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Hyphenated Technique for Releasing and MALDI
MS Analysis of O-Glycans in Mucin-Type

Glycoprotein Samples

Keita Yamada,! Satomi Hyodo,' Mitsuhiro Kinoshita,’ Takao Hayakawa,* and Kazuaki Kakehi*'!

School of Pharmacy and Pharmaceutical Research and Technology, Kinki University

We developed an automatic apparatus for the release
of O-glycans from mucin-type glycoproteins and pro-
teoglycans (Matsuno, Y.-k.; Yamada, K.; Tanabe, A.;
Kinoshita, M.; Maruyama, S.-z.; Osaka, Y.-s.; Masuko,
T.; Kakehi, K. Anal. Biochem. 2007, 363, 245—-257.
Yamada, K.; Hyodo, S.; Matsuno, Y. K.; Kinoshita, M.;
Maruyama, S. Z.; Osaka, Y. S.; Casal, E.; Lee, Y. C.;
Kakehi, K. Anal. Biochem. 2007, 371, 52—61). The
method allows rapid release of O-glycans as the reduc-
ing form within 10 min. In the present study, we
connected the device to a MALDI-TOF MS spotter and
achieved routine analysis of O-glycans in biological
samples for clinical use after in situ derivatization of
the released O-glycans with phenylhydrazine. We ap-
plied the method to the analysis of O-glycans expressed
on MKN45 cells derived from human stomach cancer
cells and found that MKN45 cells expressed charac-
teristic trisialo-polylactosamine-type glycans as reported
previously (Yamada, K.; Kinoshita, M.; Hayakawa, T.;
Nakaya, S.; Kakehi, K. J. Proteome Res. 2009, 8,
521-537). We also applied the method to the analysis
of O-glycans in serum samples. The present technique
is the first attempt to use MS measurement for routine
clinical diagnostic works.

The O-linked glycans (O-glycans) in glycoproteins are co-
valently linked to Ser/Thr residues of the core protein through
N-acetylgalactosamine (GalNAc) at their reducing ends. These
glycans are often called as mucin-type glycans due to their
predominant presence in tracheas and mucin secretory glands
such as salivary glands. Currently, there are eight known core
structures for O-glycans,! and a number of research works
reported the aberrant glycan patterns in relation to the develop-
ment and metastasis of malignancy.?~* Recently, Lebrilla and co-
workers studied O-glycosylations in epithelial ovarian cancer cells
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and serum samples of breast cancer patients and proposed the
use of O-glycans as clinical markers.>®

Because various types of O-glycans are linked to the repeating
Ser/Thr residues of Ser/Thr/Pro rich tandem repeating units of
the core protein, direct analysis of the glycopeptides is difficult
even if using the most newly developed analytical techniques such
as mass spectrometry. Therefore, we have to release carbohydrate
chains from the core proteins prior to the analysis. Various
approaches to release glycans from the polypeptide backbone
through the enzymatic or chemical procedures have been devel-
oped but have been a big challenge in the case of the analysis of
O-glycans using a minute amount of glycoproteins.!

N-Glycanases (N-glycoamidases), the enzymes providing facile
cleavage of asparagine-linked glycans (N-glycans), are revolutionary
in the analysis of N-glycans.” In contrast, there is no enzyme which
is capable of releasing a wide range of O-glycans from the core
protein.? Therefore, we usually release O-glycans from the core
proteins by chemical methods, typically by S-elimination with alkali
in the presence of sodium borohydride or mild hydrazinolysis.>*

N-Acetylgalactosamine (GalNAc) residues at the reducing end
of mucintype O-glycans are attached to Ser/Thr residues of
mucin-type glycoproteins. To release the O-glycans, we usually
use the alkali solution under mild conditions. However, if the
GalNAc residues at the reducing end of the released glycans are
substituted at the C-3 position, further degradation (i.e., peeling)
tends to proceed. This is the most critical problem in the analysis
of mucin-type O-glycans. Alkali-catalyzed fS-elimination in the
presence of sodium borohydride under mild conditions to prevent
the “peeling” reaction is still the most common method for routine
analysis of O-glycans,!' ™2 and the method affords O-glycans as
the reduced form (i.e., alditols). Consequently, the hemiacetal
group at the reducing terminal is no longer available for chemical
modification with fluorescent or UV-absorbing tags for their
sensitive and high-resolution analysis. Royle and co-workers
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employed mild hydrazinolysis to afford O-glycans from microgram
quantities of glycoproteins, although a relatively lengthy time
(~6 h) and the need for reacetylation of de-N-acetylated groups
make it unsuitable for rapid analysis of multiple samples.? Karlsson
and Packer reported an in-line flow releasing system employing
alkaline S-elimination to release the reducing O-glycans from the
core protein immobilized on the column, but this method also
requires a long reaction time (16 h).'* Huang et al. developed a
method for releasing O-glycans in the presence of ammonia and
successfully analyzed O-glycans from fetuin.'® The method allowed
simultaneous determination of both N- and O-glycans.

Recently, we developed an automatic O-glycan releasing
apparatus for the release of O-glycans from mucin-type glycopro-
teins and proteoglycans and named the system “AutoGlycoCutter”
(AGC).'*~1 Alkali-induced degradation of oligosaccharides (.e.,
peeling reaction) has been a big problem during the alkali-
catalyzed release of mucin-type glycans from the core peptides.?’
Use of the automatic device and optimization of experimental
parameters dramatically improved the efficiency in the release of
O-glycans in mucin-type glycoproteins. We successfully applied
the device to the analysis of O-glycans from some leukemia and
epithelial cancer cells and achieved identification of more than
80 O-glycans. Also, we found that polylactosamine-type O-glycans
having larger molecular size than 6000 were present in a stomach
cancer cell line (MKN 45 cells).!® We suggested that these
polylactosamine-type O-glycans might be a marker molecule of a
stomach tumor.

However, to realize the O-glycan analysis in diagnostic works
for the clinical purpose, we have to develop a full automatic
machine from the releasing of O-glycans in biological samples to
the analysis of glycan profiles. In the present study, we attempted
hyphenation of the autoglycan releasing system with a sample
spotter machine for the MALDI MS apparatus.

EXPERIMENTAL SECTION

Materials and Equipment. Bovine submaxillary mucin
(BSM) was obtained from Sigma-Aldrich Japan (Shinagawa-ku,
Tokyo, Japan). Phenylhydrazine and 2-aminobenzoic acid (2AA)
for labeling of glycans were obtained from Tokyo Kasei Kogyo
(Chuo-ku, Tokyo, Japan). 2,5-Dihydroxy benzoic acid (DHB) as
the matrix material for MALDI MS measurement and Triton-X100
were also from Sigma-Aldrich Japan. Pronase (Streptomyces gri-
seus) was obtained from Calbiochem (San Diego, CA). The protein
inhibitor cocktail for animal cells was obtained from Nacarai
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Tesque (Nakagyo-ku, Kyoto, Japan). Ultrapure water by a Milli-Q
water system (Millipore, Bedford, MA) was used. Other reagents
and solvents were of the highest grade commercially available or
HPLC grade.

MALDI-TOF MS spectra of O-glycans were acquired on a
MALDI-QIT TOF mass spectrometer (AXIMA-QIT, Shimadzu,
Kyoto, Japan). The instrument was operated in the positive-ion
mode throughout the work, and acquisition and data processing
were controlled by Launchpad software (Kratos Analytical,
Manchester, U.K.). For collision-induced dissociation, argon gas
was used as the collision gas.

Cell Culture. In the present study, we used MKN45 cells
(human gastric adenocarcinoma cell line). The cells were cultured
in RPMI-1640 medium supplemented with 10% (v/v) fetal calf
serum and 1% (v/v) penicillin—streptomycin mixed solution
(10000 u penicillin and 10 mg of streptomycin/mL, Nacalai
Tesque). Fetal calf serum was previously kept at 56 °C for 30 min.
The cells were cultured at 37 °C under 5% CO, atmosphere and
harvested at 80% confluent state. Collected cells (1 x 107 cells)
were washed with phosphate buffered saline (PBS) and
collected by centrifugation at 800g for 20 min.

Glycopeptide Pool from the Whole Cells. Cancer cells
(2.0 x 107 cells) were suspended in 5 mM Tris-HCI buffer (pH
8.0, 500 L) and mixed with an equal volume of 2% Triton X100
in the same buffer in an ice-bath. After homogenization of the
cells for 7 min with a glass homogenizer, the mixture was
centrifuged at 8000g for 30 min. The supernatant layer was
collected and boiled for 7 min at 100 °C followed by evaporation
to dryness by a centrifugal evaporator (SpeedVac, Savant,
Sunnydale, CA). The lyophilized material was suspended in
water (200 uL), and ethanol (800 #L) was added to the mixture
to 80% concentration. The precipitate was collected by cen-
trifugation and washed with ethanol (1 mL x 3) and then with
acetone (1 mL x 2). The residue was dried in vacuo, and
Pronase (50 ug) in 5 mM Tris-HC1 (pH 8.0, 200 xL) was added,
and the mixture was kept at 37 °C for 24 h. After the reaction
mixture was boiled for 10 min, the supernatant was collected
by centrifugation. Because cancer cells often contain a relatively
large amount of free glycans in cytosols,?! contaminated free
glycans were previously reduced to the alditol form with
sodium borohydride as follows: an aqueous solution of 2 M
NaBH, (500 x1) was added to the supernatant and kept at room
temperature for 30 min. Glacial acetic acid was carefully added
to the mixture to decompose excess NaBH,, and the mixture
was passed through a centrifugal filter device (5 kDa cutoff).
The solution was concentrated to 30 uL after washing with the
water (400 «L x 3). A half of the solution (15 uL) was injected
to the AGC-MS system.

Glycoprotein Pool from Serum Samples. A 50 xL portion
of a human pooled serum sample (Wako Pure Chemicals) was
diluted with water (200 L), and the mixture was passed through
a centrifugal filter device (10 kDa cutoff) to remove salts and
low-molecular weight materials. The solution was concentrated
to 30 uL after washing with water (250 xL x 3). Half of the solution
(15 uL) was injected to the AGC-MS system.
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Figure 1. Flow diagram of the autoglycan releasing system.

Releasing Reaction of O-Glycans Using an AutoGlycoCut-
ter System (AGC). The AGC system has been improved from
the original version in order to be able to analyze microscale
samples (Figure 1).1 To release the O-glycans from glycoprotein
samples, an aqueous solution (15 L) of a glycoprotein sample
was injected into the AGC. The AGC is composed of a pump, a
reactor, a cartridge packed with cation exchange resin, a sample
tray, and a switching valve (Figure 1A).

The glycan releasing reaction was performed as shown from
parts B to F of Figure 1. When the program starts, the tubing of
the reactor is filled with the alkali solution (0.5 M LiOH for glycan
releasing) (Figure 1B). The introduced sample solution is mixed
with the alkali solution and moved to the reactor at 120 yL/min
(Figure 1C,D). When the mixed solution is introduced to the
reactor, the flow is stopped and the solution is kept at the elevated
temperature (45 °C) for a specified period (3.0 min). After the
releasing reaction in the reactor, the mixture is pushed out from
the reactor and passed through a small cartridge packed with
cation-exchange resin (Figure 1E). The effluent from the cartridge
is collected to the fraction collector (Figure 1F). In the present
study, the effluent was divided and a portion (one tenth of the
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total volume) was introduced to the MALDI spotter (see below).
The whole procedure was performed according to the automatic
valve changing program and was completed within 4 min. After
the run, the cation-exchange cartridge is regenerated with 0.25
M H,SO,. The collected solution (~100 x«L) containing the
released O-glycans were employed for the analysis by high-
performance liquid chromatography and/or capillary electro-
phoresis after derivatization with a fluorescent labeling reagent
such as 2-aminobenzoic acid (also see below).

Hyphenation of the AGC Apparatus to an Automatic
Spotter Machine (AccuSpot) for MALDI MS Measurement:
“AGC-MS System”. A 10% portion of the reaction mixture was
introduced to the MALDI plate as shown in Figure 2. An aqueous
solution of 1.25% phenylhydrazine was mixed with the 10% flow
of the eluate using a sheath flow device installed in the spotter
machine at the rate of 1 xL/min. And the mixture was spotted
onto the MALDI plate, on which a solution (1 uL) of 2,5
dihydroxybenzoic acid (10 mg/mL in 30% ethanol) had been
previously spotted and air-dried at room temperature. The
sampling rate was set at 20 s intervals. The solution on the MALDI
plate is kept at 37 °C for 1 h, and MALDI MS spectra of O-glycans
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Figure 2. Auto glycan releasing system-MS system: (A) auto glycan releasing system-MS system. (B) Scheme for collection of the effluent
from the Auto glycan releasing system. A 10% portion of the effluent is introduced to the spotter machine by adjusting the capillary size. In this
case, we used a fused silica capillary (0.15 mm i.d., 60 cm). At the spotter port, an aqueous solution of 1.25% phenylhydrazine is mixed at the

rate of 1 xL/min.

were acquired. The 90% portions of the eluate were recovered to
the fraction collector and evaporated to dryness for further
structural studies as well as quantitative analysis.

Fluorescent Labeling of the Released O-Glycans with
2-AA. The mixture of the released O-glycans in the 90%-portions
of the eluate was dissolved in 2-AA solution (100 uL) freshly
prepared by dissolution of 2-AA (30 mg) and sodium cyanoboro-
hydride (30 mg) in methanol (1 mL) containing 4% sodium acetate
and 2% boric acid. The mixture was kept at 80 °C for 1 h. Water
(100 uL) was added after cooling, and the mixture was applied to
a column of Sephadex LH-20 (1.0 cm i.d., 30 cm length) previously
equilibrated with 50% aqueous methanol. The earlier eluted
fluorescent fractions were pooled and evaporated to dryness under
reduced pressure and used for the analysis by HPLC and CE.

CE Analysis of 2-AA Labeled O-Glycans. 2-AA-Labeled
oligosaccharides were analyzed with a P/ACE MDQ glycoprotein
system (Beckman Coulter, Fullerton, CA) equipped with a
helium—cadmium laser-induced fluorescence detector (Ex 325 nm,
Em 405 nm). Electrophoresis was performed using a DB-1
capillary (100 um i.d., 30 cm length) in 100 mM Tris-borate buffer
(pH 8.3) containing 5% polyethylene glycol (PEG70000) as the
running buffer. Sample solutions were introduced into the capillary
by pressure injection at 1 psi for 10 s. Separation was performed
by applying the potential of 25 kV at 25 °C.

HPLC Analysis of 2-AA Labeled O-Glycans. The HPLC
system was composed from a SCL-10A system controller
(Shimadzu, Nakagyo-ku, Kyoto, Japan), two LC-10AD pumps
(Shimadzu), a 655A-52 column oven (Hitachi, Chiyoda-ku, Tokyo,
Japan), and an FP-920 fluorescence detector (JASCO, Hachi-oji,

Tokyo, Japan) connected with a data processor (SmartChrom,
KYA Technologies, Hachi-oji, Tokyo, Japan). Separation was done
with a polymer-based Asahi Shodex NH2P-50 4E column (Showa
Denko, Hachi-oji, Tokyo, Japan; 4.6 mm i.d., 250 mm length) using
a linear gradient formed by 2% acetic acid in acetonitrile (solvent
A) and 5% acetic acid in water containing 3% triethylamine (solvent
B). The column was initially equilibrated and eluted with 70%
solvent A for 2 min, then solvent B was increased to 95% over 80
min and kept at this composition for further 100 min. The flow
rate was maintained at 1.0 mL/min through the analysis. Detection
was performed by fluorometry at 350 nm for excitation and 425
nm for emission, respectively.

RESULTS AND DISCUSSION

Auto Glycan Releasing System (AutoGlycoCutter:AGC) for
Online Analysis of O-Glycans in Mucin-Type Glycoproteins.
Releasing of O-glycans attached to Ser/Thr residues of mucin-
type glycoproteins has been a big problem in their analysis.**
Recently, we developed an apparatus for the automatic release of
O-glycans using an inine flow system (AutoGlycoCutter-1, AGC-1).'¢
The original version of the apparatus was designed for relatively
large scale samples (~100 xg—1 mg), and a cartridge packed with
cation exchange resin (1 mL) and a reactor of 700 L volume
were installed. To apply the method to the analysis of the smaller
amount of samples with higher sensitivity, we miniaturized the
system by using a cartridge of 50 uL. volume packed with cation

(22) An, H. ].; Kronewitter, S. R.;; de Leoz, M. L.; Lebrilla, C. B. Curr. Opin.
Chem. Biol. 2009, 13, 601-607.
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Figure 3. Optimization for oligosaccharide releasing reaction.
O-Glycans released from the model glycopeptide by the automatic
glycan-releasing system were analyzed by CE after labeling with
2-AA. The most upper panel shows the results on the analysis of
O-glycans in the model glycopeptide using the original version of the
auto glycan releasing system. The similar results were observed at
45 °C. Analytical conditions for CE: capillary, DB-1 capillary (100 m
i.d., 30 cm); running buffer, 100 mM Tris-borate buffer (pH 8.3)
containing 5% PEG70000; applied voltage, 25 kV; injection, pressure
method (1 psi for 5 s); temperature, 25 °C; detection, helium—cadmium
laser-induced fluorescence (excitation 325 nm, emission 405 nm).

exchange resin and a reactor having 136 xL volume. In addition,
the dead volume was minimized by removing the detector. The
volume (15 L) of the sample solution was also fixed. In this
device (Figure 1), the sample solution is brought to the reactor,
then the flow is stopped for a specified time, and the releasing
reaction occurs in the reactor. Then, the flow brings the sample
zone to the cartridge (50 uL volume). It should be noted that
these modifications minimizes diffusion of the sample zone,
and the reaction mixture was recovered with the minimal
dilution.

We optimized the conditions for glycan releasing reaction using
a model glycopeptide derived from caseinoglycomacropeptide
(cow milk) having the sequence GEPTSTPT." Disialyl-T antigen,
(NeuAco2—3Galp1-3 (NeuAco2-6)GalNAc, attaches to the fourth
Thr residue (shown in bold face with underline) from the
N-terminal. NeuAca2-3GalB1-3-residue of the disialyl T antigen is
labile under alkaline conditions and forms degradation product
(NeuAca2-3Gal) by p-elimination (i.e., peeling reaction).'”*® After
the releasing reaction, the mixture of the released oligosaccharides
was labeled with 2AA and analyzed by CE (Figure 3).

The disialyl-T and the degradation product (NeuAco2-3Gal-
2AA) were observed at 4.4 and 3.8 min, respectively. The best
yield of disialyl-T was observed at 45 °C. At 40 °C, the yield of
disialyl-T was lower than that at 45 °C. At the higher temperatures
than 50 °C, the abundance of the peeling product (i.e., NeuAco2-
3GalB1-3) became higher, The yield of the disialyl T from the
model peptide obtained under the optimized conditions (reaction
solution, 0.5 M LiOH; reaction time, 3 min; reaction temperature,
45 °C) was 58.8 + 3% (» = 5) when determined by CE. The ratio
of the degradation product was 24.4 + 1%. It should be noted that
the present method showed excellent repeatability, although
partial degradation was observed.
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Hyphenation of AGC with a Spotter Machine for MALDI
MS Measurement. We directly connected the auto glycan
releasing system to the spotter machine for MALDI MS measure-
ment (Figure 2). The effluent from the cartridge was divided by
a splitter, and a 10% portion of the effluent was introduced to the
MALDI spotter. By adjusting the length and the internal diameter
of tubing (0.15 mm i.d., 60 cm length), we could introduce one
tenth of the sample solution to the MALDI plate and the effluent
was automatically mixed with an aqueous solution of the matrix
(DHB). However, we could not detect the molecular ions due to
free O-glycans released from the core peptides with high sensitiv-
ity (data not shown). This is probably due to the presence of
contaminated peptide fragments and other materials during the
releasing reaction.

To improve the sensitivity in detection of the glycans, on-plate
derivatization of O-glycans in the effluent collected on the MALDI
plate was examined. Lattova et al. reported that phenylhydrazine
was a useful derivatization reagent for highly sensitive detection
of glycans in clinical samples. The method is based on on-plate
derivatization of glycans with phenylhydrazine to form phenylhy-
drazone. The phenylhydrazone thus formed on the plate was
detected by a MALDI-MS apparatus.?>** In the present study, we
introduced a 1.25% aqueous solution of phenylhydrazine to be
mixed with the effluent from AGC, and the mixture was spotted
onto the plate, on which DHB solution had been previously spotted
and dried. The mixture on the target was kept at 37 °C for 1 h to
complete the derivatization reaction according to the method
reported by Lattova et al?>?* We can use a diluted phenylhydra-
zine solution due to its high reaction efficiency in hydrazone
formation. In addition, because the effluent was passed through
a cartridge packed with cation exchange resin, it showed acidic
property which is preferable for hydrazone formation. It should
be noticed that phenylhydrazone derivatives of reducing carbo-
hydrates are easily crystallizable and may be a strong point for
MALDI MS measurement. In addition, it was not necessary to
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Figure 4. Detection limit of the autoglycan releasing system-MS
system as examined using bovine submaxillary mucin as a model
sample.
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Figure 5. Analysis of O-glycans from MKN45 celis. The results for the low- and high-mass ranges are shown in parts A and B, respectively.

remove the excess phenylhydrazine by washing. Thus, the whole
procedure from the releasing of O-glycans to MS measurement
was completed within 1.5 h.

On the basis of the studies described above, we applied the
present technique to the analysis of O-glycans from bovine
submaxillary mucin (BSM). The results are shown in Figure 4.

When using 25 ug of BSM (2.5 ug as the injected amount),
we could easily observe the major molecular ions due to O-glycans.
Two molecular ions observed at m/z 603 and m/z 619 are due to
NeuAco2-6GalNAc=PHN and NeuGca2-6GalNAc=PHN, respec-
tively. Two molecular ions observed at m/z 806 and 822 are
confirmed as sialyl-core 3 structures, GlcNAcS1-3(NeuAco2—6)
GalNAc=PHN and GlcNAcB1-3(NeuGca2-6) GalNAc=PHN, re-
spectively. Sialic acids of O-glycans in BSM have two forms of
N-acetyl neuraminic acid and N-glycolyl neuraminic acid. There-
fore, we could observe two sets of the molecular ions of
O-glycans.!! Even at the 1 ug-level of the sample (0.1 ug as the
amount injected to the MALDI plate), we clearly observed the
molecular ions of these glycans.

(23) Lattova, E.; Chen, V. C.; Varma, S; Bezabeh, T.; Perreault, H. Rapid
Commun. Mass Spectrom. 2007, 21, 1644-1650.

(24) Lattova, E.; Kapkova, P.; Krokhin, O.; Perreault, H. Anal. Chem. 2006,
78, 2977-2984.

Application to the Analysis of O-Glycans Derived from
Cancer Cells, We applied the present method to the analysis of
O-glycans expressed on MKN45 cells (a human stomach cancer
cell line). O-Glycans of glycopeptide fractions obtained from the
whole cells after digestion with Pronase were analyzed by the
present method. The results observed for low- and high-molecular
ranges are shown in parts A and B of Figure 5, respectively, and
the list of the proposed structures based on our previously
reported data is summarized in Table 1.8

Two molecular ion peaks observed at m/z 838 and me/z 1041 are
due to asialo core 2 type structures, Gal$1-3(Gal31-4GlcNAcB1-6)-
GalNAc=PHN and Galf 1-3(GlcNAcS- Galp1-4GlcNAcA1-6)-
GalNAc=PHN, respectively. Four molecular ion peaks at m/z
1203, 1568, 1933, and 2298 are confirmed as asialo polylac-
tosamine-type O-glycans, Galg1-3((Galg-GlcNAcp),-Galpl-4-
GlcNAc¢f1-6) GalNAc=PHN (# = 1—4). The molecular ion peak
observed at m/z 765 corresponds to sialyl-T, NeuAco2-3GalB1-
3GalNAc=PHN. Three molecular ion peaks observed at m/z
968, 1130, and 1333 are assigned as monosialo core 2 type
glycans, Gal31-3(GIcNAcS1-6) GalNAc=PHN + NeuAc,, Galgl-
3(Galg14GIcNAcB1-6) GalNAc=PHN + NeuAc;, and Galgl-
3(GleNAcS-Gal1-4GIcNAcS1-6) GaINAc=PHN + NeuAc;, re-
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Table 1. O-Glycans Observed in MKN45 Cells

proposed structures
Asialo Glycans

observed molecular mass (m/2)

Galp1-3(GalB1-4GlcNAcB1-6) GalNAc=PHN 838
GalB1-3(GlcNAc-Galg1-4GlcNAcS1-6) GalNAc=PHN 1041
GalB1-3(GalGIcNAc-Gal31-4GlcNAcB1-6) GalNAc=PHN 1203
GalB1-3((Gal-GlcNAc) »Galg1-4GlcNAcS1-6) GalNAc=PHN 1568
Galp1-3((Gal-GlcNAc) »Galg1-4GleNAcB1-6) GaINAc=PHN 1933
GalB1-3((Gal-GlcNAc) +Gal1-4GlcNAcB1-6) GalNAc=PHN 2298
Monosilao Glycans
NeuAco2-3Galg1-3GalNAc=PHN 765
GalB1-3(GlcNAcB1-6) GalNAc=PHN + NeuAc, 968
Galp1-3(Galp1-4GlcNAcS1-6) GaINAc—=PHN + NeuAc, 1130
Galp1-3(GlcNAc-GalB1-4GIcNAcS1-6) GalNAc=PHN + NeuAc, 1333
GalB1-3(Gal-GleNAc-Galp1-4GlcNAcS1-6) GalNAc=PHN + NeuAc, 1495
Galp1-3((Gal-GleNAc) »Galg1-4GleNAcB1-6) GaINAc=PHN + NeuAc;, 1860
Gal1-3((Gal-GlcNAc) »Galg1-4GlcNAcB1-6) GalNAc=PHN + NeuAc 2225
Galp1-3((Gal-GlcNAc) -Galg1-4GIcNAcS1-6) GalNAc=PHN + NeuAc 2590
GalB1-3((Gal-GlcNAc)s-Gal1-4GIcNAcS1-6) GaINAc=PHN + NeuAc 2955
Disialo Glycans
NeuAc-Galg1-3(NeuAc-GalB1-4GlcNAcB1-6) GalNAc=PHN 1420
NeuAc-Gal$1-3(NeuAc-Gal-GlcNAc-Galg1-4GleNAcB1-6) GaINAc=PHN 1785
NeuAc-Galg1-3(NeuAc-(Gal-GlcNAc)-GalB1-4GlcNAcS1-6) GalNAc=PHN 2150
NeuAc-Galg1-3(NeuAc-(Gal-GlcNAc);-Gal31-4GlcNAcS1-6) GalNAc=PHN 2515
NeuAc-Galg1-3(NeuAc-(Gal-GlcNAc) Gal31-4GlcNAc1-6) GalNAc=PHN 2880
Trisialo Glycans
NeuAc-Gal-GlcNAc-(NeuAc-Gal-GleNAc) GalB1-3(NeuAco2-6) GaINAc=PHN 2076
NeuAc-Gal-GlcNAc-(NeuAc-Gal-GlcNAc) Gal31-3(NeuAca2-6) GaINAc=PHN + Gal-GlcNAc 2441
NeuAc-Gal-GlcNAc-(NeuAc-Gal-GleNAc) Galg1-3(NeuAco2-6) GaINAc=PHN + (Gal-GlcNAc), 2806
Degradation Product
(Gal-GIcNAc) -Gal=PHN 1000
NeuAc-(Gal-GlcNAc)»-Gal=PHN 1291
NeuAc-(Gal-GlcNAc);-Gal=PHN 1656
(Gal-GlcNAc) +Gal=PHN 1730
NeuAc-(Gal-GlcNAc) -Gal=PHN 2021
(Gal-GlcNAc)s-Gal=PHN 2095
NeuAc-(Gal-GlcNAc);-Gal=PHN 2386

spectively. Five molecular ion peaks at m/z 1495, 1860, 2225,
2590, and 2955 are due to monosialo polylactosamine-type
O-glycans,  GalB1-3({(GalB-GlcNAcp) ,-Galp1-4GlcNAcS1-
6) GalNAc=PHN + NeuAc; (# = 1-5). Disialo polylactosamine-
type O-glycans were also observed in MKN45 cells. Four
molecular ion peaks at m/z 1785, 2150, 2515, and 2880 are
confirmed as disialo core 2 type glycans modified with 1-7
units of lactosamine residues. Three molecular ion peaks
containing three sialic acid residues were observed at m/z 2076,
2441, and 2806 are due to NeuAcsHex;HexNAc;=PNH,
NeuAcsHex,HexNAc,~=PNH, and NeuAc;HexsHexNAcs=PNH,
respectively. As reported previously, these trisialo glycans are
core 1 type glycans having the structures as indicated below.!®

NeuAca (Galf1-4GlcNAcS) nNeuAco2-6GalNAc
NeuAca(Galg1-4GleNAcB) mGal31-3

These structures were observed exclusively in MKN45 cells
according to our recent research results, and we suggested that
these O-glycans might be a specific marker of gastric adenocar-
cinoma.'® Seven molecular ion peaks observed at m/2z 1000, 1291,
1656, 1730, 2021, 2095, and 2386 are due to the degradation
products from these trisialo core 1 type polylactosamine
glycans, NeuAc-(Galg-GlcNAcp),-Gal=PHN (» = 1-5), and
the presence of these products means that these glycans
occupy the 1-3 linked arm of the glycans because of easy
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degradation (i.e., peeling). Therefore, these glycans are im-
portant keys for structural confirmation of the parent glycans.'®

Analysis of O-Glycans Derived from Serum Glycoproteins
Using AGC-MS System. Another application to the analysis of
O-glycans in a serum sample is shown in Figure 6. After brief
deionization of the diluted solution using an ultramembrane filter,
the solution was easily analyzed by the present system. As
indicated in Figure 6A, several molecular ions were observed. The
molecular ion peaks observed at m/z 765 with sodium adduct ion
(m/z 787) are confirmed as sialyl-T.

The molecular ion peak observed at m/z 1056 corresponds to
disialyl-T. The molecular ion peaks observed at m/z 562 with
sodium adduct ion 7/z 584 are due to a peeling product (NeuAc
02-3Gal=PNH). After the releasing reaction is performed in the
flow of an aqueous LiOH solution, the reaction mixture is passed
through a cartridge packed with cation exchange resin. Therefore,
the effluent from the device does not contain cation(s) as
examined by the absence of Li adduct ion in the MS spectra. Then,
the effluent from the device is mixed with diluted phenylhydrazine
solution and spotted onto the MALDI plate. Accordingly, the
phenylhydrazone on the MALDI plate theoretically only shows
protonated ions. In this case, however, diluted phenylhydrazine
solution probably contains a trace amount of sodium ion, and the
MS gives sodium adduct ions as well as protonated ions.

To confirm these peaks, we also analyzed the O-glycans
obtained from the split effluent (collected by the fraction collector)
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Figure 6. Analysis of O-glycans in a pooled serum sample. (A) MS analysis of the O-glycans by the present method. (B) Analysis of the
O-glycans in a pooled serum sample by HPLC. The nine tenth portions of the O-glycans released by the autoglycan releasing system-MS
system were labeled with 2-AA and analyzed by HPLC. Analytical conditions for HPLC: column, Asahi Shodex NH2P-50 4E (4.6 mm x 250
mmy); eluent, solvent A, 2% CH;COOH in acetonitrile; solvent B, 5% CH3COOH/3% triethylamine in water, gradient condition, linear gradient

(30—95% solvent B) from 2 to 82 min, maintained for 20 min.

as 2-AA derivatives using HPLC (Figure 6B). Each of the peaks
was collected and compared with the standard samples by MALDI-
TOF MS as reported previously.'® The most abundant peak
observed at 31 min is due to sialyl-T which shows the molecular
ion at m/z 765. The peak observed at 71 min is derived from
disialy}T which shows the molecular ion at #/z 1085. We also
observed the peak due to the peeling product (NeuAca2-3Gal-
2AA) at 45 min. These results were in good agreement with the
direct MS analysis as shown in Figure 64, although the relative
abundances of these glycans are different between HPLC and MS
methods. The HPLC/CE-fluorescent detection method affords
accurate amounts of the glycans based on the fluorescent intensity
of the 2-aminobenzoic acid residue at the reducing terminal. A
combination of both methods will be a powerful tool for accurate
diagnosis of the disease or disease states.

CONCLUSIONS

We have been developing an automatic device for releasing
O-glycans from the mucin-type glycoproteins.!”~'° In the present
paper, we connected the device to a spotter machine for MALDI MS
measurement and attempted direct measurement of O-glycans.
Because we could not observe the molecular ions of free glycans
by direct measurement due to their low sensitivity and the
presence of contaminated materials during releasing reactions,
we labeled the released O-glycans with phenylhydrazine by in situ
derivatization to achieve highly sensitive detection of O-glycans
by MS measurement. The derivatization reaction proceeded under
mild conditions even in the presence of 2,5-dihydroxybenzoic acid

(matrix material). Accordingly, we performed the analysis from
the glycan releasing reaction to MS measurement within 1.5 h.

The system allows MS analysis of O-glycans of bovine
submaxillary mucin even when using 1 ug of the protein sample
(actual sample amount 100 ng). We applied the present
technique to the analysis of the O-glycans expressed on MKN45
cells derived from human stomach adenocarcinoma and found
that trisialo-O-glycans were present abundantly as reported
previously.'® In addition, O-glycans in a pooled serum sample
were also successfully analyzed. It is well-known that quantita-
tive analysis is often difficult in MS measurement. Fluorescence
detection by HPLC/CE gives robust and reproducible results
in quantitative analysis. The data in Figure 6 indicate that the
proposed method using the hyphenated glycan-releasing and
MS analysis shows similar glycan profiles with those obtained
by HPLC, but the relative abundances of the glycans are
somewhat different from those observed by HPLC/CE analysis.
However, extremely high-throughput characteristics of the
present method will be quite important in routine analysis of
glycans for clinical use. We believe that the present technique
is the primary attempt to use MS measurement for routine
clinical diagnostic works.

Received for review June 15, 2010. Accepted July 20,
2010.
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SHEENh--OHY, SETHERIRETCH - EER
BEORBNOGEVWHRVM/IN TS, Zh 5Ok
ROBNCHISL, HifE - B TRROMRERUCR S
HEERT L DOTBHR - HEEOLRE TS
&, Mg - B TR RORALEREL CTRED
DERWBERELETL L0 B L6 s, MEOHE

B NRROERD Lo b KERFETHD. Fi,

BIRMOPHRNLEERA TR AN S, HRALE -
BHIRIZ BT HERREETOREDNYE - Lot - AE T
BT 5 2 F I >WTOBRBER U EEENIGHEA AT K
Thb.

BMES (EU) Tik, M - A8 TR AT (S MEens
#EIE (somatic cellular therapy products) i #HEET ¥
RIS (tissue engineered products) OEERIZSEXNT
W5, /R GHBGERLGEETREEL Lokl
ERFEEES (ATMP, advanced therapy medicinal prod-
ucts) EWHEESKO—BRICHEINTWZA, 2008
FERALIVEBTYRSD ATMP & L CHEH %S
BT Ei ot £, AR ATMP OFEICELL

KASHERERACATI SRS W57, BHmi b
FEEEASMONT S, AHTREU KBH3, Zh
SOHLVLIRDEARIC >N T T 5.

1. ATMP ORFHIOREH

EU T, ATMP BERMEZEMBT (EMA, European
Medicines Agency) A IRFEARREELHEYLT 5. 2008
F12 AUHETE ATMP OB Iz & N 28818, &=
Fih#3E (gene therapy products) & {AMIEIVAHEE DA
THBRILFHSAEINTEHTY, F- “hboold
DR AR EEIC KT AMELEIZFEL C, EUME
EETH—2ENTOW R A MEE EnTE k.
ZBEU T, BEEESRICEL L Wb omnEE
K VREEINTREOB =B ORE % Z i
EU AOEBZ82 7-HENTfEE k- Tk, Hick
LEERTON TRV, BB TERDICOVWTIE
BRECoEINI D, EEES Y CoBEINsD, £
O¥MFIIMERC L VELEFETH- 1.

BMEES (EC) WIhbORES, EUNTHE
Mz I-MEoORBEY BT ABOREREETHL L E
. TOMHRFEE LT 2007 F, ATMP OIRFEEERH
#JESH 5 Regulation (EC) No 1394/2007° # ¥ 7-. Regu-
lation (EC) No 1394/2007 i, M T# 8P % ATMP O
AWMz A2, RUATMP IZoWTidmEAEI B
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158-8501, Japan
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I AERREEYETICMHH S EMA THREEZTD
CEnREERERTEL, 20084 12 A XVETINAIC
EHThab.

2. Regulation (EC) No 1394/2007 (DHIE

21 ATMP DER

ATMP i3, BEFHREE FHRHREE &
THEWREEHRING. ZITO [hRLERE] OE
#13. T emEET (biological medicinal product)
D3b, (a) BRTIERLOBRCES &5 IEWF
HMEE, AEYRE IS Lo BLXE b E
T (substantial manipulation) %X 7-flAd -
EBYETMR NI INOLORARE, KOLIEFT
—DBHTORROEIEL F UREXBEOGHNTHR
4o R ERLTCHAT 50 TRV - BT e
DRI INEIERAEET, ) BRICEEND
R - EROEREM, SN UIABEREEL
THERBOBE, THIIZHEZFIEVWHSBACEE
HEETDILHD, HARZTOBE,rOE MCEARY
LIBEEXNBLD] EENTWAE®, —F, THBIFH
S 43 (TR - A e8RS on
HALREAMET, b MEBOFE BRERXIERET
FENSBECHEIBEEETHLD, HBVIEZOR
Arb MCERRWLEEENAED] BT, Z
o, [I¥ABIN-ME - 8% & (BRT 3
BA BEXEERICES KO CEWENEE, £BF
| HEEE IS OB B ¢ A EENM TR X
-k - 58 O LI FF— BN TORROHEEE
FRUKEYBEORATLRELT I L2ERLTHA
TAHDOTId Ml - Ei) %83 (Table 1. Xk
FEBEMMTCIRAZVIT] ofE LT, YN, HFE,
B, EOE AR - ERBRANORE, RHE -
WE - BE KRR, AR - BE R K
B, FEER RS AERE TITAEABTONT
W3 (AR5 D Annex 18R).

X HABEOABGTFUIVEERIIHELTIO
B, ERESIZ T A 00 LDl EU mEERE
TENE LR T2 LOKERERE, REsHEIC
BiTs [EEERAEXOER]] (primary mode of action
rule) iZ3 - 7=. %2 T Regulation (EC) No 1394/2007 T
i3, FEZEEEBSS L TONEIEEERARATH-
FELTD, SSIENAOBEIE, A& M4
BEaUITL VI &G2EEL, BEXRO—ETH
5ATMP BT Z&EER TIN5,

2.2 ATMP ICH T SRl
221 BXRE . UXAIONR-IAPTO-F -

EU T3 ATMP OfRGEARICET5HAMOFR L LT,
2o ~_—2F7Fa—F (risk-based approach) 75
NTW3 (k6 @ Annex 1 Part IV2R). Jxo~
—ZRT7Fu—Fkid, BENRLZLERGEOWHICE
H DPOZORE - Ket - FHECBEET SV 70D
SER—-ZIL, FORBOEAWEREMICFHEY
BIEIZEVARHOFH - NEEEDHDHENVWIHETDH
B Y2IR—2F7Fo—FI1F, BREREZXEFHHFM
£% (ICH) T 2005 £ AFBINIEEAV A IR~V
AV e HA45 /2 (QI) THLEAINTEY, $BT
RERSEEH - FAROENE U THEY—BN26DE
toTa ATMP OV X271k, MBEIOEYFRREL
Bk, WETR ~75—0EmEnst 578
REO#R, EHERSRUBRKICE TS ATMP D&
ey ERFECKECERENS. MIRETFIALLY
EIzoNWTL, Z20EEDEXO I, BE ERIE
EEVRIARBECHTEURA7OEGVHRAILE
BRI -TLA., Liti-T, Z5 LEBRORE
HERUEEEMHL 2HELEAFEZMHRLLY X7 X—
AT T O—FIZ & T — RN o — A CRETHLE
AMHBE EMAIZEZ TWA?, EERIZ EMA X, ATMP
DEETRE BETERATOREPERERORERZS
) WMZATMP O 2 7 2+23ICHIR - Hi#TZ 5
ENEBL TNAREEEZEZTEY, ik, EEKR

Table 1l EUickit 3 TEMERE) & IERIFNL OER

IABAR TR AR

AR T FENE

1.ERBAH
®, T3y

MEICEFEh MM - BEOERTEYN, R
EEOIRMNER L BCAREDR

v MEgOEE, ERERXITESR

2. LTFOVWTANICRES T 5M8 - ke Sl (X325 Lclle - MR THERSNS)

- EERHMIL* ﬁ%ﬁ%mﬁ5l5K$%¥%ﬁﬁ.éﬁ#%%%xuﬁ%boﬁﬁéﬁméﬁ
A FREHMT RS- M - R

IR - O | - DEATORROBEL B USEFBEORATLRZTIEZERLT

HEEE FIRT 5o Citievila - Bk

* BEMMTICE TRV TOBERIC ST IER 5 © Annex I B3R
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REVEKSARTD, FEINLY XZ7ERZONHTR
SRHTRERELTNE
(hBEHR, ZITWIVR27EE FHOERICH

T5 [REGE), TRRek] ITamlk] (Fem®k)

[RREM] REEBERLTWAEBRL TS, &
ATMP OBiR, B HB FE FARLOZER
RBEIEBNT, KPhDHAIVREMTROXEXERE
BEReD, 77u—Fh556H, TARATUHBEDOEDHIC
CWIBKRBENI RN > T B EDEE X FIZRE -
BRLELET, VRZ7RAAVE, a3ai—va
v, avio—=)y, VEa2—-REEEBELTHIZEN
HETHS).

222 BRORK - RLMH - BWEICET SRHE
ATMP REEGO—ERTHY, RROEERIZH
TAHEx cRESERAINS 0%V, B THEI Y
A0 REFRERINLETHY, FORDIZEEKD
B - BAW - BBMEEBERT AL AR, HRE
DER « AEHLFERIN A, ATMP OBEIZAN LM
BoREE « B - REIZ EU @ Good Tissue Practice
(GTP)*™ iz S LEHH Y, RETRIKEL T, EU
@ Good Manufacturing Practice (GMP)"™ Z%¢ 5 HE
RbHb. 7. BEEMA X ATMP [@FOH LU GMP
EOWTHRHFTHEY. Eiz, ATMP L EFHS
FOESNBEOBAITIE, EEEREERE Y TS
LEbic, RRHFHICREROMENFNE, BEERR
BRUOBHHECEALTHLMNITALERHD. Fi
BB OSEEE . SNY VT « Ro by =2V 7ORRI

B L T Directive 2001/83/EC” DEMIZRH I D5, ATMP .

T, FF—0EZHZHEEL>>b, Mlkhl
HEBOBHFIZOWT, BEOAMBENIC+ITATSHX
SRbDER>TNEREND S,

HROERT - EEEBRIIERLNEOATMP I
BEOEO—RERD. Lizdi-T, ATMP OFRE -
BERICET A7 +0—TF v TRUNVZAIIRZ—=V AV
b ECHFERCEERLTHY, FHER 70—
7 o7, FREREOFHMIZIOWTOHA, LU X7
TEF—Y AV MHERRDEND. ATMP OTHIRIR 7 +
O—7 vy 7ROV RZwx—2 X MiZB LTk EMA
D OEMRIEHAHIN TS, F/, ATMP DX

REFIFR, TORBEHERTIERERE & DI,

ML A MR « A8 BT 2 85° v Lk
FICBET AR, RUBABRRECET 2R
®», BE -BRBERVEMEO P V—YE ) F 1 TR
THEVRFLEHEE - ERBLRTNE 2B 2. ATMP
D Y F 4 CBT AR I OW TR, B
ERFEPTHS.

3. ATMP DESFRELER

EU iz&iT5 ATMP OBRKHERIZ, BXRIZBTS KB
BvsBRKTIR] KHY T RSBHFEST, KESC
B SFEEEENOBRHRI YT SRR TH- T,
TRTCAXDBRICHEY T I HHEVEHINS. BRRA
B (%) BICEUBATREZESHEIZIE EMA 2
SHBREESLEL 2B, 7L, EMARHLET
LEBEAREETTHOBBTHY, BROBSE - i
B 2FME R IXTMABDOEREL 2->TH5S. T2
b, EMA KERARCII—PESTE W,

BERREARRICBI LTI, ICH OB FE - 7~ EU @ Good
Clinical Practice (GCP)"” #MEF 3 32BN EBTHD
2%, Regulation (EC) No 1394/2007 #4774 > ATMP DOFg
RRBRIZEL T, “hichz, BEREERFD ATMP
I GCP IZRIMLERH D L EN 5. ZOFMIC-OL
TR V- E )7 ORRECETIEBEIAZTHFS
7 MRO 2 oEERD I ENTE S, ‘

BRICETARENAEUNEEEIIBTA2Z 25,
FA—0hRBREZEECRBLTCHERSEICX - TR
BENAD B, Wi, NEEEORH MR RG
TE34), BREOABCENOBEYRBLZIIN
BAHEMLH S, 25 LRRIE, BBROBER i
¥TFFazbichkhbrsimtAing. £/, $XTOEU
MEECENWTHERBNFRIS LI REBINZIRETH
HOLERTHAZ 00, FEHROEFLEOLNICL
ZE-TLED. BRIEETAN-EFIE—a Vi
DWW T3 EMA Tid7z <, Heads of Medicines Agency
(HMA) DOEERZBRHELE S V-7 TEBRINTEY, &
AF 02 BRTEOEBHIN XN TN S,

4. HEHIE - REAEEE

41 EBHE

EMA IR E T —F v 7 /8—F 4 — (SAWP, Sci-
entific Advice Working Party) %@ U TERROHMS
FRICBET 2E#mBpER /o b o VB EHRE
REEL TV D, ATMP OFEZ P HADOXVF v+ —£
¥% (SME, Small and Medium-sized Enterprise) #3%
WZEr6, REEMA Ti, SME 28 ATMP iZ2WT
ORENYEELEL T84 BEOFEMO 90%
HEITHRKIZE L TWA, H#KELSME T, ¥Een
% ATMP BARBE EOHHLFEL 125 Z EHFEH
TEABHITE, BErE50888IN5. 1B, £h
LIS OBARE CHNREEH ATMP 2518 % D 65%
HIBITHEIZIGUTWD, e, #—7 7 VEERKOB
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HoFo b a-VERITENTHS.

ATMP i2B83 284121k, SAWP %@ UMKt
. EDEARDHEL UTHENERS A2 7+ —X
(ITF, Innovation Task Force) & D#HKLFIATET
»%. ITF i EMA AOSRR/r oM I NV—7T, &
B HAFTA VEDNREM I BNSE - BRI L
CHEECOMBAYBRT A EXEHE LTS,
Li=A-T, BEOHA RS A vTida/s—LEhizh
b —Z D% ATMP O XS oM >V T,
BMREZ, LA CORMEE ITF CR/IMTHI L
RTED. ZOHERITE »oBEERITAEVI&
VLT ULABERTHROERGVAEN, ITF & OEHKIT
KT H DA RBNBEOEORER L2,

FiorhbOHEL I, EMA 0sREEERS
(CAT, Committee for Advanced Therapies) &, B%
ZOG&EN ATMP CH4 T 20 B OB E % EHTT
3 &bz, SME OIEERAR - FERROT -5 D
BHEM BT A EREFEE TIT-> T 5 ().

42 ATMP OHhREHE

FEUROEE%EX - ATMP OWEIZE L Tid, EMA
RECOLORER*FZFITBLTAREEERT-TH
0, FITHEE - BLt - BT 2REmFHi s
FhonTtwa, EMARTE METORRSORTERR
FEZTO O, b AEESREES (CHMP; Commit-
tee for Human Medicinal Products) T# %43, ATMP
EOWTRERDEES - BEESRL D LEMNLIOF
FFIH-ANEEET S EHDH, CHMP O THE
PESE L TARERZE RS (CAT) 2820084 12 AKX
wBEXN, CAT TORE - B4 - REEOFME
HBE%# L2 LT CHMP ARRFLEZTV, CHMP
HPER L - THEEREBE b &K LT ECHRROHE %
T35, LS FHBRAN TS, ATMP ORE « £

¥ - AR 5B - FlE EUATHETE .

E#EMTRE2REZR 5 B/ 5, ATMP I EU il
ENTOREERHZ Lz, BE# CAT TOFHfE %X
aZ itk

43 ERiEE

2008 % 12 A 30 B LTI EU A CHREN AR I -
ATMP B L Tit, BB/ R ON L. BT ¥R
Tid e\ ATMP OB 4icid 3 EOBITHAR (2008 4 12
A 31 B~2011412 B 30 B), TR THIHE
o 4 EOBAHE (2008 4 12 H 31 H~2012 4 12
A30H) AEzbhTEY, FhETIKATMP L LT
DBERBELZITALENDH L. MBRCEREZZIT

WEEITid, EUMSTORRBIIRVEEINS.

44 EHRERERS (CAT) OBEEER
441 8B

SMERERS (CAT) i, EUNBE» % 14 &
EE&1%), BEEAEIr b 24 FIEE248), BRE
»24% BIEA24) 0, EEIAT66ATHRIN, &£
HIBH 1 ORI, BERGRUBKEORES
L LTOERBIECHEET S, BER BEHMGEL
T EGAN (R B{EFEER % v F 7—2 European Genetic
Alliances' Network) &0 Burordi (KK % D Z it
European Organisation for Rare Diseases), ERIKE®
fR&E#E & LT ESGCT (kMR nFHikaHR¥ES Euro-
pean Society of Gene and Cell Therapy) R Uf EBMT
(B M M E BB 2 V— 7 European Group for Blood
and Marrow Transplantation) @ # /83— CAT K2
MLTW3. ks, CHMP & QEHOAEMSD, M
HEARFENRRS H 5413 CHMP DEBTH 5 LEN
H5.

ATMP OFffiic W THEARFMARE LTR, B
S - SR TE - BEEFRR - MlEERE - XM T 7

OV — e HBE Ty —TaAETF VR YRITE

— AV FRUGREBESBEITONTEY, ERLLHKT
VELEENAN-TERLIIET L VYERTNS.
ZOWRE, BEFHBEGPIRL 19%, HiaaRERN
EH 2%, BEBTFEOHEFRE1T%, (A5 7/0
U—-HPIEH 24%, MEBEHFIKN8%, Tr—vaIE
25 v IEMEN 5%, EFRBEMKS%, ARFEE
FAR 1% &l >Th A,

4.4.2 CAT D

CAT OEHICIZ, DATMP DORHERIFHE, @ATMP
M- B84 28)E, @SME O ATMP &H - FEEEIR 7
— OB EHIE, DSAWP DB, FDiEh, ATMP
LAt o BUR Iz DWW ) CHMP & OEEK, RU ECNODB)
ERERDS.

4421 ATMP ORI

CAT OEBOFTHIERDE, ATMP OR¥HF
@TH5. EHOATMP ZHOWT, CATRRE - ¥4
- BRI BT AR ERFHEREERERLLT
CHMP r#2ii4 5. HiERBROBHER, ERAXK
SRk H 2 5 WA TH 200 EEABARICTY. Id,
CHMP i} FRAERERFE, LB X T20FRBEA
KEARCETIHEERESERETS. 26, IhofF
2Rt ERAEEG. Fk, CAT DERFHY X
R A X N B b RIEES T NICEET 5 2 TOMI
R ICEEL V. ATMP BEFR#SE L OEENA
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OBAICIE, CAT REBERIIRAL OFRTHRD
7.

4422 ATMP 4t B8d 2808

CAT I ENDHEN ATMP &4 TH20ELIZ o0
T, e E-S0RE - HEET>. MR
SECETIHEERL BRECRZPFOFEICR
LITERZMATONTEY, FERLAPERN, IE
X EEFL,H 60 HUATRZIND Z LT
W3, CAT oEZE, BEOWE - BERNS - CATIZ
SAHRFF/RICONVT, BEFEEZBRO-RICAMIN
A Fi, ATMPO 7 s —<a¥Tv 5 /ARVTI X2
TH—UA Y F U RF AQHBERUERCELTH, &
ReBEE  AFREEIOCOBEFICELCTHERT.

4423 SME ¢ ATMP &E - JEEEIK 7~ ¥ OB ERE

FIRYF v —¥E (SME) X ATMP ORHE - 3
KT — 712 L, CAT L XBBFMEicEIY
TRFEFITHIEHNTE L. BERIEOFRIIIEREH
th AREFOHRICHROT, SMEXrDHFE D
BACHEETONS. HLETRE  FEKT—5 08
EHFEOREROAEFRAT DD TH-T, BRER

ABHFLIELbDEARINTND. Tikbb,

A BTN BRBOPRBEFORIIREIRE T
— S ORAELTES Z X3 TERW. LELECEL
T, ACF—7ZAVWTUER, BRHDHWIIREDH
FEXTONABICIE, BHROFEITNRTLEILE
LEFL TS, :

4424 SAWPADBH

CAT X SAWP 452 kic& D, ATMP o
FRBEICHBELTNA. 720, CAT @) SAWPA
OEP N HOZMI >WTRBRTERIENTN S,

45 ATMP FREHICHIT S EMA ZERDES

451 CAT & CHMP DH[EI{EH

HFEOEERZDFESIX CATICHHMEINS Z &1L,
CHMP S5 8—% —& CHMP BI T R— ¥ — 0" EhEh &
PIRF— LB U CEHE L, %DM RE% CHMP
THRTH. BROPCHMP TTERXNDE, FhEZT
7o EC X&BET B LiZ/k3d. —F, ATMP O
CATSHR—%—L CHMP o0—F 4 32— 9 —RURE -
etk - HHUOREMRL BB F—4E, CATEl
SR—7—L CHMPEI 2 —F 4 % — 9 —RURE + &
2t IO EIRLORDF —LD2F— LTI
3. 2F— LAMER L 7=l LR — h % CHMP 0 4 /8
—1%ECAT DA N—1BUENETL, ZOER
# CAT OD2B&BTHERTS. CATEZR LNER
HHEREZEL LT CHMP T 5. CHMP 13 3%fi

BREXRLEAREEZT - (FHEEREBZFR L,
BizINn% 3 LI ECHERBOUTEZHMT A,

452 CAT DB

RO E I CAT 13 ATMP ORI ERFMEEITH Z
iz o T B, BEWIEEE LTI, ATMP OFH
KEUTEMEED) X b, MRTXZBEADY) 2§,
RUMNBEREROAEZERTS. £k 2LELih
IBLEPIZEMA QDT —F VT8~ F 4 — A UN—ED
HEBEMRICHXTA REBETOS VEYF—va v
XY, HBREFTO. CATERISE—-y -3, CATO
ShLBIIBTAFMORR - BREY -5 1+ % T
bz, FLA— ), BEEER)Z N FESLY
ZMNEOEREHEXL, FFEMADT—F 7 /8—F
4 =AU N—-BONBEMRE OHROBLEEL H D0
EXhDHEETS.

453 CHMP Di2#l

CHMP i3 ATMP OFHE%4T > 2 F— L DERERT S
LHiK, CATOFERERBE2 LI LA-FERRSE
ERT A, iz, CAT COFERB T2 A Y ban
ABZE3TE5 £BEEBTERATMPIZOWTO
BEMERLIRII O>VWTUHEHEZERE L, LETHNIE
EEWRE (ERTREBEFH»OHX T 210 BIFEEH)
DBREICHEA ) 2 b OFRR VU OETOHAOKEH
EETHIZEMNTES.

CHMP Egl2—F + %—% —i%, CAT O LHHEKT
% CHMP & CAT L OHEDOERD/ A TRE LD E
EHiZ, CHMP iZH W T CAT DERIZODWT DS -
BiR#BAYT S ¥ BEPHPCEMAOT—F
TNR—=F 4 — A YN—ZDNTEMR &L OHKOLERE
BHENE D OHEEZTS.

454 EMAEBEOEE

EMA X CAT OFliZE REER U CHMP OFffi B R
EXRENThEHON-HEACERINSZE%2F =
v 235 LERZ, CAT KU CHMP Ol &8tk %
HBF 5. CATEHBRIL CATIEEIZ K5 — OF¥i
VE— b ORENERVCHHOBE TOESHZERT S
EEEIZ, CHMP TOBRKERELZITSLHOFER
RBZO®B#1TS5. Fit, CAT EXRIX ATMP OF
e E I BT A ERINE - RUEETTS.

5. MRRRENR

Regulation (EC) No 1394/2007 iZi3, ATMP milR{kiC
BIAELHNRELT, FL—HEUT s OBERETR
BB TIREHUER (7r—<IEVT VX)) BET
BTV ATMP DR+ — « bk« 15 - fHETHE
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RUBED + V—HE YT « ORERIZFEFROBIE Direc-
tive RED Tk iz A, kBDXIK, BE ATMP
L LiziEstc 2O T RAEF TH S,

77 —vIEYT YA DONWTIE ATMP 8L L
st pMEE R, 2008 4E 12 ARKDEHL TS,
EU CHR#ER, 77r—~<abEVY I YRR T77r—7aEY
SYRVATFAEVRIRRZ VAV MV RTFLETH
BEANTNAD, =0 ATMP [ g CREDE T +
0—7 v 73 27 AOBEIERI L TN 5RO EEE
ThD Fl VAIIEF—VAYPORBEIIYEE-T
O ATMP i EDY X7 0H, 77—<IEITFT VR
DERIZHBITAEES VX7 ERMLTHIHOTR
ELRENTND,

ATMP 34X CWAHME - 88% 8L, LT,
BEAOHEES, EPEOMICIZMR - BRORECE
{evE C 3 AHEMES B Y, THEREFC ATMP £ LT
OEGEICLESELBB. —H, £ LEELSE
XN HEEELELTE, ENHIREOVWTE
m%&%%mm+&uu&ﬂt@nw.xwmu%#
ZREQRELEMRUCRERSICIHUEERED,
B - AN ICHET ALY SHD. iz, ATMP
OREOBE (FREOBEDRE - GTAH, FHAV
FHEOABL L FTEN) LE-THESME - Rtk
BHExEbvEs, Fio, ATMP RERMMLRENZ D
ODHREBRINKETALOETHERTHS. Ihb
OMi»H, ATMP AL TREHEDO 7+ —-T v
ITHERBINDI LIS,

ATMP OTHIRBEZ LM ROREL LTIE, WELL
77 —RAESGTYAVATF L, YAIRF—V AL L
227 ARUHESET + 0—T v TV T LCET LR

BRMEABITONTWS. Tibb, F-9HERMT,

BEOARRMMEINLZ LI -TEY, HLATMP

DOBIRILE - BEMRRD LTHBRINTWS. X

F Y DREERTF V=Y EUF 4 VAT AOBWER
AAHBETHHEL, FOEFEFTIVDHIENDHER
HHb.

6. FIMER—RAELSIIWITEY TV ay—

ATMP O R EZE QR OFIE LT, Regulation
(EC) No 1394/2007 @ Article 28 iZi3, OBED—BEE
JOREERONFEE-T, OEFOMEEECES
% QERERCHEZH, OERKFLEOBRBELED
T, OR—mEEAT OBR—FREHWTHEHREND
ENIERGETRTCEBLTHECRTREELI DR
W, EWISHENRDD, TNERAEI NI SEVTY

2 > (5Ba%6i, Hospital Exemption) & &5. &RL,
AAEY NI SEY Sy 3 VEHET BREOBED,

AEECHVTRETRE FECHTIRBERTIL
%ﬁb@.it77*7:zvﬁyx%ﬁtbv—ve
5 ¢ ORERANEE 5. BIZHCHRMRZRANW:
ATMP D&, BEZLDA—F—A—-FTHII L

26 FEREREE] LEX/LEN, BEEU TR

—ERELEN-EETRTIRY (ERN) CHE
InAHAIIE, BCMBERMARE LTLEEILL
TWCHEORREERLT, RENMEZREZIN
2%, IHEMETRFIIHD A BEORE B
HCHETHDESHTHS.

BDHOIC

ATMP I EEZ LWERY RE, EU ThRx L
REAREAHELTWAA, M- H & BETL V-
Fo TRETIEWERSERR S AT LRI, X
OEFREACELTREECRONEREABLIF
EEF, PELREEARILICE SV ERERREEREFD
BRABRETH-T-. HERRTHHORVMAARL
L T Regulation (EC) No 1394/2007 2R & hizA, £
OBV BADFI S FEHERES V. AL FAN
vF r —REFITO ATMP BE « EEKT -5 OEE |
W3, ERRREECHEFAABEE L LERLKAR
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