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Abstract: For the PET imaging of prostate cancer, radiotracers targeting the prostate-specific mem-
brane antigen (PSMA) are nowadays used in clinical practice. [18F]PSMA-1007, a radiopharmaceutical
labeled with fluorine-18, has excellent properties for the detection of prostate cancer. Essential for the
human use of a radiotracer is its production and quality control under GMP-compliance. For this
purpose, all analytical methods have to be validated. [18F]PSMA-1007 is easily radiosynthesized in a
one-step procedure and isolated using solid phase extraction (SPE) cartridges followed by formula-
tion of a buffered injection solution and for the determination of its chemical and radiochemical purity
a robust, fast and reliable quality control method using radio-HPLC is necessary. After development
and optimizations overcoming problems in reproducibility, the here described radio-HPLC method
fulfills all acceptance criteria—for e.g., specificity, linearity, and accuracy—and is therefore well suited
for the routine quality control of [18F]PSMA-1007 before release of the radiopharmaceutical. Recently
a European Pharmacopeia monograph for [18F]PSMA-1007 was published suggesting a different
radio-HPLC method for the determination of its chemical and radiochemical purity. Since the here
described method has certain advantages, not least of all easier technical implementation, it can be
an attractive alternative to the monograph method. The here described method was successfully
validated on several radio-HPLC systems in our lab and used for the analysis of more than 60 batches
of [18F]PSMA-1007. Using this method, the chemical and radiochemical purity of [18F]PSMA-1007
can routinely be evaluated assuring patient safety.

Keywords: [18F]PSMA-1007; high performance liquid chromatography (HPLC); validation; GMP;
PSMA; prostate cancer; positron emission tomography (PET)

1. Introduction

For the PET imaging of prostate cancer, radiotracers targeting the prostate-specific
membrane antigen (PSMA) are nowadays used in clinical practice. Amongst the first
tracers for this purpose was [68Ga]Ga-PSMA-11 which is still the most widely used
PET tracer for PSMA imaging [1–4]. This tracer has a relatively short physical half-life
(T1/2(68Ga) = 68 min) which makes a satellite distribution not feasible: the tracer has
to be prepared on site or at least nearby. A huge advantage of using 68Ga as PET ra-
dionuclide is its availability from a generator which enables also small production sites
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without a cyclotron to produce their own PET tracers. However, due to the capacity of the
68Ge/68Ga-generator used for the production of a 68Ga-labelled radiotracer, the amount of
radioactivity which can be produced in one batch is limited in comparison to fluorine-18
labelled tracers. This in turn is limiting the number of patients which can be imaged with
one batch necessitating a new tracer production when aiming to image more than 2–3 pa-
tients a day. Even employing a large-scale production of 68Ga with a cyclotron, which is
currently under investigation [5], a satellite distribution of the tracer is doubtful. Using a
PET tracer labeled with fluorine-18 these disadvantages can be overcome. With a half-life
of 110 min for fluorine-18, a distribution of the radiotracer in a satellite concept (centralized
production and distribution to other sites) is possible. Moreover, a large scale production
with resulting high amounts of radioactivity enable the imaging of multiple patients with
one batch of radiotracer. One such tracer for the imaging of PSMA is [18F]PSMA-1007,
a radiopharmaceutical labeled with fluorine-18, which has excellent properties for the de-
tection of prostate cancer [6,7]. During the last years multiple studies have been performed
validating its suitability and in some cases superiority over other PSMA-tracers [8–12].

In order to use a radiotracer in human applications, this tracer has to be produced
and its quality ascertained under full GMP-compliance. The production should take
place fully automated in a cleanroom environment. The fully automated production of
[18F]PSMA-1007 was established on several commercially available synthesizers [13–15].
Before use in human application each batch of the produced radiopharmaceutical has to
be evaluated in regard to its quality before release. For some commonly used radiophar-
maceuticals, recently also [18F]PSMA-1007, parameters to be evaluated as well as their
acceptance criteria and suitable analytical methods are described in monographs of the
current European Pharmacopeia [16]. Typical parameters to be analyzed for a radiopharma-
ceutical are the chemical and radiochemical purity, the pH value, the radionuclidic purity,
bacterial endotoxins, integrity of the sterile filter, and sterility of the injection solution.
Due to the limited half-life of the radiotracer some of these tests, e.g., sterility, may be
evaluated after release. The methods for the analysis of parameters before release have
to be fast and reliable in order to complete quality control in ideally less than 30 min.
Concerning the chemical purity of a fluorine-18 labeled radiotracer several methods should
be used: HPLC (high performance liquid chromatography) for determination of related
substances, a spot test for content determination of the phase transfer catalyst used in
the radiolabeling reaction, and gas chromatography for determination of residual sol-
vents. The radiochemical purity should be accessed using radio-HPLC and radio-TLC
(thin layer chromatography). All methods used for the quality control have to be validated
assuring full GMP-compliance. In this work a fast and reliable radio-HPLC method for
the determination of the chemical and radiochemical purity of [18F]PSMA-1007 injection
solution was developed and validated on several HPLC systems in our lab. This method
has certain advantages over the recently published monograph method and can be an
attractive alternative. The successfully validated radio-HPLC method was routinely used
for the analysis and subsequent release of more than 60 batches of [18F]PSMA-1007 over
more than one year assuring patient safety.

2. Results and Discussion
2.1. Recommended Acceptance Criteria for the Chemical and Radiochemical Purity of
[18F]PSMA-1007 Determined by Radio-HPLC

For the determination of the chemical and radiochemical purity of a radiopharmaceu-
tical, acceptance criteria using different analytical methods have to be defined. Since typical
radionuclides used for the labeling of radiopharmaceuticals are no-carrier-added (n.c.a.),
the product solution will contain varying amounts of the non-radioactively labeled com-
pound: in case of [18F]PSMA-1007 this is the reference compound PSMA-1007. Additionally,
other impurities may be formed during the labelling reaction which may be known or un-
known impurities. The chemical purity of [18F]PSMA-1007 can be accessed by HPLC using
UV detection. The radiochemical purity can be evaluated using the same analytical method
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by having a radioactivity detector in series. Typical methods for the quality control of radio-
pharmaceuticals include radio-HPLC, radio-TLC, and gas chromatography for determina-
tion of residual solvents. For some commonly used radiopharmaceuticals—e.g., [18F]FDG,
[18F]FLT, and [18F]FET—these acceptance criteria as well as suitable analytical methods are
described in monographs of the current European Pharmacopeia [16]. For [18F]PSMA-1007
a monograph (“PSMA-1007 (18F) injection”; 07/2021:3116) detailing its acceptance criteria
has recently been published [17] but has not been available during the development and
validation of the here described radio-HPLC method. Table 1 summarizes recommended
acceptance criteria for the chemical and radiochemical purity of [18F]PSMA-1007 estab-
lished in our lab as already published [13] which have now been confirmed by the release
of monograph 3116. Only for the radiochemical purity our acceptance limit is higher
(≥95% vs. ≥91%).

Table 1. Recommended acceptance criteria for the chemical and radiochemical purity of [18F]PSMA-
1007 injection solution determined by radio-HPLC.

Parameter Acceptance Criteria

Chemical Purity

PSMA-1007: ≤0.1 mg/Vmax
# =̂ 10 µg/mL

Any other impurity: ≤ area of reference peak *

Sum of all impurities: ≤ 5 × area of reference peak *

Disregard limit for peak areas ≤ 0.3 × area of reference peak *

Radiochemical Purity ≥95%
# Vmax was determined as 10 mL per patient, * peak area of reference solution PSMA-1007 (10 µg/mL) has to be
determined for comparison.

The limit value for the unlabeled compound PSMA-1007 (reference standard) in the
[18F]PSMA-1007 injection solution is recommended as 10 µg/mL (0.1 mg/Vmax) which has
recently also been defined in the monograph of [18F]PSMA-1007. The peak area of this
reference solution has to be determined in calibration measurements and routinely checked
before analyzing the quality control sample of [18F]PSMA-1007 injection solution since this
area is the basis for the comparison of peak areas of other impurities: the peak area of any
impurity has to be less than or equal to the peak area of a reference solution of PSMA-1007
(10 µg/mL). The sum of the peak areas of all impurities including PSMA-1007 has to be
less than or equal to 5 × the peak area of the reference solution. Peak areas ≤ 0.3 x the peak
area of the reference solution can be disregarded.

The radiochemical purity of [18F]PSMA-1007 is recommended to be ≥95%, also in
accordance with other established radiopharmaceuticals. Radiochemical impurities have to
be ≤5%. Recently a radiochemical purity of ≥91 % for [18F]PSMA-1007 has been suggested
in the monograph 3116 where the impurity caused by [18F]fluoride has to be ≤5%. This is
fulfilled by the here recommended acceptance criterion.

2.2. Development and Validation of the Radio-HPLC Method

For the routine use of an analytical method for the quality control of radiopharmaceu-
ticals, this method has to be GMP-compliant. In order to ensure that, after development
the method has to be validated regarding different parameters according to the ICH Q2
(R1) guideline “Validation of Analytical Procedures” [18]. For the analysis of radiophar-
maceuticals not only the chemical purity has to be taken into consideration but also the
radiochemical purity of the product solution. This makes them special which may re-
sult in some modifications of the ICH guideline concerning radiochemical parameters.
To this effect, a guideline for the validation of analytical methods for radiopharmaceuticals
was published by the EANM [19]. While developing and validating our radio-HPLC
method for [18F]PSMA-1007, both guidelines were taken into consideration. Using this
analytical method, the following specification parameters of [18F]PSMA-1007 injection
solution were determined: chemical identity of PSMA-1007, radiochemical identity of
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[18F]PSMA-1007, amount of PSMA-1007 as well as chemical and radiochemical impurities
of the injection solution. For GMP-compliance all these parameters have to be validated.
The here successfully validated radio-HPLC method for the determination of the chemical
and radiochemical purity of [18F]PSMA-1007 has the following parameters (Table 2):

Table 2. Parameters of the radio-HPLC method.

Column Precolumn: Chromolith Performance RP-18e (10 × 4.6 mm) (Merck; Germany)
Column: Chromolith Perfomance RP-18e (100 × 4.6 mm) (Merck; Germany)

Column temperature Room temperature

Injection volume 25 µL

Detector 1 UV detector @ 254 nm

Detector 2 Radioactivity detector

Mobile Phase A: Acetonitrile, B: 0.1% TFA in water

Gradient Start 5% A; till 1.5 min increasing to 15% A; till 10.5 min to 35 % A; till 13 min to 95% A; till 19 min back to 5% A

Flow rate 3 mL/min

Run time 19 min

This method is different to the recently suggested one in the Eur. Ph. monograph
“PSMA-1007 (18F) Injection” [17] whose parameters are listed in Table 3 for comparison.

Table 3. Parameters of the radio-HPLC method suggested in monograph 3116 [17].

Column Solid core octadecylsilyl silica gel for chromatography (2.7 µ)

Column temperature 30 ◦C

Injection volume 20 µL

Detector 1 UV detector @ 225 nm

Detector 2 Radioactivity detector

Mobile Phase A: Acetonitrile, B: sodium dihydrogen phosphate (3.12 g/L) in water (pH 2.5 with phosphoric acid)

Gradient Start 23% A; 2–14 min increasing to 30% A; 14–17 min increasing to 60% A; till 21 min remaining at 60% A

Flow rate 1.3 mL/min

Run time >21 min (≈25 min)

The most severe difference between the two methods is the mobile phase: while the in
this work validated method uses the addition of 0.1% TFA to the aqueous phase, the mono-
graph method uses a phosphate buffer. A salt buffer has the huge disadvantage that it may
crystallize in the HPLC system resulting in blockages. To reduce this risk the system has to
be cleaned very thoroughly after the analysis which takes some time. Moreover, the prepa-
ration of a salt buffer is more elaborate, error-prone and time consuming in comparison to
the addition of TFA to water. Another difference is the run time of the method which has
to be at least double the retention time of the analyte. In the here validated method it takes
19 min to again reach the starting conditions of the method in comparison to approximately
25 min for the monograph method. Since the HPLC run has to be completed before release
of the radiopharmaceutical the shorter the run time the better. Still another difference
between the two methods is the UV wavelength chosen for the measurements (254 nm
vs. 225 nm): generally, the adsorption of solvents is higher at lower wavelengths which
may result in an increase of baseline noise. A parameter which makes the monograph
method technically more difficult to implement, is the slightly elevated temperature of
30 ◦C versus room temperature in the here presented method. This necessitates a column
oven which may not be present in every HPLC system representing a knock out criterium
for these systems. Regarding the column stationary phase, the monolithic as well as the
core-shell phase technology show high resolution, productivity and sensitivity. Comparing
both methods regarding their differences, the here developed and validated method has
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certain advantages over the monograph method which may make it attractive to users
worldwide. European users which have to consider the monograph for [18F]PSMA-1007
may use this method, too, when explaining its advantages to their authorities and showing
that it is suitable.

The validation of the here developed method along with optimizations to overcome
problems in reproducibility, which have also been encountered by other groups, will be
described for two different HPLC systems, an UltiMate 3000 system (Thermo Fisher
Scientific GmbH, Dreieich, Germany) as well as an ICS5000 system (Thermo Fisher Scientific
GmbH, Dreieich, Germany). Both of them have subsequently been used routinely for the
quality control of [18F]PSMA-1007 in our lab. The following parameters, whose acceptance
criteria are based on monographs for radiopharmaceuticals as well as guidelines for method
validation [16–19], have been analyzed during the validation (Table 4):

Table 4. Parameters and acceptance criteria for the validation of the radio-HPLC method. Abbrevia-
tions: RSD: relative standard deviation, R2: correlation coefficient, S/N: signal-noise-ratio.

Chemical Purity (UV Detector)

Parameter Acceptance Criteria

Specificity Resolution > 2.0

Precision/Repeatability RSD < 2%

Linearity R2 ≥ 0.99

LOQ S/N > 10

Accuracy Average bias < 5%

Radiochemical Purity (Radiodetector)

Parameter Acceptance Criteria

Identity Difference tR ≤ 5%

Specificity Resolution > 1.5

Recovery > 95%

Linearity R2 ≥ 0.99

LOQ S/N > 10

Intermediate Precision RSD < 2%

After successful validation, the results for chemical and radiochemical purity on both
systems have been compared for several batches of [18F]PSMA-1007.

2.3. Development and Validation of the HPLC Method Concerning Chemical Purity
2.3.1. Chemical Identity of PSMA-1007, Possible Impurities and Specificity

For the evaluation of the chemical purity of the [18F]PSMA-1007 injection solution
the chemical identity of PSMA-1007 as well as known impurities have to be validated.
Furthermore, unknown impurities may occur in the product solution. With an external
reference standard, the chemical identity of PSMA-1007 can be verified using its retention
time. The retention time of the product should be at least 3 times the systems dead
volume. For the validation of the suitability of the method to determine the chemical
identity of PSMA-1007, a reference standard solution of PSMA-1007 was injected. Possible
known impurities which may occur in the injection solution of [18F]PSMA-1007 can be
the labeling precursor of PSMA-1007 (trimethyl-ammonium-precursor for direct labeling)
and defluorohydroxy-PSMA-1007. These compounds were also separately injected and
identified by means of their retention times. Figure 1 shows the molecular structures of
[18F]PSMA-1007, PSMA-1007 as well as possible known impurities.
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Figure 1. Molecular structure of [18F]PSMA-1007, PSMA-1007 as well as known impurities.

Using the UltiMate 3000 system, the retention times were 7.77 min for PSMA-1007,
6.32 min for the labeling precursor, and 6.17 min for defluorohydroxy-PSMA-1007. In com-
parison to the systems dead volume of 0.6 min, all compounds fulfill the criterion that
their retention time has to be at least 3 times the dead volume. Using the ICS5000 system,
the retention times were 8.35 min for PSMA-1007 and 6.78 min for the labeling precursor.
Also in this case the criterion of at least 3 times the dead volume (0.7 min) was fulfilled.
Due to its non-availability at that time, the identity of defluorohydroxy-PSMA-1007 was
not evaluated on this system. Since the other retention times between the two systems were
comparable, it can be assumed that defluorohydroxy-PSMA-1007 would have a similar
retention time as the labeling precursor on the ICS5000 system. On both systems the
chemical identities of PSMA-1007 and known impurities were identified by means of their
retention times.

Furthermore unknown impurities may occur in the [18F]PSMA-1007 injection solution.
Since their identity is not known, they cannot be injected separately. As recommended,
impurities may be disregarded if they are below the limit of 0.3 × the peak area of the
reference solution of PSMA-1007 (10 µg/mL). Nonetheless unknown as well as known
impurities have to be adequately separated from PSMA-1007 in order to not interfere with
the determination of its amount.

The specificity which ensures that unknown as well as known impurities are suitably
separated from PSMA-1007, can be validated by injection of a solution containing all known
impurities and determination of the resolution between the compounds. In reference to
the Eur. Ph. monograph of [18F]FET [20], the resolution between PSMA-1007 and related
substances has to be at least 2.0 for both compounds to be suitably separated. For the
UltiMate 3000 system the resolution between PSMA-1007 and the labeling precursor was
13.6 while it was 15.1 between PSMA-1007 and defluorohydroxy-PSMA-1007. For the
ICS5000 system the resolution to the labeling precursor was 13.3. The specificity of the
method for known impurities was thus fulfilled on both systems. A baseline separation
between the two known impurities, the labeling precursor and defluorohydroxy-PSMA-
1007, which is recommended in the recently released monograph of [18F]PSMA-1007 [17],
is not given using this HPLC method. Since the exact amount of these impurities does
not have to be determined but only generally the peak area of impurities (≤peak area of
reference standard peak), this is of no further concern. The potential addition of both peak
areas as one impurity would increase this peak area. This in turn makes a possible violation
of the limit more probable not less therefore securing the safety of the product. In order to
validate a suitable resolution of PSMA-1007 and unknown impurities, a typical batch of
the injection solution of [18F]PSMA-1007 was analyzed. The UV-chromatogram showed
a resolution of 4.0 and 3.8 to the neighboring peaks of PSMA-1007 on the UltiMate 3000
system and a resolution of 3.9 and 5.2 on the ICS5000 system. The acceptance criterion
of at least 2.0 for the resolution to unknown impurities was therefore also fulfilled on
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both systems. The specificity of the method for known as well as unknown impurities to
PSMA-1007 was proven.

2.3.2. Precision and Repeatability

A very important parameter for the suitability of a method for routine measurements
is its precision or repeatability. The precision expresses the closeness of the results when
repeatedly measuring a homogenous sample with the same analytical method. For validat-
ing the precision of the method, the samples used for the determination of the linearity
were injected 4–5 times for each concentration and the relative standard deviations (RSD)
of the peak areas of each level were calculated which should be less than 2%.

When first starting the [18F]PSMA-1007 production, the injection solution contained
90% physiological saline (0.9% NaCl) and 10% ethanol as well as sodium ascorbate for stabi-
lization. For the validation the reference standard PSMA-1007 was solved in physiological
saline/ethanol (90:10 v/v) without sodium ascorbate because its peak eluted at 0.6 min
(dead volume) and was huge in comparison to the PSMA-1007 peak. Measurements of
PSMA-1007 with or without sodium ascorbate were otherwise completely comparable.
Since solubility of PSMA-1007 in aqueous solution is poor, the reference standard was
first solved in 50 µL DMSO and then diluted accordingly. Using normal plastic tubes
and pipette tips for dilution resulted in completely unreproducible results which could
be expected since droplet formation in the tips was seen during dilution. This problem
was solved by using so called “protein low bind” tubes and tips for preparation of the
standard solutions.

The first system used for validation of the HPLC method for [18F]PSMA-1007 in our
lab was the UltiMate 3000 system. Table 5 summarizes the results of the measurements
of 5 different concentration levels of PSMA-1007. The precision of the method was very
good for all concentration levels. Using the ICS5000 system, the RSDs of peak areas of
PSMA-1007 were also well below the acceptance criterion of 2%.

Table 5. Integrated peak areas for different concentrations of PSMA-1007 in physiological saline solution.

UltiMate 3000

Concentration
PSMA-1007

µg/mL

Integrated Peak Areas
Average ± SD

mAU*min
RSD%

8 0.9313 ± 0.0024 0.26

9 1.0632 ± 0.0010 0.10

10 1.1667 ± 0.0024 0.21

11 1.2842 ± 0.0003 0.03

12 1.3992 ± 0.0025 0.18

ICS5000

Concentration
PSMA-1007

µg/mL

Integrated Peak Areas
Average ± SD

mAU*min
RSD%

8 0.3781 ± 0.0006 0.17

9 0.4493 ± 0.0031 0.70

10 0.4851 ± 0.0019 0.38

11 0.5445 ± 0.0018 0.34

12 0.5965 ± 0.0020 0.34

But when using this system for the analysis of [18F]PSMA-1007 batches and comparing
them to the results of the same batches on the UltiMate 3000 system huge discrepancies
occurred. Peak areas during validation measurements and measurements of the reference
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standard solution were approximately half the size for the ICS5000 system used compared
to those of the UltiMate 3000 system. This was not the case for measurements of [18F]PSMA-
1007 batches which were almost comparable in size. Therefore, when measuring a reference
standard solution of PSMA-1007 before the batch analysis on both systems, the results
were comparable (e.g., 10.38 µg/mL (ICS5000) vs. 10.24 µg/mL (UltiMate 3000)). However,
the following batch analysis resulted in apparently much higher amounts of PSMA-1007
when measuring with the ICS5000 (e.g., 17.44 µg/mL vs. 8.79 µg/mL) leading to a very
poor intermediate precision between the two systems. Normally an ICS5000 system is
used for ion chromatography and also other detectors, e.g., electrochemical detectors,
are used. Since production of [18F]FDG was cancelled in our lab, we reused the ICS5000
as a HPLC system by bypassing the electrochemical detector and using only the UV
and radioactivity detectors. A huge difference between the ICS5000 and the UltiMate
3000 system is the mode of injection by the respective autosampler: for the injection of
a sample in the ICS5000 system the sample is first drawn into a buffer line and then
pushed through the sample loop onto the column (push mode) [21]. In the UltiMate
3000 system a split-loop injection principle is used: the sample is drawn directly into the
sample loop and then injected onto the column, the syringe and sample loop are part of the
chromatographic system [22]. This different kind of injection types presumably lead to the
discrepancies observed. During the validation measurements using the reference standard
solutions in physiological saline without the addition of sodium ascorbate, part of the
standard remained in the buffer line probably due to slight insolubilities resulting in smaller
peak areas and a wrong calibration curve. When injecting the [18F]PSMA-1007 batches
(physiological saline containing sodium ascorbate), no sample remained in the buffer
line leading to higher peak areas and seemingly higher amounts of PSMA-1007. Due to
direct injection on the UltiMate 3000 system such effects were not observed, leading to
comparable peak areas between reference standard samples and [18F]PSMA-1007 samples.

During the investigation of the discrepancy between the two systems and trying to
find a solution for it, the injection solution matrix of [18F]PSMA-1007 was changed from
90% physiological saline (0.9% NaCl) and 10% ethanol as well as sodium ascorbate for
stabilization to 90% PBS (phosphate buffered saline) and 10% ethanol necessitating a new
validation of the method concerning certain parameters using reference standard solutions
in the new matrix. Again, five different concentration levels of PSMA-1007 were analyzed
and the precision calculated as the RSD between the determined peak areas (Table 6).
For both systems the same samples were used. The precision on the UltiMate 3000 was
very good. Even though the RSDs for the ISS5000 system are objectively higher than the
ones obtained from the measurements of samples in physiological saline, with this method
no discrepancies between reference standard measurements and batch measurements
could be observed and also intermediate precision of the two systems was very good
(see Section 2.5. Comparison of batch results). The presence of phosphate salts in the
injection solution apparently prevented slight insolubilities of PSMA-1007 in the buffer
line of the ICS5000 autosampler. The acceptance criterion of RSDs < 2% was fulfilled for
both systems.

2.3.3. Range and Linearity

As described in Section 2.2., the suggested limit for the amount of PSMA-1007 in the
injection solution is 100 µg per day which has been confirmed by the recently published
monograph of [18F]PSMA-1007 [17]. At a maximal injection volume of 10 mL per patient
this results in a limit value of 10 µg/mL. This value is the basis for the determination of the
PSMA-1007 content in the validation of the method. The range of an analytical method
should cover 80–120 % of the limit value [18] which for PSMA-1007 results in a range of
8–12 µg/mL. Over this range the method should have an acceptable measure of linearity,
accuracy and precision. For validation so that the lower limit of the range is not below
the limit of quantitation (LOQ), in a chromatogram of the lowest concentration level the
signal-to-noise-ratio (S/N) of PSMA-1007 has to be higher than 10.
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Table 6. Integrated peak areas for different concentrations of PSMA-1007 in PBS solution.

UltiMate 3000

Concentration
PSMA-1007

µg/mL

Integrated Peak Areas
Average ± SD

mAU*min
RSD%

8 0.9085 ± 0.0025 0.27

9 1.0229 ± 0.0021 0.20

10 1.1400 ± 0.0019 0.17

11 1.2495 ± 0.0011 0.09

12 1.3703 ± 0.0058 0.42

ICS5000

Concentration
PSMA-1007

µg/mL

Integrated Peak Areas
Average ± SD

mAU*min
RSD%

8 0.7677 ± 0.0062 0.80

9 0.8748 ± 0.0050 0.57

10 0.9807 ± 0.0108 1.10

11 1.0917 ± 0.0047 0.43

12 1.1932 ± 0.0066 0.55

In order to quantitatively determine the amount of PSMA-1007 in the injection solution,
the linearity of the method has to be validated. For this, five concentrations of PSMA-
1007 reference standard solution were examined and injected four (UltiMate 3000) or five
(ICS5000) times each. For the linearity determination of the method, the average values
of these peak areas were plotted against the known concentration and a linear regression
was performed. Again, the first validation was performed with standard solutions in
physiological saline (0.9%) containing 10% ethanol (Figure 2a). The calibration curve
for both systems was linear over the range and confirmed statistically. The correlation
coefficients (R2) were 0.9989 (UltiMate 3000) and 0.9968 (ICS5000), fulfilling the acceptance
criterion of R2 > 0.99. The second validation was performed with standard solutions in
PBS containing 10% ethanol (Figure 2b). Using these standard solutions, the calibration
curves for both systems were excellent with correlation coefficients of 0.9998 (UltiMate
3000) and 0.9999 (ICS5000) also fulfilling the acceptance criterion for linearity of the method.
The linearity of the method over the range was successfully validated on both systems.

Analyzing the chromatograms of the lowest concentration level of the range of PSMA-
1007 (8 µg/mL) in order to confirm that it is not below the limit of quantitation (LOQ),
the signal-to-noise-ratio (S/N) was determined for both systems and both injection matrices.
For the standard solution in physiological saline the S/Ns were 239 (UltiMate 3000) and
64 (ICS5000), respectively. For the standard solution in PBS the S/Ns were 565 (UltiMate
3000) and 248 (ICS5000), respectively. Therefore, for both systems and both matrices the
acceptance criterion of S/N > 10 was easily fulfilled.

2.3.4. Limit of Quantitation

To determine the limit of quantitation of the analytical method, the standard solutions
of PSMA-1007 were further diluted until the LOQ was reached. These measurements
were also conducted for both systems and both injection matrices. The S/N ratios were
calculated by the Chromeleon 7.2 software. Table 7 summarizes the results.
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Figure 2. Calibration curve obtained from average integrated peak areas (mean ± standard deviation) of different concen-
trations of PSMA-1007 over the range of the method. (a) reference standard solutions in physiological saline. (b) reference
standard solutions in PBS.

Table 7. S/N ratios for determination of LOQ for PSMA-1007.

Concentration PSMA-1007
µg/mL UltiMate 3000 ICS5000

NaCl PBS NaCl PBS

8 239 565 64 248

3 91 91 38 143

1.5 47 39 17 53

0.75 23 18 9.5 22

0.3 7.2 6.9 - 9.6

With the exception of the solutions in physiological saline on the ICS5000 system,
the LOQ for PSMA-1007 using the validated method was 0.75 µg/mL which is well below
the lowest concentration level of the range (8 µg/mL). Given the problems of the slight
insolubility of the PSMA-1007 standards in physiological saline when injecting on the
ICS5000 system as discussed above, the lower sensitivity (LOQ 1.5 µg/mL) of this method
could be expected. Concerning the disregard limit for impurities (0.3 x area of reference
peak PSMA-1007 (10 µg/mL) =̂ 3 µg/mL), it is essential that this peak area is detectable
which was indeed feasible.

2.3.5. Accuracy

The accuracy of a method is a measure for the conformity of a determined value
with the assumed or accepted true value. The accuracy can be either surmised from the
parameters specificity, linearity and precision when the reference matrix has no influence
on the measurement or can be calculated as the average bias (positive or negative deviation
from 100%). Tables 8 and 9 summarize the calculated concentrations of the samples as
well as their average bias for all concentrations of PSMA-1007 on both systems and in both
injection matrices.
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Table 8. Calculated concentrations and average bias for different concentrations of PSMA-1007 in
physiological saline solution.

UltiMate 3000

Concentration
PSMA-1007

µg/mL

Calculated Amount
Average ± SD

µg/mL
Average bias%

8 7.94 ± 0.02 −0.71

9 9.09 ± 0.01 0.97

10 9.98 ± 0.02 −0.19

11 10.99 ± 0.001 −0.05

12 11.99 ± 0.02 −0.06

ICS5000

Concentration
PSMA-1007

µg/mL

Calculated Amount
Average ± SD

µg/mL
Average bias%

8 7.90 ± 0.01 −1.26

9 9.23 ± 0.07 2.53

10 9.90 ± 0.02 −1.04

11 11.00 ± 0.03 0.03

12 11.97 ± 0.02 −0.22

Table 9. Calculated concentrations and average bias for different concentrations of PSMA-1007 in
PBS solution.

UltiMate 3000

Concentration
PSMA-1007

µg/mL

Calculated Amount
Average ± SD

µg/mL
Average Bias%

8 8.00 ± 0.02 0.04

9 9.00 ± 0.02 −0.03

10 10.02 ± 0.02 0.15

11 10.97 ± 0.01 −0.27

12 11.98 ± 0.05 −0.15

ICS5000

Concentration
PSMA-1007

µg/mL

Calculated Amount
Average ± SD

µg/mL
Average Bias%

8 8.00 ± 0.06 −0.03

9 9.00 ± 0.06 −0.01

10 9.99 ± 0.10 −0.09

11 11.03 ± 0.04 0.28

12 11.98 ± 0.06 −0.16

For the reference standards in physiological saline and the UltiMate 3000 system the
average bias for the different concentrations were between −0.05% and 0.97% while they
were between 0.03% and 2.53% for the ICS5000 system. As can be seen, the accuracy of
the method with reference standards in physiological saline was significantly less for the
ISC5000 system in comparison to the UltiMate 3000 system. When evaluating the reference
standards in PBS solution, the average bias for the UltiMate 3000 system was between
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−0.03% and 0.27% whereas values between −0.01% and 0.28% were achieved for the
ICS5000 system. For both systems the accuracy of the method using reference standard
solutions in PBS was excellent, comparable to each other and higher in comparison to the
standard solutions in physiological saline. The acceptance criterion of an average bias <5%
was easily fulfilled validating the accuracy of the method.

All parameters for establishing the HPLC method concerning the chemical purity of
[18F]PSMA-1007 injection solution were successfully validated. While for the UltiMate
3000 system the matrix of the PSMA-1007 standard solutions made no difference, this was
not the case for the ICS5000 system. Using this system, it was essential to use the standard
solutions in PBS.

2.4. Validation of the HPLC Method Concerning Radiochemical Purity

Another very important specification parameter of a radiopharmaceutical is its radio-
chemical purity which can be determined using radio-HPLC and radio-TLC. For validation of
a radio-HPLC method, some modifications of the ICH guideline concerning radiochemical
parameters are necessary. To this point, a guideline for the validation of analytical methods
for radiopharmaceuticals was published by the EANM [19]. While developing and validating
our radio-HPLC method for [18F]PSMA-1007, both guidelines were taken into considera-
tion. The following parameters were evaluated: radiochemical identity of [18F]PSMA-1007,
specificity, recovery, linearity, limit of quantitation, and intermediate precision.

2.4.1. Radiochemical Identity of [18F]PSMA-1007, Possible Impurities and Specificity

The radiochemical identity of a compound can be validated by co-injection of an
external standard and the comparison of their retention times. The retention time of the
radiolabeled compound can be either larger or smaller than that of the external standard,
depending on the arrangement of the UV and radiochemical detectors. For the validation
that the method is suitable for determining the radiochemical identity of [18F]PSMA-1007,
its retention time was compared to that of co-injected reference standard PSMA-1007.
For the UltiMate 3000 system the retention time of [18F]PSMA-1007 was 7.82 min whereas
it was 7.73 min for PSMA-1007. The deviation between the two times is therefore 0.09 min
or 1.15% in relation to the retention time of the standard compound. Considering the
arrangement of both detectors (1. UV and 2. radio) a shift to higher retention times for
the radiochemical compound is to be expected. For the ICS5000 system the retention time
of [18F]PSMA-1007 was 8.39 min whereas it was 8.30 min for PSMA-1007. The deviation
between the two times is therefore 0.09 min or 1.08% in relation to the retention time of
the standard compound. Moreover, for this system considering the arrangement of both
detectors (1. UV and 2. radio) a shift to higher retention times for the radiochemical
compound is to be expected. The acceptance criterion that the deviation between retention
times has to be less than 10% is fulfilled for both systems and the method is suitable for
the determination of the radiochemical identity of [18F]PSMA-1007. An overlay of the
respective UV and radiochromatogram of the co-injection of PSMA-1007 reference standard
and a batch of [18F]PSMA-1007 on the ICS5000 system is shown in Figure 3.

Both the chemical purity and the radiochemical purity for each batch of [18F]PSMA-
1007 has to be determined. Therefore the method has to be specific for known and unknown
radiochemical impurities of [18F]PSMA-1007. A known impurity of [18F]PSMA-1007 is
unreacted [18F]fluoride. In order to confirm a suitable resolution between [18F]PSMA-
1007 and [18F]fluoride, a sample of [18F]PSMA-1007 injection solution was spiked with
[18F]fluoride. For the UltiMate 3000 system the retention time for [18F]fluoride was 0.65 min
resulting in a resolution of 48.8 to [18F]PSMA-1007. For the ICS5000 system the retention
time for [18F]fluoride was 0.66 min resulting in a resolution 49.2 to [18F]PSMA-1007. Addi-
tionally, to known impurities also unknown impurities may occur in the injection solution.
For validating a suitable specificity of the method for unknown impurities, the same batch
samples of [18F]PSMA-1007 injection solution were analyzed and the resolution to neigh-
boring peaks was determined. In case of the UltiMate 3000 system, the resolution to the



Pharmaceuticals 2021, 14, 188 13 of 20

neighboring peak was 2.8 and for the ICS5000 system it was 5.47. Therefore the acceptance
criterion of a resolution of ≥1.5 was fulfilled for known as well as unknown impurities on
both systems, validating a suitable specificity of the method for the determination of the
radiochemical purity of [18F]PSMA-1007 injection solution.

Figure 3. Overlay of UV and radiochromatogram of [18F]PSMA-1007 co-injected with PSMA-1007.

2.4.2. Recovery

In radiochemical HPLC analysis it is a well-known problem that some radiochemical
compounds may be partially retained on the HPLC column therefore falsifying the results
of the radiochemical purity of the injection solution. To confirm that this is not the case for
a given method, the recovery of a sample can be determined. For this purpose, a known
amount of radioactivity is injected, the whole HPLC run is collected and its amount of ra-
dioactivity is measured. After half-life correction the percentage of recovered radioactivity
can be calculated. The recovery of [18F]PSMA-1007 was only tested on the UltiMate 3000
system and was very good with 98.2% fulfilling the acceptance criterion of a recovery of
>95%. The deviation from 100% may be due to an error in measurement of the radioactivity
which can be expected since the measurement geometry of the sample solution and the
recovered HPLC run differs.

2.4.3. Linearity

A very important parameter of an analytical method is the linearity of the used
detector over the range of the method. The linearity was not only validated for the UV
detector (see Section 2.3.3) but also for the radioactivity detector. Routinely all radioactivity
detectors in our lab get tested for their linearity. For this purpose, an equal volume from
the same radiopharmaceutical solution is injected four times at specified time intervals.
The time intervals depend on the half-life of the radionuclide so that an expected amount of
radioactivity remains in the sample and is injected (e.g., 70%, 50% and 33% of radioactivity).
The percentage of the integrated peak area is calculated ((area(tx)/area(t0)) × 100) and
compared to the expected value. From these values the linearity of the detector can be
determined. For the determination of the linearity of the radiodetector of each HPLC system
three independent measurement series were evaluated and the correlation coefficients of
the linear regressions were determined. In case of the UltiMate 3000 system R2 for the
radiodetector was 0.998 and for the ICS5000 system it was 0.9999. The acceptance criterion
of R2 ≥ 0.99 was fulfilled for both systems.

The linearity of the radiodetector can also be validated during the determination of
the limit of quantitation (see Section 2.4.4) of the radiodetector. Linear regression of the
obtained integrated peak areas against the calculated radioactive concentration resulted in
a correlation coefficient of 0.9985 for the UltiMate 3000 system and of 0.9997 for the ICS5000
system. Both linear regressions are shown in Figure 4.
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Figure 4. Calibration curve of radiodetector obtained from determination of its limit of quantitation. (a) radiodetector of
UltiMate 3000 system. (b) radiodetector of ICS5000 system.

2.4.4. Limit of Quantitation

As the expected amounts of radioactivity for radiochemical impurities of a radiophar-
maceutical are low, another important parameter of the method is the limit of quantitation
of the systems radiodetector. This can be evaluated by repeated injection of the same
radiopharmaceutical solution at specified time intervals. Due to radioactive decay the
amount of radioactivity declines and the sample can be measured until the limit of quan-
titation (S/N > 10) is reached. The LOQ was determined for both systems and the S/N
ratio was calculated by Chromeleon 7.2 software in each radiochromatogram. The LOQ for
the UltiMate 3000 system was 6.45 kBq while it was 4.6 kBq for the ICS5000 system. It is
desirable to determine the radiochemical purity of a radiopharmaceutical within ±0.5%
and this should be achievable also at the lowest radioactivity concentration allowed in the
specification of the product. In the case of [18F]PSMA-1007 in our lab, the specified radioac-
tivity range is 100–2000 MBq/mL. With the achieved LOQ on both systems, a change in
radiochemical purity of ±0.5% should be measurable.

2.4.5. Intermediate Precision

Another parameter to be validated in an analytical method is the intermediate pre-
cision which can take the analyst into account: different operators may achieve different
results. Since injection onto the HPLC systems is automatic in our lab, differences in
injection due to the analyst will not occur. However, in contrast to the automatic integra-
tion of the software in the UV chromatograms, the radiochromatograms often need to be
re-integrated. To validate the intermediate precision for this re-integration by different ana-
lysts, radiochromatograms of 10 batches of [18F]PSMA-1007 were independently integrated
by three different persons who routinely perform quality control of this radiotracer. The in-
termediate precision for the determination of the radiochemical purity of [18F]PSMA-1007
by three different analysts was very good with RSDs between 0.22% and 0.57% fulfilling
the acceptance criterion of < 2%. The method is well suited for use by different operators.

All parameters concerning the radiochemical purity of [18F]PSMA-1007 were success-
fully validated on both systems. The radio-HPLC method for the determination of the
chemical and radiochemical purity of [18F]PSMA-1007 injection solution was successfully
validated, enabling its use for a GMP-compliant routine quality control of the radiophar-
maceutical. For the ICS5000 system it was essential that the PSMA-1007 standard solutions
were prepared in PBS. Generally, the method using standard solutions in PBS gave better
results for both HPLC systems.

2.5. Comparison of Batch Results of [18F]PSMA-1007

Using the successfully validated radio-HPLC method for the determination of the
chemical and radiochemical purity of [18F]PSMA-1007, more than 60 batches were analyzed
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in our lab. Sometimes both systems, the UltiMate 3000 as well as the ICS5000, were used
in parallel for the analysis. Figure 5 exemplarily shows an overlay of the radioactivity
chromatograms (a) and UV chromatograms (b) of the same batch of [18F]PSMA-1007
injection solution analyzed on both systems demonstrating the excellent comparability of
both systems.

Figure 5. Overlay of typical chromatograms of the same batch of [18F]PSMA-1007 analyzed on the UltiMate 3000 and the
ICS5000 system. (a) radioactivity chromatograms. (b) UV chromatograms.

A comparison of the results for the chemical as well as radiochemical purity for
5 different batches of [18F]PSMA-1007 on both systems is summarized in Table 10.

Table 10. Comparison of batch results for [18F]PSMA-1007 for both HPLC systems.

Batch Amount PSMA-1007/µg/mL RCP/%

UltiMate 3000 ICS5000 UltiMate 3000 ICS5000

180129-1 6.42 6.28 99.23 99.25

180219-1 7.99 8.13 99.00 98.99

180305-1 11.05 10.56 99.06 99.03

180312-1 10.03 10.01 99.19 99.09

180314-1 9.14 9.10 99.12 99.22



Pharmaceuticals 2021, 14, 188 16 of 20

The conformance of the batch results for the chemical as well as the radiochemical
purity of [18F]PSMA-1007 on both systems is excellent, validating the methods suitability
for the routine quality control of this radiotracer.

3. Materials and Methods
3.1. Reagents and Equipment

The UltiMate 3000 radio-HPLC system from Thermo Fisher Scientific GmbH (Dreieich,
Germany) consisted of an LPG-3400SD pump, a WPS-3000SL autosampler, a variable wave-
length VWD-3400 UV/VIS detector, an UCI-50 chromatography interface and a Gabi Star
radioactivity detector from Elysia-raytest (Straubenhard, Germany). The ICS5000 system
from Thermo Fisher Scientific GmbH (Dreieich, Germany) consisted of an ICS5000(+) SD
gradient pump, an ICS5000(+) DC detector compartment, an AS-AP autosampler, an VWD
UV detector, an UCI-50 chromatography interface and a Gabi Star radioactivity detector
from Elysia-raytest (Straubenhard, Germany). Analysis of HPLC data was performed with
Chromeleon 7.2.3 software (Thermo Fisher Scientific GmbH, Dreieich, Germany).

PSMA-1007 reference standard, PSMA-1007 labeling precursor, and defluorohydroxy-
PSMA-1007 as well as PBS buffer solution and 30% EtOH were obtained from ABX ad-
vanced biochemical compounds GmbH (Radeberg, Germany). The exact composition of
the PBS buffer solution was not described by ABX, only its constituents (potassium chloride,
sodium chloride, potassium dihydrogen phosphate, and anhydrous disodium hydrogen
phosphate). Physiological saline solution (0.9%) was obtained from Braun (Melsungen,
Germany) and DMSO from Sigma-Aldrich GmbH (Taufkirchen, Germany). All chemicals
were used without further purification. [18F]PSMA-1007 was synthesized on a Nuclear
Interface Tracerlab FX FN system as described earlier [13].

3.2. Preparation of Reference Standard Solutions

As solvent for the reference standard solutions either a physiological saline based
mixture or a PBS based mixture was applied. These matrices were achieved by mixing of
30% EtOH (8 mL) with either 0.9% NaCl (22 mL) or PBS (22 mL) representing the composi-
tion of the [18F]PSMA-1007 injection solution. Reference standard PSMA-1007 (1 mg) was
dissolved in 50 µL DMSO and diluted with one of the matrices to achieve a concentration of
0.58 µmol/mL. This stock solution was further diluted to the concentrations of 12 µg/mL to
8 µg/mL PSMA-1007. It was essential that all dilutions were carried out using “protein low
bind” tips as well as tubes. For the determination of the specificity of the method, standard
solutions of PSMA-1007 labeling precursor and hydroxy-PSMA-1007 in a concentration of
12 µg/mL were prepared accordingly.

3.3. Validation of the HPLC Method—Chemical Purity
3.3.1. Identity and Specificity

For the validation of the chemical identity, the reference standard PSMA-1007 was
injected and its retention time determined. The retention times of known impurities like
PSMA-1007 labeling precursor and hydroxy-PSMA-1007 were also determined by single
injection. The specificity of the method was validated by analyzing a mixture of the
reference standard PSMA-1007 and known impurities. Resolution between the peaks was
calculated by the Chromeleon 7.2 software and had to be >2.0. Specificity of the method
regarding unknown impurities was determined by analyzing the resolution of neighboring
peaks to PSMA-1007 in the UV chromatogram of a typical batch of [18F]PSMA-1007.

3.3.2. Precision/Repeatability

For the validation of the precision/repeatability of the method, standard solutions
of PSMA-1007 at five different concentrations were injected four (UltiMate 3000) or five
(ICS5000) times. For each concentration the average of the integrated peak areas as well
as its standard deviation (SD) were calculated using Microsoft Excel 2013. From these
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values the relative standard deviation was determined using the formula: RSD% =
(SD/average) × 100. The RSD has to be < 2%.

3.3.3. Linearity

For validation of the linearity of the method, reference solutions of PSMA-1007 over
the range of 8–12 µg/mL (80–120% of limit value) were each injected four (UltiMate 3000)
or five (ICS5000) times. Linear regression of the average integrated peak areas versus the
known concentration was performed using GraphPad Prism 9 software and the correlation
coefficient as well as the linear curve equation were determined. The points should lie on a
straight line and the correlation coefficient should be ≥ 0.99.

3.3.4. Limit of Quantitation—LOQ

For validation that the method is suitable to determine 80 % of the limit value of
PSMA-1007, the signal-to-noise (S/N) ratio in a chromatogram of the standard solution
with a concentration of 8 µg/mL was evaluated using Chromeleon 7.2 software. Then the
standard solution was diluted further (3 µg/mL, 1.5 µg/mL, 0.75 µg/mL, and 0.3 µg/mL)
and analyzed until the S/N ratio was < 10. The last concentration with a S/N > 10 was
defined as the LOQ of the method.

3.3.5. Accuracy

In order to validate the accuracy of the method, for each measurement of the samples
for the determination of linearity the average bias% was calculated. The average bias%
measures the degree of conformity of a value obtained from the analytical method and
the accepted true value. For each measurement of a given sample the concentration was
calculated using the integrated peak area and the linear equation. This value was compared
to the accepted true value of the concentration level (e.g., 8 µg/mL). For the determination
of the average bias % of a given concentration level, the deviations of each sample in the
level were summed up, divided by the accepted true value and multiplied with 100.

3.4. Validation of the HPLC Method—Radiochemical Purity
3.4.1. Radiochemical Identity and Specificity

For validation of the radiochemical identity of [18F]PSMA-1007, a sample of a batch
of [18F]PSMA-1007 injection solution was spiked with non-radioactive reference standard
PSMA-1007 and analyzed. The retention time of PSMA-1007 in the UV chromatogram
was compared with that of [18F]PSMA-1007 in the radiochromatogram. Both peaks have
to co-elute with a deviation of < 10% between both retention times. Depending on the
arrangement of the UV and radiodetector in the HPLC system the retention time of the
radioactive compound is either shifted to higher (1. UV and 2. radio) or lower (1. radio
and 2. UV) retention times.

As for validation of the chemical purity, the method also has to be specific for the deter-
mination of the radiochemical purity. For this purpose the resolution of the [18F]PSMA-1007
peak to known as well as unknown radioactive impurities has to be validated. A known
impurity of [18F]PSMA-1007 injection solution is unreacted [18F]fluoride. In order to an-
alyze the resolution between the peak of [18F]fluoride and [18F]PSMA-1007, a sample
of [18F]PSMA-1007 was spiked with [18F]fluoride solution under the addition of citrate
buffer for reducing tailing of the [18F]fluoride peak. The resolution between the result-
ing peaks in the radiochromatogram was calculated using the Chromeleon 7.2 software
and has to be > 1.5. For validation of the specificity to unknown impurities, the resolu-
tion of [18F]PSMA-1007 to neighboring peaks in a given batch was also calculated using
the software.

3.4.2. Recovery

A common problem while determining the radiochemical purity of 18F-radiopharmaceu-
ticals may be that using the given analytical method unreacted [18F]fluoride may stick to the
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HPLC column falsifying the results of the analysis. To rule that out, the recovery of a sample of
the radiopharmaceutical has to be determined. For this purpose a known radioactive amount
of [18F]PSMA-1007 injection solution was injected, the whole run was collected and then its
radioactive amount was determined using an ionization chamber. After half-life correction
of the obtained value both values can be compared and the percentage of recovery can be
calculated. The recovery should be > 95%.

3.4.3. Linearity

Linearity of the radiodetectors was validated using two different methods. For the
first method an equal volume from the same radiopharmaceutical solution was injected
four times at specified time intervals. The time intervals depend on the half-life of the
radionuclide so that an expected amount of radioactivity remains in the sample and is
injected (e.g., 70%, 50% and 33% of radioactivity). For fluorine-18 the respective time
intervals were: t0, t1 = 56 min, t2 = 110 min, and t3 = 178 min. The percentage of the
integrated peak area was calculated (=(area(tx)/area(t0)) × 100) and compared to the
expected value. From these values the linearity of the detector can be determined by
plotting the measured percentage values against the expected percentage values. For the
determination of the linearity of the radiodetector of each HPLC system three independent
measurement series were evaluated and the correlation coefficients of the linear regressions
of the average values were determined.

Another method for determination of the linearity of a radiodetector is the repeated
measurement of an equal volume of the same radiopharmaceutical solution at fixed time-
points as realized for the determination of the limit of quantitation. The obtained integrated
peak areas are plotted against the expected radioactive concentration of the sample at the
timepoint of injection (calculated by half-life correction of the known initial amount) and
the correlation coefficient of the linear regression can be determined.

3.4.4. Limit of Quantitation

The determination of the limit of quantitation of the radiodetectors was realized by
consecutive measurements of the same radiopharmaceutical solution. Due to the radioac-
tive decay the measured integrated peak areas decrease over time resulting in smaller
S/N ratios with every measurement. The S/N ratio was determined using Chromeleon
7.2 software and the limit of quantitation was the last radioactive concentration which
fulfilled the criterion of a S/N > 10. The radioactive concentration at a given timepoint was
calculated using the decay equation.

3.4.5. Intermediate Precision

For the determination of the intermediate precision of the method concerning re-
integration of the radiochromatograms, 10 batches of [18F]PSMA-1007 injection solution
were integrated independently by 3 different analysts. For all batches the relative standard
deviation of the results regarding the radiochemical purity of [18F]PSMA-1007 by the
different operators was calculated using Microsoft Excel 2013.

4. Conclusions

For the use of a radiotracer in human applications its production as well as its quality
control have to be GMP-compliant. In this study we developed, optimized and validated a
fast and reliable method for the routine determination of the chemical and radiochemical
purity of [18F]PSMA-1007, a tracer for imaging of prostate cancer, by radio-HPLC. The de-
scribed radio-HPLC method fulfilled all acceptance criteria—for e.g., specificity, linearity,
and accuracy—and is therefore well suited for the routine quality control of [18F]PSMA-
1007 before release of the radiopharmaceutical. Albeit it is different to the method recently
published in a European Pharmacopeia monograph, it has certain advantages, not least of
all an easier technical implementation. Therefore, this method is an attractive alternative
for users all over the world. Even though European users have to consider the monograph
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for [18F]PSMA-1007, they may use this method when explaining its advantages to their
authorities and showing that it is suitable. The here described method was successfully
validated on several radio-HPLC systems in our lab and used for the analysis of more
than 60 batches of [18F]PSMA-1007. Preparation of the PSMA-1007 standard solutions in
PBS proved essential for the ICS5000 system and beneficial for the UltiMate 3000 system.
Using this method, the chemical and radiochemical purity of [18F]PSMA-1007 can routinely
be evaluated assuring patient safety.
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MINISTERO DELLA SALUTE

DECRETO 27 luglio 2021.

Entrata in vigore dei testi, nelle lingue inglese e francese,

pubblicati nel Supplemento 10.5 della Farmacopea europea
10° edizione ed eliminazione delle monografie Colecalcifero-

lo concentrato idrodispersibile (0598) e Teobromina (0298).

IL MINISTRO DELLA SALUTE

Visto l’art. 124 del regio decreto 27 luglio 1934,

n. 1265, e successive modificazioni, recante «Approva-
zione del testo unico delle leggi sanitarie»;

Visto il regio decreto 30 settembre 1938, n. 1706, re-

cante «Approvazione del regolamento per il servizio

farmaceutico»;

Vista la legge 9 novembre 1961, n. 1242 recante «Re-

visione e pubblicazione della Farmacopea ufficiale»

Vista la legge 22 ottobre 1973, n. 752 recante «Ra ifica

ed esecuzione della convenzione europea per la elabora-

zione di una farmacopea europea, adottata a Strasburgo il

22 luglio 1964»;

Vista la legge 23 dicembre 1978, n. 833, recante «Isti-

tuzione del Servizio sanitario nazionale»;

Visto l’art. 26 della legge 24 aprile 1998, n. 128, recan-

te «Disposizioni per l’adempimento di obblighi derivanti

dalla appartenenza dell’Italia alle Comunità europee»;

Vista la risoluzione AP-CPH (20)2 adottata in data

24 marzo 2020 dal Consiglio d’Europa, European Com-

mittee on Pharmaceuticals and Pharmaceutical
(CD-P-PH), con la quale è stata decisa l’entrata in vigore

dal 1° luglio 2021 del Supplemento 10.5 della Farmaco-

pea Europea 10° edizione;

Vista la risoluzione AP-CPH (20)5 adottata in data

17 luglio 2020 dal Consiglio d’Europa, European Com-

mittee on Pharmaceuticals and Pharmaceutical
(CD-P-PH), con la quale è stata decisa l’eliminazione dal

1° luglio 2021 della monografia Colecalciferolo concen-

trato idrodispersibile (0598);

Vista la risoluzione AP-CPH (20)6 adottata in data

20 ottobre 2020 dal Consiglio d’Europa, European Com-
Care

Care

Care

mittee on Pharmaceuticals and Pharmaceutical

(CD-P-PH), con la quale è stata decisa l’eliminazione dal

1° luglio 2021 della monografia Teobromina (0298);

Ritenuto di dover disporre l’entrata in vigore nel terri-

torio nazionale dei testi adottati dalla richiamata risolu-

zione, come previsto dal citato art. 26 della legge 24 apri-

le 1998, n. 128, nonché di chiarire che i testi nelle lingue

inglese e francese di cui al presente provvedimento sono

esclusi dall’ambito di applicazione della disposizione

contenuta nell’art. 123, primo comma, lettera b), del te-

sto unico delle leggi sanitarie approvato con regio decreto

27 luglio 1934, n. 1265;

Decreta:

Art. 1.

1.1 testi nelle lingue inglese e francese dei capitoli ge-
nerali e delle monografie pubblicati nel Supplemento 10.5

della Farmacopea europea 10° edizione, elencati nell’al-

legato al presente decreto, entrano in vigore nel territorio
nazionale, come facenti parte della Farmacopea ufficiale

della Repubblica italiana, dal 1° luglio 2021.

2. Le monografie Colecalciferolo concentrato idrodi-

spersibile (0598) e Teobromina (0298), elencate nella se-

zione «Testi eliminati» dello stesso allegato, sono elimi-

nate dalla Farmacopea ufficiale della Repubblica italiana

dal 1° luglio 2021.

3. I testi nelle lingue inglese e francese richiama-

ti al comma 1 non sono oggetto degli obblighi previsti

dall’art. 123, primo comma, lettera b), del testo unico del-

le leggi sanitarie approvato con regio decreto 27 luglio

1934, n. 1265. Gli stessi testi, ai sensi dell’art. 26 della

legge 24 aprile 1998, n. 128, sono posti a disposizione

di qualunque interessato per consultazione e chiarimenti

presso la Segreteria tecnica della Commissione perma-

nente per la revisione e la pubblicazione della Farmaco-

pea ufficiale di cui alla legge 9 novembre 1961, n. 1242.

Il presente decreto è pubblicato nella Gazzetta Ufficia-

le della Repubblica italiana.

Roma, 27 luglio 2021

Il Ministro: SPERANZA
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CONTENUTO DEL SUPPLEMENTO 10.5 DELLA FARMACOPEA EUROPEA10° EDIZIONE

NUOVI TESTI

CAPITOLI GENERALI

n. Titoli in inglese Titoli in francese Titoli in italiano

2.4.33.  |Tetrabutylammonium in Tétrabutylammonium dans les Tetrabutilammonio nelle preparazioni
radiopharmaceutical preparations |préparations radiopharmaceutigues radiofarmaceutiche

S:18: Methods of pretreatment for Meéthodes de prétraitement utilisées Metodo di pretrattamento nella

preparing traditional Chinese pour préparer les médicaments preparazione di medicinali tradizionali

drugs: general information traditionnels chinois : informations cinesi: informazioni generali

générales

FORME FARMACEUTICHE
Titoli in latino No. Titoli in inglese Titoli in francese Titoli in italiano

Emplastra medicata (3032) |Plasters, medicated Emplàtres médicamenteux  |Cerotti, medicati

Praeparationes (2811) |Intravesical preparations Préparations intravésicales  |Preparazioni endovescicali
intravesicales

MONOGRAFIE
PREPARAZIONI RADIOFARMACEUTICHE E

MATERIE PRIME PER PREPARAZIONI RADIOFARMACEUTICHE

Titoli in latino No. Titoli in inglese Titoli in francese ITitoli in italiano

PSMA-1007 (18F) solutio|(3116) |PSMA-1007 (!$F) injection |PSMA-1007 ('$F) (solution |PSMA-1007 (!$F)

iniectabilis injectable de) preparazione iniettabile

DROGHE VEGETALI e
PREPARAZIONI A BASE DI DROGHE VEGETALI

Titoli in latino No. Titoli in inglese Titoli in francese Titoli in italiano

Chaenomeles fructus (2713) (Chaenomeles frui Cognassier du Japon (fruit Chaenomeles frutto

de)

MOMONOGRAFIE
Titoli in latino No._ Titoli in inglese Titoli in francese Titoli in italiano

Ethanolaminum (2847) |Ethanolamine Ethanolamine Etanolamina

Ibandronatum natricum (2771) |Ibandronate sodium Ibandronate sodique Ibandronato sodio

monohydricum monohydrate monohydraté monoidrato

Pemetrexedum dinatricum|(3046) |Pemetrexed disodium 2.5- Pémétrexed disodique 2,5- |Pemetrexed disodio 2.5

2.5-hydricum hydrate hydraté idrato

Teriflunomidum (3036) |Teriflunomide Tériflunomide Teriflunomide

Ticagrelori compressi | (3097) |Ticagrelor tablets Ticagrélor (comprimés de) Ticagrelor compresse
TESTI REVISIONATI

traditional Chinese medicine médecine traditionnelle chinoise

CAPITOLI GENERALI| n Titoli in inglese Titoli in francese | Titoli in italiano

2.6.27.  Microbiological examination of |Contròle microbiologique des produits |Controllo microbiologico delle

cell-based preparations cellulaires preparazioni di cellule

2.9.4. Dissolution test for patches Essai de dissolution des patches Saggio di dissoluzione per i cerotti

4. Reagents (new, revised, Réactifs (noveaux, revisés, corrigés) Reattivi (nuovi, revisionati, corretti)

corrected)
S.22,. Names of herbal drugs used in Noms des drogues végétales utilisées en/ Nomi delle droghe vegetali utilizzate

nella medicina tradizionale Cinese

MONOGRAFIE
MONOGRAFIE GENERALI

Titoli in latino No. Titoli in inglese Titoli in francese Titoli in italiano

Vaccina ad usum
humanum

(0153) |Vaccines for hur man use (you pour usage humain
l

Vaccini per uso umano LL
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FORME FARMACEUTICHE

Titoli in latino No. |Titoli in inglese Titoli in francese Titoli in italiano

Emplastra | (1011) |Patches ‘Patchs |Cerotti

Inhalanda | (0671) |Preparations for inhalation |Préparations pour inhalation Preparazioni per inalazione

Parenteralia | (0520) |Parenteral preparations Préparations parentérales  |Preparazioni arenterali

Praeparationes molles ad ions for |Préparations semi-solides Preparazioni semisolide per

usum dermicum
lication cutanée applicazione cutanea

VACCINI PER USO VETERINARIO
Titoli in latino | No. Titoli in inglese Titoli in francese

Vaccinum bronchitidis (0442) |Avian infectious bronchitis |Vaccin vivant de la Vaccino vivo della

vaccine (live) bronchite infectieuse aviaire |bronchite infettiva aviaria
infectivae aviariae vivum Vaccino inattivato
Vaccinum herpesviris (1613) |Equine herpesvirus vaccine |Vaccin inactivé de

equini inactivatum (inactivated) l’herpèsvirus équin dell’infezione da
herpesvirus equino

Vaccinum parvovirosis (0964)
caninae vivum

Canine parvovirosis vaccine Vaccin vivant de la Vaccino vivo della

(live) arvovirose canine arvovirosi del cane

DROGHE VEGETALI e
PREPARAZIONI A BASE DI DROGHE VEGETALI

Titoli in latino No. [Titoli in inglese Titoli in francese Titoli in italiano

Bupleuri radix (2562) Be root Bupleurum (racine de) Bupleurum radice

Echinaceae angustifolia (1821) (Narrow-leaved co
radix root
Echinaceae pallida radix (1822) Pale coneflower ro Echinacea pallida (racine d’) Echinacea pallida radice

Echinaceae purpureae (1823) |Purple coneflower herb Echinacea purpurea (parties |Echinacea purpurea parti

herba aériennes fleuries d’ aeree fiorite

Echinaceae purpureae radix|(1824) Purple coneflower

Fucalypti aetheroleum (0390) |Eucalyptus oil

Myrtilli fructus siccum (1588) |\Bilberry fruit, drigd Myrtille (fruit sec de Mirtillo nero frutto secco

Sinomenii caulis (2450) |Orientvine stem Sinomenium (tige de) Sinomenium stelo

PREPARAZIONI OMEOPATICHE
No. Titoli in inglese Titoli in francese

(2505) |Magnesium phosphoricum Magnesia phosphorica pour Magnesium phosphoricumTitoli in latino
Magnesi
hydrogenophosphas for homoeopathic préparations per preparazioni

trihydricus ad preparations homéopathiques omeopatiche

praeparationes
homoeopathicas
Semecarpus anacardium ad (2094) Anacardium for ‘Anacardium orientale pour |Anacardium orientale per

praeparationes homoeopathic preparations préparations preparazioni omeopatiche

homoeopathicas
homéopathiques

MONOGRAFIE
Titoli in latino |_ No. | Titoli in inglese Titoli in francese Titoli in italiano

Acidum phosphoricum (0004) |Phosphoric acid, Phosphorique (acide) I fosforico concentrato

concentratum concentrated concentré

Acidum phosphoricum (0005) |Phosphoric acid, dilute Phosphorique (acide) diluè Acido fosforico diluito

dilutum
Alfacalcidolum | (1286) |Alfacalcidol Alfacalcidol Alfacalcidolo

Bacitracinum | (0465) |Bacitracin Bacitracine Bacitracina

Bacitracinum zincum | (0466) |Bacitracin zinc Bacitracine-zinc Bacitracina zinco

Betamethasoni natrii (0810) |Betamethasone spodium Bétaméthasone (phosphate |Betametasone sodio fosfato

phosphas phosphate sodique de

Calcii acetas | (2128) \Calcium acetate Calcium (acétate de Calcio acetato

Calcii stearas n (0882) | Calcium stearate Calcium(stéarate de) Calcio stearato

Captoprilum 1079) |Captopril Captopril

|\Ciclosporinum (0994) |Ciclosporin Ciclosporine
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vo
coooogantionanna

via
Clomifeni citras | (0997) |Clomifene citrate Clomifène (citrate de) Clomifene citra=Clotrimazolum | (0757) |Clotrimazole |Clotrimazole |Clotrimazolo

Codeini phosphas (0075) |Codeine phosphate Codéine (phosphate de) Codeina fosfato sesquidrato

sesquihydricus sesquihydrate sesquihydraté

Cupri sulfas (0893) |Copper sulphate |Cuivre (sulfate de) |Rame solfato
Dacarbazinum (1691) | Dacarbazine \Dacarbazine |Dacarbazina

Dexamethasoni natrii (0549) |Dexamethasone sodium Dexaméthasone (phosphate |Desametasone sodio fosfato

phosphas phosphate sodique de)

Dihydrostreptomycini (0485) |Dihydrostreptomycin Dihydrostreptomycine Diidrostreptomicina solfato

sulfas ad usum vete- sulphate for veterinary use (sulfate de) pour usage per uso veterinario

rinarium vétérinaire

Erythropoietini solutio (1316) |Erythropoietin condentrated |Erythropoîétine (solution FEritropoietina soluzione

concentrata solution concentrée d’) concentrata

Ferrosi fumaras (0902) |Ferrous fumarate Fumarate ferreux |Ferroso fumarato

Ferrosi gluconas hydricus (0493) |Ferrous gluconate hi ydrate Gluconate ferreux hydraté |Ferroso gluconato idrato

Fludarabini phosphas | (1781) |Fludarabine phosphate Fludarabine (phosphate de) |Fludarabina fosfato

Gemcitabini hydro- (2306) |Gemcitabine hydrochloride Gemcitabine (chlorhydrate |Gemcitabina cloridrato

chloridum de)

Gliclazidum | (1524) |Gliclazide \Gliclazide |Gliclazide

Glipizidum (0906) |Glipizide \Glipizide |Glipizide

Heparinum calcicum (0332) |Heparin calcium |Héparine calcique |Eparina calcica

Heparina massae molecu- Heparins, low-mol p
#1(0828) cular-  |Héparines de basse masse Eparine a bassa massa

laris minoris mass Imoléculaire molecolare

Kanamycini monosulfas (0032) nn monosulphate  |Kanamycine (monosulfate |Kanamicina monosolfato

de)

Kanamycini sulfas acidus|(0033) Kanamycin acid sulphate Kanamycine (sulfate acide Kanamicina solfato acido

de)

Lamivudinum (2217) |Lamivudine Lamivudine Lamivudina

Magnesii subcarbonas (0043) |Magnesium carbonate, heavy |Magnésium (carbonate de) |Magnesio carbonato

ponderosus lourd pesante

Natrii bromidum | (0190) |Sodium bromide Sodium (bromure de) |Sodio bromuro

Omeprazolum | (0942) |Omeprazole |Oméprazole |Omeprazolo

Paroxetini hydrochloridum|(2018) Paroxetine hydrochloride Paroxétine (chlorhydrate de) |Paroxetina cloridrato

hemihydricum hemihydrate hémihydraté emidrato

Penicillaminum (0566) |Penicillamine Pénicillamine |Penicillamina

Ramiprilum (1368) |Ramipril Ramipril Ramipril

Ricini oleum raffinatum (2367) |Castor oil, refined Ricin (huile de) raffinée Olio di ricino raffinato

Ricini oleum virginale (0051) |Castor oil, virgin Ricin (huile de) vierge Olio di ricino vergine

Ranitidini hydrochloridum|(0946) |Ranitidine hydrochloride Ranitidine (chlorhydrate de) |Ranitidina cloridrato

Somatostatinum (0949) |Somatostatin Somatostatine Somatostatina

Sulindacum (0864) |Sulindac Sulindac |Sulindac

Titanii dioxidum (0150)|Titanium dioxide Titane (dioxyde de) Titanio diossido

Zidovudinum (1059) |Zidovudine Zidovudine Zidovudina

Zinci stearas | (0306) |Zinc stearate Zinc (stéarate de) Zinco stearato

TESTI CORRETTI
CAPITOLI GENERALI

| n. Titoli in inglese | Titoli in francese Titoli in taliano

ZII Degree of coloration of liquids Dégre de coloration des liquides Grado di colorazione dei liquidi (la
correzione riguarda solo il testo inglese)

|2.8.24.  |Foam index Indice de mousse Indice di schiuma

MONOGRAFIE
Titoli in latino No. Titoli in inglese Titoli in francese Titoli in italiano

Ammonii bromidum (1389) |Ammonium bromide Ammonium (bromure d’) _|Ammonio bromuro

Cefuroximum axetili (1300) |Cefuroxime axetil Céfuroxime axétil Cefuroxima axetile

Codeini hydrochloridum (1412) |Codeine hydroch loride Codéine (chlorhydrate de) Codeina cloridrato diidrato

dihydricum dihydrate dihydraté

Codeini phosphas (0074) |Codeine phosphate Coddéine (phosphate de) Codeina fosfato emiidrato

hemihydricus hemihydrate hémihydraté

Codeinum monohydricum | (0076) |Codeine monohydrate |Codéine monohydraté |Codeina monoidrato

Indapamidum | (1108) |Indapamide |Indapamide |Indapamide -
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|[Kalii bromidum | (0184) |Potassium bromide Potassium (bromure de) Potassio bromuro

TESTI IL CUI TITOLO È STATO MODIFICATO

CAPITOLI GENERALI

oi | Titoli in inglese Titoli in francese Titoli in taliano

2.9.4. |Dissolution test for patches Essai de dissolution des patches Saggio di dissoluzione per i cerotti

i \previously en remplacement lin sostituzione di

lo Dissolution test for transdermal |Essai de dissolution des dispositifs Saggio di dissoluzione per i cerotti

ue patches transdermigues transdermici

MONOGRAFIE
No. Titoli inglese Titoli in francese Titoli in italiano

(1011)|Patches Patchs Cerotti

previously en remplacement in sostituzione di

Patches, trasdermal Dispositifs/transdermiques Cerotti transdermici

(0493)|Ferrous gluconate hydrate Gluconate ferreux hydraté Ferroso gluconato idrato

previously en remplacement in sostituzione di

Ferrous gluconate Gluconate |ferreux Ferroso gluconato
TESTI ELIMINATI

I testi riportati di seguito sono eliminati dalla Farmacopea Europea dal 1 luglio 2021
MONOGRAFIE

Titoli in latino | No. | Titoli in inglese Titoli in francese Titoli in italiano

Cholecalciferolum in aqua|(0598) Cholecalciferol concentrate |Cholécalciférol (concentrat Colecalciferolo concentrato

disperdibile (water-dispersible form) de), forme hydrodispersible idrodispersibile

Theobrominum | (0298) |Theobromine Théobromine Teobromina

I testi riportati di seguito sono eliminati dalla Farmacopea Europea dal 1 aprile 2021
MONOGRAFIE

Titoli in latino | No. | Titoli in inglese | Titoli in francese | Titoli in italiano

Amobarbitalum | (0594) |Amobarbital |Amobarbital |Amobarbital

Amobarbitalum natricum | (0166) |Amobarbital sodium |Amobarbital sodique Amobarbital sodico

Insulinum biphasicum (0831) |Insulin injection, b phasic  |Insuline biphasique Insulina bifasica

iniectabile (préparation injectable d’) preparazione iniettabile

Metrifonatum | (1133) |Metrifonate Meétrifonate Metrifonato

] testi riportati di seguito sono eliminati dalla Farmacopea Europea dal 1 gennaio 2021

MONOGRAFIE| Titoli in latino | No. | Titoli in inglese
Acidum nalidixicum | (0701) |[Nalidixic acid Nalidixique (acide

Carisoprodolum | (1689) |Carisoprodol Carisoprodol

Meprobamatum | (0407) |Meprobamate Méprobamate Meprobamato

I testi riportati di seguito sono eliminati dalla Farmacopea Europea dal 1 luglio 2020
CAPITOLI

INo. Titoli in inglese Titoli in francese Titoli in italiano

3624. |Avian viral vaccines: tests for |Vaccins viraux aviaires: recherche des |Vaccini virali aviari: saggi per gli agenti

extraneous agents in seed lots agents étrangers dans les lots de semence lestranei nei lotti di semenza

Avian live virus vaccines: tests |Vaccins viraux vivants aviaires: Vaccini virali vivi aviari: saggi per gli

for extraneous agents in batches [recherche des agents étrangers dans les

of finished product lots de produit final
agenti estranei nei lotti di prodotto finito

] testi riportati di seguito sono eliminati dalla Farmacopea Europea dal 1 aprile 2020

26.25.

MONOGRAFIE
DROGHE VEGETALIe

PREPARAZIONI A BASE DI DROGHE VEGETALI

No. ITitoli in inglese Titoli in francese Titoli in italiano
elly frutto

Séné de l’Inde ou de Tinnevelly (fruit de) Senna Tinnev

MONOGRAFIE

Insulina bovina

|(0208) |Senna pods, Tinnevelly

No. [Titoli in inglese
(1637) |Insulin, bovine



17-8-2021 GAZZETTA UFFICIALE DELLA REPUBBLICA ITALIANA Serie generale - n. 196

Titoli in

No.Titoli
ininglese

[Titoliinfrance
ERRATA

MONOGRAFIE

No.Titoli
ininglese[Titoli in

france
in francei i 79) |\Erytromycin Érythromycine

(2090) |Danaparoid sodium Danaparoîde s

21A04961

pdique

Eritromicina
l’introduzione di un limite < 1,0 per
l’impurezza M pubblicata nel

Supplemento 10.4 versione cartacea in

lingua Inglese non è corretto. La
correzione riguarda solo la versione
cartacea della monografia e non la

versione online, scaricabile, e le versioni
in Francese. Il testo corretto è incluso nella
versione cartacea del Supplemento 10.5.

Danaparoid sodico
il tempo dall’aggiunta del substrato
cromogenico a partire dalla quale deve
essere effettuata la prima misurazione
dell’assorbanza nel saggio di attività anti-
fattore Ila, è stata erroneamente cancellata
nella versione inglese del testo pubblicato
nel Supplemento 10.3. La correzione
riguarda solo la versione cartacea della
monografia essendo le versioni online e
scaricabili già corrette. E non riguarda le

versioni in francese. Il testo corretto è

incluso nella versione cartacea del
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