2

S04 {Posizionare Ia vaschetta sullo Slow mixer per 90 min, in case d) templ supencr posizionare lg Slow

mixer in frigo (in questultimo caso dopo aver tollo la vaschella dal frigorifero lasciarla lasciarls ad

agitare sullo Slow mixer 3 T ambiente per circa 20 min)

91 N Preparare le soluzioni

PBS

ia soluzione LFM 0,5%
Partare a volume con PBS in un matraccio da 2000 ml 10 g i latte in polvere a bassi grassi

[R-178 Lotto ~4] 1 Aghare con agitatore magnetico.
92 Lavare in upa vaschelta da 30x 15 x 8 ¢m la IP2 con la soluzione LFM 0.5%, ponendola sillo Siow

mixer per 1 minuto

93 Ripeters tale lavaggio aftra due voite

24K Effettuare tale lavaggio per aitre re volie ponendo la vaschetta sullo Siow Micer per 12 rinuti.
s ISie jnterrot!a Panalisi all'incubaziona con 'anticorpo secondario,

SIY NO 0 andare al punto 96

Preparare la soluzione LFM 1%;

Portare a volurne con PBS in un matraccio da
100 ml 1 g di latta in polvers a bassi grassi
[R-178 Lotto 1 Agitare con agitaiore
maghetico. o
95 X" | Preparare la soluziona Perossidasi

X Aggiungere 150 ul” di streptaviding perossidasi Pierce fR-174 Lotte 7%, Ja 40 mbdi LFM 1%

0} Aggitingsre 20 pt” di streptaviding perossidasi Biospa [R-174 Latto ja 40 midi LFM 1%
97 gr | Lavare lalP2 con PRS

988 |Metere in una vaschetta di vetro da 17% § cm {dimensioni interne-opp. da 25513 in caso o gel da 25 |
cm} 40 ml di soluzione Perossidas) e immergervi fa 1P2
993  Posizionare ta vascheRa sullo Slow Mixer per almeno urora
100 & |Lavare in una vaschetta da 30x 15 X 8 cm la 1P2 con la soluziona PRS, ponendola suilo Slow M |
per 1 minuto o }
101 & | Ripelere tale lavaggio per altre due volte t
102 & | Effetiuare tale lavaggio per altre tre volte ponendo la vaschetta sullo Siow Mixer per 10 minut
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| [103% |Freparare )
grsubito prima di ulilizzarla la soluzione Covalight, mescolando uguali volumi (15 mil + 15 mi}* delle

due soluzioni West Pico Pierce [R-176 Lollo &% I

9 10 minuti prima del suo wilizzo la soluzione Covalight, conservandala al bulo; aggitngendo 25
gocce df CovB [R-176 B Lotfo Jin 25 ml di CovA [R-176 A Lotto I

| 10488 | Mettere in una vaschstta di vetro da 17x 8 cm (dimensioni interne-oppure da 25x 13 in caso di gel da
25 crn} la soluzione Covalight praparata al punto precedente e immergervi la IP2

| 10571 | Agitare fa vaschetia par quaiche seconda

-

F - RIVELAZIONE MEDIANTE CHEMILUMINESCENZA

| {1084 Posizionare 1a IP2 nel rivelatore.
DT Esporla per: 2 1 minuto B minuti €110 minut S5 minut Q30 minui |
8i sono verfficate non conformila durante lo svoigimento della procedura
[E/NO 1 8! vedere Rapporto FLOS3 N°
Opgratore Sigla e Firma  Data Qperazioni eseglite
2 edorti, S st Adfeslie da punto [ £] a punto {2/
2 o jTJJt‘-"_.){ﬂ\ A5 i jo> da punto [§ 7 a punto f5d
"Q 2 ihe r”u:n ko e A ‘J.fc, = }'((‘ - da punto (& ] a punio [juF
g 4 8T dapunto| japunto | ]
dapunto| Japunito | ]
dapunto[ Japunio ] ]
dapunto [ }apunto | ]
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Repetition of initial testing procedure analysis: original identification of the lanes on
the gel (“sequence”)

[1] rhEPO and NESP standards (BRNE)
[2] Routine sample
[3] 10E003 A4433R (repeated)

[4-12] Routine samples

[13] rhEPO and NESP standards (BRNE)
[14-22] Routine samples

[23] urinary EPO standard (NIBSC)

[24] Mircera standard (Mir)

[25] rhEPO and NESP standards (BRNE)

A5/70
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11.2.6 Repetition of initial testing procedure Test Results

Gel images and data of positive control (BRNE and Mir), negative control (NIBSC),
sample internal laboratory code 10E003 A4433 as obtained after the repetition of
initial testing procedure analysis.

TOTAL IMAGE OF THE GEL

GENERAL VIEW OF ALL THE PROCESSED LANES

GASepo Analysis Report e

Sassion: Analysis 100513_30min_002.1if 2010.05-13 Laboratory: Laboratory
woge File: 100513_30min_002.1if Date of Annlyais: 13052010
Operator: 14.38
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GASepo Analysis Report

Session: Anafysis 100513 _30min_002.47 20100513 Laboratory: Laboratory
| Image File: $00513_30min_002.1if Date of Analysis: 1305/2010
Operpton 14.38
LT
=
] 3 [ ad [ ds W ar 5 04 8
5 749 e 18668 26 3] 73 35 138
4 ®3 || M5 me0d | 133 | w8 | 978 g4 [mar2
3 25 1218 1480 | 85 55,5 874 "3 565
2 152 1430 | Azmss3 | 204 83 1547 253 1000
1 108 127 || 21038 13 13 B5 58 20
a 166 1805 | 43 09 31 38 [T 5
A 10,0 3 6304 10 33 163 27 105
B 70 206 TS | H2 35 04 us 578
T 44| a0s | mms | #Hg %5 | w8 174 80,0
D 196 w4 863 298 100,0 16,1 180 X}

[ NEGATIVE CONTROL: URINARY EPO STANDARD (NIBSC

[ GASepo Analysis Report «pP

Session: Analysis 100513 _30min_002.1if 2010-05-13 Laboratory: Laboratory
bmage Flle: 100513_30min_002.1if Date of Analysis: 10052610
Operator: 1438

— e
&j Lane 473 Nibisc
E P, - . 5 volume | volume | Valume | Height § Height § Height
5 12 802 o7 00 0g (X} of 03

4 87 1028 1788 o3 18 18 05 iz
3 139 129 | 4673 27 145 82 25 106
2 us 1437 D8 ag 207 182 49 210
1 uo 1629 | 46545 BT 459 264 74 04
« 4 o ZeTo 154 81,6 w4 10,3 M
B ug M8 101428 | 188 1000 A1 08 844
T 152 2191 &t 163 w4 557 149 643
EY 139 A SIS 154 815 856 2 1000
3 119 :78 4TIz 88 85 =1 78 e |
A "2 2781 31604 58 32 207 55 239
a 128 273 13018 24 12,8 o8 28 1
c 124 293 5900 13 69 a5 12 52
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GASepo Analysis Report

Session: Anolysis 100513_3min_002.4if 2010.05-13 Laboratory: Laboretory
Image File: 100513_30min_002.6:f Pate of Analysls: 13/05/2010
|| Operator: 1438
[ aaw ]
100.6% N 3 volume | Volume § Volurme § Height | Heighl | Helght
I _ = [ 78 F7 | wand 33 98 83 4 72
i 5 198 49 | 49682 87 22 %5 78 na
4 188 618 10102 | 202 610 633 157 54
3 1%} 74 18664,7 332 100,0 150 38 1000
2 200 884 13108 4 273 823 940 2.8 02
1 26.1 284 230 58 E1£- 41,2 121 B8
|
|
SAMPLE INTERNAL LABORATORY CODE 10E003 A4433
GASepo Analysis Report €po
Session: Analysis 160513_30min_002.1if 2010.05-13 Laboratory: Labosatory
lmeage File: 100513_30min_002.1if Date of Anatysia: 13052010
Operator: 1438

|
{

|

9 B4 08 123 00 01 13 03 07 |

8 22 130 2.6 05 12 25 a7 14

7 6 24 IHES 73 181 =T ] 106 218

[ 234 74 50755 146 m7 518 126 259

5 02 518 [ 1770640 | 405 000 1998 458 100,0

4 no &0 s | 27 807 230 26 456

3 107 RO 7980,7 13 451 08 187 04

2 129 1328 50,3 15 37 65 18 33 |

1 132 1523 94 21 51 88 21 a4 !

o 119 nz 8642 15 38 52 13 26

[ 13 mz 8213 18 48 6. 15 30

¥ 96 2065 A7 0.9 23 42 10 21

5 33 52 .7 0z o4 22 (X3 L]
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11.2.7 Test Validity Data

The validity of the test is evaluated according to the WADA technical document

TD2009EPO.
Sensitivity performance verification is demonstrated by the positive and negative control

within the entire gel.
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1.3 Confirmation Test Data

The presence of Continuous Erythropoietin Receptor Activator in sample code
10E003 A4433 was suspected after the initial testing procedure analysis.

The confirmation was performed by analyzing two newly prepared aliquots of the
same sample; the first aliquot (20 ml} was prepared as described for the screening
test, while the second aliquot (0.6 ml) was used to perform the stability test.

11.3.1 Confirmation test description

The confirmation procedure is the same described for the initial testing procedure analysis,
but it also includes the stability test, performed as explained in the worksheet enclosed.

11.3.2 Instruments and instrumental conditions

Same as in the initial testing procedure.

Confirmation analysis: original identification of the lanes on the gel (“sequence”)

(1]

(2]

(3]

(4]

[3]

[6]

[7]

[8]

[9]
[10-13]
[14]
[15-25]
[26)

rhEPO and NESP standards (BRNE)
Mircera standard (Mir)

positive reference sample (UspMir)
negative reference urine (BUR)
10E003A4433Stab STABILITY TEST
Routine sample

urinary EPO standard (NIBSC)
10E003A4433C (CONFIRMATION)
urinary EPO standard (NIBSC)
Routine samples

rhEPO and NESP standards (BRNE)
Routine samples

rhEPQ and NESP standards (BRNE)

S0670
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11.3.3 Confirmation Aliquot Chain of Custody Documentation

Aliquots request for confirmation

FEDERAZIONE MEDICO SPORTIVA ITALIANA FOGLIO DI LAVORO F1.010
LABORATORIO ANTIDOPING
RICHIESTA DI DISTRIBUZIONE NUOVE ALIQUOTE
Pag. 141
RiIF, PGOD1 Rev. 1
RICHIESTA DI NUOVE ALIQUOTE
Cadice di labaratorio Aliquote richieste Analisl da effetiuare e screening {7 Codice
L) N Vume (mi] corfispondente assegnato a
ciascuna aliquota
ACCOBMYRS | f e Mﬁzngﬂ 2= 2 ANELEZALLIRC.
- .--Oll-b- -------- --;ngﬁ—’}m%%wn\: ....... M““""’“Qi};ﬁi- B

L0500 344,33 A e, SleRuen L s SO S

--------------------- B e T E T T T T
RICHIEDENTE —ER5% C;T—gem_uzafq

Sigla N Finma

DATA

L\f\os\ 2OV

DISTRIBUZIONE DI NUOVE ALIQUOTE
Si & provveduto ala distribuzione delle aliquote richieste; le aliquote e | campioni seno stati archiviati come

segue:
ALIQUOTE DISTRIBUITE 0 Frigo {1 Congelatore fd Consegnate direttamente a He
CAMPIONI

RESPONSABILE DISTRIBUZIONE

O Frigo PCongelators: { o G2

-3 S

0 Ao,

e
S el

Sigls

para  \X los| zeie

bl
12

Firme

(*) Le nuove aliguote distribuite devono essere identificate con la feltera C se distribuite per analisi di

Conferma e con la fettera R sa distiibuite per Ripetizione dello scresning.

Esempio: la seconda aliquota dello slesso campione, distribuita per Conferma per lo screoning 4A verra identificata
con C4A-2 preceduto dal codice di laboratorio del campione.
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Flow diagram for confirmation

FEDERAZIONE MEDICO SPORTIVA [TALIANA EOGLIO DI LAVORO FL119
LARORATORIO ANTIDOPING
RICERCA DI ERITROPOIETINA RICOMEINANTE E ANALOGH!
~  Rif. MP(31 - Allegato s Pag. 1110
| Rev. 9

[Data & ora di inizio analisi.  2o{slin 9 2o i

Lotto di accettazione Codice campioni preparafi
108 ¢O™ DA Bt PAC._+ Toi s icatokald
DA Al
DA: . A
DA A
DA: Al o

A — PREPARAZIONE DEL GEL 17 X8 X 0,1CM .
1/ |Pesare 14,71 g di urea [R-181 Lotto i | 1,75 g di saccarosio [R-306 Lotle <&l le
trasfericli in un pallone di reazione da 100 ml posto su un agitatore elstiromagnetico

2@ |Aggiungere 14,17 ml di acqua ultrapura ¢ 1,89 ml di anfolita 2-4 [R-168 Lotto <4z |, 1.89ml di
anfolita 4-6 [R-169 Lolto ¢ ] e 4,74 mi di soluzione di bisacritamice 40% [R-184 Lotto 85K )

3 zf |Tappare il palione e collegario ad una pompa da vuoto per 15 min.
4 ¢f | Nelfrattempo (durante | 15 minuti);
a) detergere le lasire con etanolo assoluts [R-033 Lotioz™ |

b) far aderire I Gelbond alla lastra di supporto ponendovi l'oppertuna quantita di acqua
ultrapura

c) eliminare le eventuali bolle d"aria e 'acqua in eccesso ponendo sul Gelbond un foglio di
carta da filtro e facendo pressione con un rullo

d) sovrapporre la seconda lastra
e} Dbloccare ke lastre con le apposite pinze

5 (% |Preparare I'APS sciogliendo in una vial di plastica da 1,5 ml con tappo 100 mg di persolfato
dammonio [R-179 lottot™2: Jin 1 mi di acqua ulirapura e agitando manualmente

6.0 |Aggiungere 31 pd di TEMED [R-180 Lotloc<xs, | & 310 pl di APS nei pallone
7 14 | Lasciare 30 s in agitazione )

8 B | Prelevare la soluzione di gel mediante pipetta e trasferirla rapidamente fra le due lastre, avendo cura
di non generare bolle d'aria

9 | | Lasciare il gel per almeno tre ore nella camera umida

B PREPARAZIONE DEL CANPIONE

| ﬂ/!per screening e conferma(non SDS PAGE) 0 | A (per ia purificazione per immuncaffinita) andare
al FL162

10/l & | Condizionare il campiene a temperatura ambiente e preparare la soluzione Complete pariando a
volume con acqua ulirapura in un matraccio da 10 mi 5 tavolette di Complete '[R-172 Lottoru$ & | e
meascolando mediante agitatore elettromagnetico

1147 | Prelevare 20 mit di urina” {in-case-di-prefievi-inferiors, porate a 20 micom TRISHEN50-mM-FFRIGHG-
5Qtoito N-¢ trasferirli in una provetia da 50 ml —<UE . PS’_J A2

120,87 ] Aggiungere 400 wl di soluzione Complete (200 i ogni 10 mi di urina)
1314 | Aggiungere 2 mi di TRISHCT3,75M [TRISHCI 3.75  Lotto &2 | (1ml ogni 10 mi di urina}

141 2 [ Controltare il pH con delle strips indicatricl in modo che sia compreso fra 6,8 € 7,9; in caso non risultl
nel range, correggerlo contampone TRISHCH3 FSMHTRISHEH S 7o botto———] —225 .?L-[s [ o

157 | Centrifugare per 10 min nella centrifuga refrigerata a 20°C con rotore bascutante & 3000 rcf

VE possibite preparare guanlita differenti purché restino invariate le proporzioni,
% In gusa i urina diluita @ prekevi maggion, pretevare le quantitd di Camplete & di TRISHCLS. 7% rispesiando | rapport fra i reattivi.
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16/1 3 Applicare alle provette il componente deila fiitrazione del kil Steriflip, assemblandolo in posizione
verficale

1711 | Ruotare dalicatamente di 180° i Kit assemblato

18/ 27| Collegario alla pompa da vuolo per 1a fiirazions

19/1.87| Trasferire d fillrato naile provette amicon Ultra—i2
20/ € § Centrifugare per 20 min relia cenlrifuga refrigerata a 20°C con rotore basculante a 3500 rcf

21/Lz | Eliminare il fillrato & lavare |l fitro riempiendo la parte supericre delia Amicon uitra-15 con TRISHCI
50 mM [TRISHC) 50 Lotto i | 8400 4 di scluzione Complete (200u! ogni 10 mi di urina)

224 2" | Centrifugare per 20 min nella centrifuga refrigerata a 26°C con ratore basculante & 3500 rcf

234 5 | Nel frattempo lavare le Amicon ulira-4 con 2 ml di acqua ultrapura ponendole a centrifugare a 5000
rpm per 20 min nella centrifuga refrigarata a 17°C con rolore ad angolo fisso.

| 244 27| Prelevare con una micropipetia dalla parte supesiore delfa Amicon ultra-15 il residug {circa 120pl) e
| trasferirlo nelle Amicon ultra-4 precedentemente lavate (anche se si usa il FL.162)

2642 | Centrifugare & 6200 rpm per 60 nin nelia centrifuga refrigerata a 17°C con rotore ad angolo fisso

26/L3 | Misurare ii volume di ritentalo, trasferirio in una vial di raccolta e conservare in frigonfero (nel caso Si
intenda utilizzare oltre je 24 h, conservare in congslatore a -20°C)

A1l (PER TEST DI STABILITA)

10/1L&r} Centrifugare 0.6 midi urina per 10 min a 20°C con rotore bascuiante a 2700 rof

11411 | Mettere 0,5 ml di sovranatante in una provelta Microcon

12/ 4| Aggiungere 20 i di Pepstatina A e 5 pl di soluzlone Complete

13/l 2| Centrifugare a 6200 rpm per 20 min neila centrifuga refrigerata a 17°C con rotore ad angolo fisso,

concentrandg fino ad un volume approssimative di 30 ul

14/l 121 Agglungere 200 i dl tampone acetato 50 mil nel restante campione & mescolare con vortex prima di

capovolgerio

15/l 1 | Capovolgere [a Microcon e centrifugare 2 3000 rpm per 10 min nefla centrifuga refrigerata a 17°C con

rolore ad angolo fisso

1641z Portare it volume del campione recuperato fino a 0.5 mi con tampone acetato 50 mil

17/ 5] Agglungere 20 pl di Pepstating 4 e & ul di soluzione Camplete

18/t & Incubare per 15 + 2 min a T ambiente

| 1em & Aggiungere una miscela di BRP e NESP in modo da ottenere una concenirazione par a 1.5 volie la

concentrazione usata per gli standard di riferimento

20/1| ;| incubare futta la notte 2 37°C

211 | Peendere 20 pi & riscaldlark & 80°C par 3 min

| 22113 | Andare al punto 27 e seguire il procedimento {esclusi i punti 28 e 37)
€ — FOCALIZZAZIONE ISOELETTRICA,

PREFOCALIZZAZIONE

273 | Accendere il refrigerante, impostando la temparatura a 8-10°C

285 |Prelevare i campicni trattati dal frigo

285> |Prelevare il Gelbond & tagiiario di lunghezza pari a 16,5 cm utilizzando 14 parte pid omogensa o

lasctaria tal quate

30j2 |Posizionarlo sufla piastra def Multiphor I, gia bagnata con kerosene IR-171 Lotlo =23 )

313 | Rimuovere 'eccesso di kerosene con carta da filro
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322" |Preparare la soluzione catodica aggiungendo g 1,9 mi di acqua ultrapura 100 pl di soluziene di

anfoliti 6-8 {R-170 Lofto ©F e 10 ul di RMET [Lotto<a? |

Bz

Posizionare sui kati pill lunghi le strips imbevute rispettivamente della soluzione catodica ed anodica

4.7

Chiudere il supporte e impostare | seguenti parametri:
Potenziale: 250 V
Corrente: 17 mA (proporzionale alle dimensioni det Gel)
Potenza: 17 W ’
Durata; 30 min/ 60min
O ne! caso la lunghezza def gel sia pari a 25 cm:
Potenziale: 250 V
Ccerrente: 25 mA
Potenza: 25W
Durata: 30 min/ GOmin
Completare la seguente tabella con i parametri di inizio e fine ¢orsa;

Potenziale Corrente Potenza Tempo
v {mA) W) {min)
2f 25 ‘ = <
P WL G S

3567

Preievare gli standard dat congelatore

3641

Preparare gli standard:

MISCELA BRP NESP 1-2 SBRNE‘E-Z)
Aggiungere 0,32 ~ 0,16 ng” di BRP [BRP LottoSle  }a 0.2 —0,15ng%di NESP [NESP Lotto<d = |

MISCELA BRP NIBSC (BRNIB)
Aggiungere 0,16 ng® di BRP [BRP Lotto ]2 0,0025 ng® di NIBSC [NIBSC Lotto i

MISCELA NESP NIBSC {NENIB}
Aggiungere 0,15 ng” di NESP [NESP Lotto ] & 0,0025° ng dl NIBSG {NIBSC Lolto i

SOLUZIONE NIBSC 0,02U1 - 0,04U1 (NIBSC1- 2)
Prelevare dalla soluzione standard [NIBSC LotloCs 1 13-20 W, in modo tale da oftenere una
scluzicne da 0,02-0,04 U1

SOLUZIONE MIRCERA (MIR)
Prefevare 20 uf dalla soluzione standard di Mircera  [MIR Lotto cay™ ]

SOLUZIONE Dynepo (Dyn)
Prelevare 20 pl dalla soluzione standard di Oynepo  {Pyn Lotto }

37ai:

Scaldare | campioni a 87 °C per 6 min 37bLr| aggiungere guantitd sufficiente di urea poco
a poco fino a saturazione andare a punte 39

380

immergere | campioni precedentemente scaldati, nel bagno refrigerante per 30 s

ki g =)

Aggiungere; -al campioni il 10% di Surfacts-amps 80 (Tween 80) [R-165 Lotlo << | per volume dli
ritentato

-aghi standard (eccetto Mircera) aggiungere 2.2 pi ¢i Surfacis-amps 80 (Tween 80) [R-
166 Lokto ¢ x4 |ogni 20l

1 Ui = § ng. £ consentito variore le quaniitd purchd ks concentrazione raggiunia non superl quella corrispondente a 3 velte il LOD
£ censentilo variate il volumne di RMET purcha i rapporte fra il volume della soluzione di anfoliti 6-8 € quelio lotale resli invarialo
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FocaLizzaziONE

iy

catodo nel numero corrispondente ai campieni ed agli standard

Aprite il supporto e posizionare le strips portacampionl {o applicatori a pozzetio) dalla parte del

atq

BRNIB
MENIB
Dyn®
MIR
MNIBSC (10 2}
BRNE{102)
Bur®
USPrepQ®
CAMPIONI
BRNE {102)
NENIB
BRNIB
Oppure nal caso la lunghezza del gel sia pari a 25 ony:
NIBSC {10 2)
BRNE (10 2)
Bur®
USPrEPO’
CAMPION]
BRNE {10 2
CAMPIONI
BRNE {10 2}
CAMPIONI
NIBSC{1a2)
BRNE {10 2)
NIBSC (10 2)
Byn®
MIR

Prelevare | campioni e gli siandard e posizionarl sulle strips” secondo il seguente schema:

Compitare la tabella seguente in base alla sequanza di caricamente:

Posizione Campiong

volume di ritentato (ul)

—_

PP g T

A4 M

R

S

R rha

=

| O B W] N

AitB S

do

2

o

(e s AOLRRC

22

¢ Quantitativo ma vsime per ofgni sikipfpozzetio’ 20 1 | in ¢ago di volumi superion, Sovrapparia ui'alira strip e fipeters I'oparazione. |La

gosizione degh standard pud anche essas variata, purchi i cnmpioni mstino in posiziene centrate. La sequenza deacrita & indicativa.

a ‘ . - - . 1 - » :
HHUR & obt¥igatorin 3o'o In sede i conferma; in base alla soslanza da confermare sard impisgala ta USE corrispondente. n sede di

streening & possibile cmetoies 1a prasenza dello standard di Dyaepo.
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; . : Lol ST Sy
16
11
12
13
14 O e RESE
15

17
18
15
0
7
3
33
%4
75 _
£ (o0 § aEne o+
37
38
75
30

427 | Chiudere il supporto e impostare i seguenti parametri:
Potenziale: 2000 V
Correnta: 17 mA
Potenza: 17 W
Potenziale per ora: 3600 Vh
O nel caso la lunghezza del gel sia paria 25 cm:
Potenziale: 2000 V
Corrente: 25 mA
Potenza: 25 W
Potenziale per ora: 4000 Vh-
GCompletare [a seguente tabella con i parametri di inizio e fine corsa:

Patenziale Corrente Polenza Potenziale per ora Tempo
V3 {mA) {W) {v/h) (min)
Gl 257 LA 3 o
\Gog 5.5 LN & e 3.0

43 Tagliare due rettangoh di Durapore ¢ Immobiton P e 16 rettangoli di carta da filtro” o simile delle
dimensiont di 8 (esatti) x 16,5 ¢m. Nel caso la lunghezza dei gel sia pari a 25 cm, e dimensioni sono
8x22,5cm.

44 7y | Preparare GLI-TRIS aggiungendo a 7,21 g di Glicina [R-164 Lotto e ] 1,519 di Trizmabase [R~
| |187 Lotto »o*i ] e porfando a volume con acqua ultrapura in un matraccio da 500 mi.

45.£) [Quando i potenznale ha raggiunto circa 2800 Vh, preparare re vaschette delle dimensioni di 25 x 25
% 8h cm contenenti fspettivamente metanoclo [R-038 Lotlo 4% 1. acqua ultrapura e GLI-TRIS

s . . e
E* consantity variare 1 numers del fogli 2 seconda dello spessore della carta
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! [Ks,:[f Immergere un rettangolo della tmmobilon B nella vaschetta contenente metanalo per 1 minuto,
quindi immergeria in quelfa contenente acqua per 2 minuli ¢ quindi in quelia contenante GLI-TRIS
| per almeno 20 minuti e posizionarta sullo Slow mixer.

i 477 Immergere un retlangolo della Derapore nella vaschelta contenente GU-TRIS per almeno 20 minut
e posizicnaria sullo Slow mixer.

l 4347 | Quando la corsa elettroforetica & a circa 3500Vh nel caso lunghezza del gel sia paria 185 cm o
3800Vh nel caso fa lunghezza sia pari a 25 cm, appoggiare ai bordi della vaschelta contenente GLUI-

TRIS i fogli di carta da fiitro in due pacchelti da quattro ciascuno®, in modo tale che si imbevano di

soluzione per capillarita.

| 487 Prolungare Ia corsa

St NQ trandare al punto 50

Al termine della corsa (3600Yh nel caso tunghezza del gel sia pan

2 16,5 cm o 4000Vh nel caso la lunghezza sfa pari a 25 ¢y,

impostare i seguenti parametri per 10-15 minuti max:

Potenziale: 2500 v
Corrente: 17 mA
Potenza: 34 W
Potenziale per ora: 500 Vh
O nel caso ia lunghezza del gel sia pari a 25 om;
Potenziafe: 2500 v
Corrente: 25 mA
Potenza: 50 W
Potenzlale per ara: 500 Vh

Completare la seguenie tabela con | paramelri di inizio e fine
corsa,;

Potenziale | Corrente |Potenza Potenziale per ora Tempo
{V} {mA) (W) (Vh} {min}

507 | Eseqguire il controlio visivo per verificare l'uniformita della migrazione del rasso metile e se possibile
fotografare il ge!

D -PrRIMO BLOTTING

510 | E possibile immergere If gel in una vaschetia contenente Gli-Tris 2 (preparata dt fresco pesando
3,02 g ¢i Trizma, 7,21 g di Glicinz e portando & un volume parf a 500m! con acqua ultrapura)

5255 |Posizionars il Geiband sul film remaver ¢ fagliarlo 1 modo che la larghezza sia esattamente 8 em e
fa lunghezza 16,5 cm 0 22,5 ¢m.

33Jr |Prelevare dalla vascheita rettangolo della Durapore e sovrapporlo rapidamente al Gal e
analogamente sovrapporvi il retiangolo della iImmobilon P quindi un pacchetto di caria da filtro
prelevati dalle vaschette,

544 Sovrapporre quindi un tetiangola di parafilm, facendo pressione con un rulfo, per eliminare (e bolle
d'aria,

5654 Capovolgere I'nsfeme (pacchetto, Immobiion P, Durapore € gel) sulla plastra Muitiphor It

56 > Rimuavere il g2l dat Gelband & sovrapporvi rapidamente il secondo pacchetio di carta da filtre

|57 jr” Sovrapporre quindi un rettangoto di parafilm, facendo pressione con un rullo, per eliminare 1o holle
d'aria,
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[58,'2’ Chiudere il supporio e impostare | sequenti parametri;
Potenziale: 40 V
Corrente: Area del gel
Potenza: 80 W
Durata: 30 min
! Completare [a seguente tabella con i parametri di inizio e fine corsa;
Potenziale Corrente Polenza Tempo
vl (mA) ) (min)
[t e 2 EN
2 K2 - Rt
5311 |Preparare PBS e DTT
PBS

61 i Posizionare Ia vaschetia per 60 minuti in incubatore a 37°C.
B2 | Preparare le soluzioni LFM
f LFM 5%
! Portare a velume con PBS in un matraccio da 250 ml 12,5 g dt latte in polvers a bassi grass:
i [R-178 Letto 24% ) Agitare con agitatore magnetico.
i
!
LFM 1%
Portare a volume can PBS in un matraccio da 100 ml t g di latte in polvere a bassi grassi
{R-178 Lotto &7 | Agitare con agitatore magnetico.
I B AL LA} A8t A s AL e 8 £ e e g
a3 7 [lavare la 1P1 con PBS, mettare in una vaschelta da 30x 15 x 8 cm 250 mi di LFM 5% & immergervi
it reftangolo di [Pt
64,2 | Posizionare la vaschetia sullo Slow mixer per GO min
657" rLavare la 1P1 con PBS
662 |Preparare ta soluzione Clone AE75A .
Aggiungere 40 i’ di anticorpo anliepo [R-173  Lolla ;7.2 | a 40 mi di LEM 1%
675 | Mettere in una vascheita di velro da 17x B em {dirnensioni intarne-oppure da 25x 13 om in caso di
gel da 25 cm) 40 ml di soluzione Clone AETSA e immergervi la tP 1
637 | Posizionare la vaschela sulfo Slow mixer per 80 min: in caso di ternpi Superion, pore Jo Siow mixer
in frigorifera (in questultimo caso dopo aver Wolto 1a vaschetla dal frigorifera lasciaria ad agitare
: sulio Slow mixar a T ambiente per circa 20 min}
i
|
|

| salino [R-165 Lotto <&} Mescolare mediante agitatore efetiromagnatico.

60.1

Portare a volume con acqua uitrapura in un matraccio da 1000 mi 5 tavolette di tampone fosfato

nTT

Partare a vofume con PBS in un mairaccio da 250 mit 192,8 mq diliolreitolo [R-182 Lotte <™ ),
Tale soluzione deve essere ulilizzata eniro renta minuti daila preparaziene, causa ossidazione,

Al lermine della migrazione, dopo aver apero il supporto

Metiere in una vaschetta da 30x 15 x 8 cm 250 mi di DTT ¢ immergervi if rettangoto di immobiton P
(Uza}

¥ Nt caso di vaschatte d dimansiont interne: 25% 173 am, censiderun an volumae totaka i 53 mil ¢ quingi yaiase appertunameanie
prapoziond fra i reatlivi
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697 | Preparare le soluzioni: i
-PRS
-LFM 0.5%
Portare a volume con PES in un matracoo da 2000 mi 10 g di latte in polvere a Dasss grassi
{R-178 Loltec S } Agitare con agitatore magnatico.
-250 o di
i LFM 5% .
() INK:aggiungere 250 ul di Indian ink {R-177  Lotto 1 a 250 ml di LFM 5% precedentemente
i preparato
i {70@ |Lavare in una vaschatta da 30x 15 x 8 cm I3 [P 1con 19 soluzione LFM 0,5%, ponendola sullo Stow
mixer per 1 minuto
T! ;-3 Ei‘!eliuare tale iavaggnca per altre tre voite ponendo la vaschetta sullo Stow muxer per 10 minuti
E - SECONDO BLOTTING
T2 | Praparare racido acetico 0.7% - o
‘ Portare a volume con acqua ulfraptira in un matraccio da 500 mi 3,5 mi di acido acetico
[R-003 lottocil |
| 73w | Preparare lre vaschetie delle dimensioni di 25 x 25 x 8h cm contenenti rispettivamente metancio.,
acqua uiiapura e acido dcetics 0,7%
| {742 {lmmergere un retlangoio delia Immobilon P nelia vaschetia conterenta metanaio
' R-038 Lotto V%% |per 1 minuto, quindi immergetia in quella contenente acqua per 2 minut &
N .1 gulndgi in quella contenenie acido acetico 0,7% per almenc 20 minutl !
755y limmergere un rettangolo deila Durapore nella vaschella contenente acido acetico aly G.7% per
almeno 20 minul
755 5 minuti prima di ullizzard, appoggiare ai bordi detla vagchetta contenenle acido acetico §,7% 1 fogh di
; carta da fifiro o simile in due pacchetti da qualiro ciascunc®, in moda tate che si imbevano di soluzions
per capilianta
7721 | Sulla piastra del Nova Blot posizianare if pacchetto da quattro fogli di canta da fillro
78 4r | Lavare la IP1 con PBS e sovrapporia rapidamente al pacchelto
7914 Sovrapporre rapidamente 1z Durabore
803" | Sovrapporre rapidamente la Immobilon P (al termine della corsa nominata 1P2)
81 @ | Sovrapporre rapidamente ff pacchetto da quatiro fogli di carta da filtre®
a2, Sovrapporre quindi un retlangolo di parafilm, facendo pressione con un rulle. per eliminare la holle
d’aria.
] Bgfﬂ Chiudere i supporte e impostare | seguenti parametri;
Potenziale: 35 V
Potenza; 40 W
Corrente: 0,8 mA x Area dei gel
Pk Durala: 10 min
l Comipletare ta saguente tabelia con | parametsi di inizio e fine corsa;
Potenziate (V) Caorrente {m#) Fotenza (W) Tempo(min) _‘_f
b4 A5y A ]
e £y 1 o

sar7o
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E

r

1

] ! 84 i 5i & interrotta Fanalisi allincubazione con fanlicarpe primaric
SIo NQ Z-&ndare al punta 85 ]
Preparare a soluzione LFM 1%
Portare a volume con PBS in un matraccio da
100 mi 1 g di latte in potvere a bassi grassi [R-
178 Lotto ]. Agitare can agitatore
magnetico. .
g5, | AHlerming della seconda migrazione aprire il supporto, prelevare il rettangolo di iP2 e immergerio in
una vaschetta da 30x 15 x 8 cm 250 mi di LFM 5% {oppure INK); immergere 1a IP1 in una vaschatta
contenents PB3 e conservarla in frigo fino al tarmine deil’analisl.
86 @ | Posizionare la vaschetta sulio Sfow mixer par 60 min.
874 |Lavare la IP2 con PBS
887 Preparare ANTI IgG
Aggiungere .
£r26 uF di anticorpo segnato con la biotina Plerce [R-175 Lofto &= }a 40 ml di LFM 1%
1 10 ut’ di anticorpo segnatc con la biotina Paris [R-175  Lotto ] & 40 mi di LFM 1%
BO &Y Mettere in una vaschetta di vetro da 17x B om {(dimensicni interne-opp, da 25x13 in caso 4f gel da 25
om) 40 mi di soluzione ANTI IgG e immergervi Iz 1P2
5 0 Posizipnare la vaschetta sullo Slow mixer per 80 min, in caso di tempi superiori posizionarg io Slow
mixer in fngo {in questultimo caso dopo aver tolto la vaschelta dal frigorifere lasciarla tasciarla ad
agitare sullo Slow mixer a T ambiente per circa 20 min)
919 Preparare le soluzioni
PBS
ta soluzione LFM 0 5%
Portare a volume con PBS in un matraccio da 2000 ml 10 g di Iatte in polvere a bassi grassi
{R-178 Lolte %} |, Agitare con agitalore magnetico.
g2 i Lavare in una vaschetta da 30x 15 x 8 cm la /P2 con la soluzione LFM 0,5%., ponendola sullo Slow
: mixer per 1 minutoe
9363 Ripelere tale lavaggio altre due volte
94 | Effettuare tale lavaggio per altre tre volte ponendo la vaschetta sullo Slow Mixer per 12 minuti
?5}_1 Si é interrofta I'analisi all'incubazione con l'anticorpo secondario: _L
s NO ) andare al punto 96 i
Preparare la soluziona LFM 1%;
Portare a volume con PBS in un matraccio da
100 mi 1 g di latte n polvere a bassi grassi
{R-178 Lotto= 7 | Agitare can agitatore
magnetico,
o4l | Preparars la soluzione Perossitiasi
S Aggiungera 150 ub di streptaviding perossidasi Pierce [R-174 Lotto Yy Ja 40 midi LFM 1%
i1 Aggiungere 20 pif di streptavidina perossidasi Biospa {R-174 Lotio }a 40 midi LFM 1%
| {6755 |Lavare 2 IP2 con PBS
| a8 kjr_—‘ Mettare in una vaschetta di vetro da 17x 8 cm (dimensioni inlerne-opp. da 25x13 in caso di gel da 25
cm) 40 ml di soluzione Perossidasi e immergervi a iP2
! e] j28 Posizionare la vaschetta suilo Slow Mixer per elrmeno un'ara
j 10071 |Lavare in una vaschetta da 30x 15 x § cm la P2 con la soluzione PRS, ponendola sullo Slow Mizer
i per 1 minuto
' 11612 |Ripsters tale lavaggio per altre due volte
"oz | Effettuare tale lavaggio per altre tre volte ponendo 1a vaschetta sullo Stow Mixer per 10 minuti

BT
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FEDERAZIONE MEDICO SPORTIVA ITALIANA
LABORATORIO ANTIDOPING

FOGLIO DI LAVORO

FL119

RICERCA DI ERITROPOIETINA RICOMBINANTE E ANALOGHI

Sample A code 3511158

Rii, MPO31 - Allegato Pag. 1010 |
| Rev. 9. ]
| {1032 | Preparare
LB subito prirna di utilizzana la soluzione Covalight, mascolando uguali volumi (15 mE + 15 ml}’ delle
due soluzioni West Pico Plerce [R-178 Lotto =X, I8
£ 10 minuti prima del suo utilizzo la soluzione Covalighi, conservandolz al buio; aggiungenda 25
gocce di CovB [R-176 B Lotlo }in 25 midi CovA [R-176 A Loto V.
l 104 7 [ Mettere in una vaschetta di vetro da 17x 8 cm (dimensioni interne-oppure da 25x 13 in caso di gal da
25 cm) la soluzione Covalight pregarata al punto precedente e immergervi la 172
[ 105z | Agitare la veschetta per quaiche secondo
F - RIVELAZIQNE MEDIANTE CHEMILUMINESCENZA
f 106,67 Posizionare la P2 nel rivelatore.
| 1097.0 Esporta per. 71 1 minuto A7 5 minut 118 minud S minuti | E30 minuti
, Si sono verificate non conformdd durante lo svolgimento della procedura ?
[rge; O 51 veders Rapporio FLOS3 N*
|
3
Ope.ratorg Sigla e Firma Data Operazioni eseguite
eSS e S acdslie dapunta [ f]apunto [B[1 > e ol
P e s lsle da punto [27] apunte Bele ol e 22);
CrTy U e e ST srade o da punto [51] a punie { L
I . : o dapuntof Japunte [ |
dapunto|[ Japunto [ ]
dapunio[ }apunto |
L o dapunio| lapunio [ ]
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11.3.4 Confirmation Test Results

Gel images and data of positive control standard (BRNE and Mir), negative control
standard (NIBSC), sample internal laboratory code 10E003 A4433 (including the
stability test), positive reference sample (USPMir) and negative reference urine
(BUR).

TOTAL IMAGE OF THE GEL
THE RECTANGLE INDICATES THE AREA SELECTED FOR PROCESSING THE DENSITOMETRY DATA
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[ GENERAL VIEW OF Ai:L THE PROCESSED LANES

GASepo Analysis Report

Session: Analysis 100522.15min.6f 2010.05-22 Laboratory: Laboratory
rnoge File: 100522-15min.\if Date of Analysis: 220502010
Operslor: 13.27 i

C e e _
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[ PosITIVE CONTROL: RHEPO AND NESP STANDARDS (BRNE)

GASepo Analysis Report

Session: Analysls 100522-13min.tif 2010-05-22 Laboratory: Laborztory
Image Fik: 100522-15min.tf Data of Analysis: 22052010
Operator: 13.27

1. EPOap + Oarbg Lane #1: EPOuf + Darba

26,8% Volurne Vo'ume volume § Height §f H e
gt enght Height
3 1B

5 1588

4 1_ 6.2 9_1_1 7803 3.9 15.0 33.4 4,4 183
3 183 1148 76485 78 03 [+23 82 33
2 180 1368 56709 101 391 1005 132 552
1 20,1 1568 | 58433 6,1 236 517 68 284
A 187 265,0 64152 66 54 423 58 233
8 9.0 i et | s 87,0 1465 103 05
c 200 2030 22266 @ 259 100,0 182,1 240 1000
D 2.2 78 141808 145 582 1248 184 686

NEGATIVE CONTROL: URINARY EPO STANDARD (NIBSC)

GASepo Analysis Report

Soasion: Anolysis 100522-15min.tit 2010.05.22 Lahoratory: Laboratory
tmage File: 100522-15min.tif Date of Anatysia: 22M15/2010
Operator: 1327
T, MibsE Lane &7 Nibse
B m
1‘ 5 ®BE 157 i it
| 4 13 54, F; 12197 1,5 H.! 93 18 13
| 3 19,1 N | Eme 49 54 w6 az b 1]
| 2 24 1334 | 38144 57 9 w2 55 7
1 21,0 1518 | THe7 10 08 710 122 787
| o a5 1709 | 97831 14,7 ™5 ™9 138 806
B 2.1 1809 | 96307 145 a3 00,2 155 1000 |
b1 03 2058 | W03326 | 158 1000 88,7 153 983
5 25 PR ] 19 765 Ta0 126 sog ||
€ 189 2413 | 53889 a1 i) 420 74 415
A 126 2500 34432 52 313 308 53 339
| I B 174 158 | M5 37 b 168 20 187
| | c 19,1 2005 14850 22 32 "1 19 123
| D 187 3072 8185 12 78 73 13 at

Rese
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POSITIVE CONTROL: MIRCERA (MIR)

GASepo Analysis Report «po
Sesslon; Anafysis 100322-15min.ail 2010-05-22 Laboratory: Laboratory
Image File: 108522.15min.tif Date of Anslysls: 220572010
Operator: 1327
100.0% - o g Vvolume | Volume § Volume § Height | Heght § Height

= S 5 12 Lo smaz’ | 8E s 23 e 17

2} P i 4 7s 576 815 23 813 =2 2, 550

3 175 €93  14sEE | 473 1000 67,1 459 1000

2 71 W7 6866 28 47,2 400 b a5

1 £ Y 1163 318 o1 02 11 o7 18 J

SAMPLE INTERNAL LABORATORY CODE 0910E003 A4433: CONFIRMATION

GASepo Analysis Report

Session: Analysis 160522-1 5min.tif 2010-05.22 Laboiatory: Laboratory
Image File: 100522-15min.1if Date of Analysis: 22052010 | |
Oparator: 1.7
M |
[ v e e N
[ om
- #m 7 ny 9 | Bi2S 64 137 1083 149 544
| 1 5 w2 S3 14168 | 154 Re | [me7 | mB | %D
ir 1 5 174 645 SH0667 | 470 1000 H6E 4 1000
i 4 74 7 | 3He8s | 3 558 1929 263 26,0
L 3 11 884 | 137306 | 108 n2 1343 183 66,9
-4 2 188 | 1264 | Z47 02 05 T LT} 14
] 1 180 146,1 1726 0,1 03 23 03 12
i a 184 1658 89,0 0,1 02 15 02 (Y]
" B 201 w9 =g 00 B 09 13 05
: ] b 28 1999 %8 00 00 08 1 (13
; :-; 5 207 2156 60 00 0o o0 ap 1]
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SAMPLE INTERNAL LABORATORY CODE 0910E003 A4433: STABILITY TEST

GASepo Analysis Report

Session: Anolysis 100522-15min.tif 20106522 Laboratory: Laboretory
mage File: $100522.15min.tif Date of Analysis: 22/05/2040
Operator. 1327
—
10E603 Add:
f |5 106003 Add33sist)
o] [ tame | commen |
—_ 3
728% Name Comment
s =t = K 3
| 5 182 734 960,5 12 42 88 12 48
| 4 17.9 28,8 37940 48 186 %7 50 198
G 3 19,2 16,8 ETB8,4 82 27 682 85 373
| 2 198 1373 | 67849 82 28 73 106 IR
1 18,1 1567 | 36185 44 158 B0 52 204
A 25 2601 44882 54 196 3,1 54 213
B 23 2150 16396, 199 e 138.9 190 TAE
c 213 818 2B 78 1000 1858 =5 100,0
D 7 3016 135665 185 563 1078 148 58,0
E 18,1 3161 19121 23 84 177 24 95
| 1
| |
|
POSITIVE REFERENCE SAMPLE (USPMIR) E
GASepo Analysis Report e
Session: Analysis 100522.15min.tif 2010.95.22 Laboratory: L
tmage File: 100522-15min.tif Date of Analysis: 220572010
Operator: 13.27
T
i - volume [ volume [ volume | Heignt | Heignt § Heignt
T 9 >3] 131 3B48 07 30 38 07 i3

8 na 30 12206 23 05 10 24 108
7 19,1 466 33151 8.1 4 289 70 30
8 Ha 812 i 81 453 i) 4 459
5 168 78 1670 A5 1000 @32 78 1000
4 15,1 83,0 6497.7 120 557 409 99 439
3 176 1136 | 1435 26 123 7.7 19 83

z 185 1357 | 20849 38 178 19 28 128
1 19,5 1551 | 3712 85 302 8.7 85 37
[ 2032 742 | 085 88 Hne %0 63 Pk
[ 08 1930 | 39580 73 3.0 313 76 ns
1 211 2087 | 36070 78 326 29 72 21
5 214 209 | W5 82 B9 27 85 288
€ e 2456 | AT1A 38 178 185 40 T
A 25 2633 M3 19 89 77 19 83

B 52 2808 6011 11 52 48 12 52

c 23 296.0 3185 07 32 30 or 3z

D n3 a3 26 04 17 18 0A 20
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NEGATIVE REFERENCE URINE (BUR)

GASepo Analysis Report
| Session: Analysis 100522-15min.uf 2010-05.22 Laboratory: Laboratory
Image File: 100522.15min.tif Date of Analysis: 220552010
Operator: 13.37
o
o | vomo {comnent | conx | cennv [ vstineotine e ] i | e | e
| v 5 us 677 077 02 14 17 04 26
| A 4 16,1 %7 a347 18 17 70 17 10,6
: 3 167 1153 18032 40 #=3 133 32 o4
; 2 17t 1367 | 31788 71 45 »5 70 “ug
Sl 1 18,4 1558 | Smz4 | 118 728 510 122 e
= « 186 1740 67150 150 =T 603 144 o1
] B 183 1930 | 71488 1o 1000 66,2 158 1000
- 200 A8 | 64858 144 204 48 154 a8
«h|| 3 206 265 | SMS | 120 5.1 495 18 T
“ [ 208 245,1 37273 B3 521 405 97 612
= A 21,8 2625 2697 46 1] 174 42 6.3
= | B 217 793 iedp 26 156 112 27 178
s [ 21,8 2853 89,7 15 94 50 12 78
Ty D 210 3096 729 [T} 52 20 07 44
L o JfH
[ ¢ )
|
a3

11.3.5 Test Validity Data

The validity of the test is evaluated according to the WADA technical document
TD2009EPO.

Sensitivity performance verification is demonstrated by the positive and negative control
within the entire gel.
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11.3.6 Result review

FEDERAZIONE MEDICO SPORTIVA ITALIANA FOGLIO DI LAVORO FLO39
LABORATORIO ANTIDOPING

VERBALE DI COMUNICAZIONE RISULTATI DI CONFERMA
Pag. 11

Rif. PG0OO1 Rev. 2

LOTTO Dl ACCETTAZIONE, JOELOL CODICE INTERNO: A Ll B3

CONFERMA PER: Lar(EfA DATA! -22f 5/ L

! VALUTAZIONE/OSSERVAZIONE

PPrsTidla Da MOACERA  Scecmomes (LIEA0 R0 O Ml A TATTEEN |

na.t DOCUMENTAZIONE ALLEGATA

o | o |Fosuobiavoro

[ | @ | TRACCIATI DEI CONTROLLI E CAMPIONI (TUTTE LE ALIQUOTE SE QUANTITATIVA)

l;3/ 0 | SEQUENZA DI ANALISI STRUMENTALE

| @ | CRAVERIISL (TR, RAPPORTI IONI, S/N) (FC0O09)

O | gr | FOGLIODICALCOLO (ANALISI auanTriaTiva) (FC____ )

2 | & | COMUNICAZIONE RiSULTATI D CONFERMA IEPO/NESP (FL158)

g1 o [ATRO_PLOIKD
(*} n.3. : non appilcabile

= 7 R
RESPONSABILE ~—Cos L u e
ESECUZIONE PROVA
Sigla Firrna

DIRETTORE SCIENTIFICO: ; e i’ A

DATA: L2 / Sr/fec
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11.3.7 Conclusions

Data were evaluated according to the WADA technical document TD2009EPO.

The acceptability, identification and stability criteria defined in the WADA technical
document TD2009EPO are fulfilled.

The second opinion of a different accredited antidoping laboratory (AFLD Laboratory)
confirmed our conclusions.

An adverse analytical finding for Continuous Erythropoietin Receptor Activator (CERA)
was consequently reported for sample code 10EQ03 A4433.

G870
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.4 Second opinion by AFLD Laboratory (Paris) on the EPO analysis
results on sample code 10E003 A4433

E18852600033

LT
& afld

Q322001265 WO
D e Iraaglsd die kil canlze la doptsgre

L
..._‘-a-‘-iI

2
1
i
i
i
]

Chatenay-Malabry May 25", 2010

Départemeant des analyses

Laboratorio Antidoping

Dr. Francesco BOTRE

Federazione Medico Sportiva Italiana
Largo Giulic Onesti 1

IT - 00197 ROME RM

ITALY

According to the files corresponding to sample 10E003A4433 (screening,
confirmation and stability test) and WADA criteria from TD2009EPO, we conclude
that this sample shows the presence of recombinant erythropoletin (pegylated
Epoetin beta - MIRCERA).

Best regards,

r fvancgise LASNE
jrector

5 e
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I.L5 Test Report

Largo Giulio Onoetl, 1

: s FEDERAZIONE MEDICC SPORTIVA ITALIARA RAPPORTO D! PROVA 40197 Roma
LABQRATORIQ ANTIDOPING FMS! TEST REPORT Tol:+39.06.36859600
Fax:+39.06.8074871
— 1728/DEXTst DataiDete 26/05/2010

RAPPORTO Dl BROVA. SLPPLEMENTARE AL 7 SUPPLEMENTARY TEST REFORT TO FROT 193FHifise
RISERVATA PERSONALE/CONFIDENTIAL

AlTo: LAAF,
Att.nofAttention: 07 3. COLLE'
IndirizzelAddrens: BP 36¢. 96007
GAP Citth Nazione/PC Place Courtey: MONACO CEDEX
LOTTO DI AGCETTAZIONE!R ECEIPT BATCH: {0EDQ3 |CATENA DI CUSTODIAITEST MISSION CODE- JAAF Q312010
RICHEDENTE tacsepvente: FIDAL FEDERAZIONE IFEDERATION |1AAF
SPORT.GARAISPORT-£veEnT: ATHLETICS - GARAINT LE DI MARCIA 20 KM - IAAF LUDGO IrLaCE: SESTO SAN GIOVANNI
DATA DELLA GARA DATAIORA DI ARRIVO CAMPIONI:
LATE OF EVENT: 01/05/2010 RECHIPT OF SAMPLES 024035/10 - 820
INZIO ANALISIL FINE ANALISI:
START OF ARALYSIS 03/0572010 END OF AHALYSIS 2610512010
T1F0 OI TEST NEE 7
TIPO O GAMPIONES rYpe OF SAMPLE: URINAURINE | on o vap COMPETITION WITH EPOINESP
C©ADIC] DEY CAMPION] ANALIZZATI/SAMPLE CODES
CODIGE CODCE
CODCE INTER ESTERNO SESEO [[COMCE INTERNG ESTERNG SESSO
NTERNAL CQOR EXTERNAL GENDER || INTERNAL COOE EXTRRNAL GENDER
COCE CODE
A4433 3511158 M - - -

Tmelogdi ulllizzati sono rlportadi nel documenic ELODBJAnacha! ‘mathods are reporied in ELO0E . .
Tak metodi sane in Becorde con i dacumenti ISONEC 17025 0 WADA Intemationat Standard for Lanorateriess These methods are in compliance witk ISONEC 17025

sandard end WADA Infemational Stendord for Laboratories
1 rlsuftal Anatitici i rifenscono escluslvamente ai campioni sotioposti o provalThe analylical resulls refer exclusivaly lo the samples incluged s the repor.

N cemphsnamento & a cura cal clienle/The clieal is responsible for the sampling

RISULTATVRESULTS:

ANALIS| PER J ANALYSIS FOR: EPO E ANALOGHH EPQ AND ANALOGUES

Advarse Analytical Finding

Le analisi effaltuate sul campiona A sopra fiporialo hanna evidenziato 2 presenza dilThe compfate analysis of the A sampfe showed the presence af:
- CONTINUOUS ERYTHROPOIETIN RECEPTOR ACTIVATOR (CERA)

‘NOIE. PARERS ED INTERPRETAZIONI INOTES, DPINIONS AND INTERPRETATIONS
The sample showod an afypical IEF EPO profita that doss not I with endopenous EPQ. Amietov:;eﬂng and/or, analysr: blood sample, i
available, is strongly recommended. l f

Dr. Xavier de la Torre
ptiore SclentificosScientific Vieq-Direcior

CC WADA (ADNAS)

Vigtasa 1 fiprodoziono pasiale dol presents d Al izzazione scrtla del Diretlere Scientficd Page i 1
Parfia) ceprodaction of (s repedt without autizaion of tha Selentific Director is forbidden

Niod, RPODN Raw & Pog. 31
Rii PG - Allegatd

TOT0






