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L — Pl 4= TEAG DU 24 F B v B 4 N RS o B I SR 0 770, SOP BRI E

1) it SEWEBEA 5

2) 2-AB ATAEAL VAR &

3) FEREMINTAEMN |

4) TG SRR A,

5) fTAEZERER LC- %t -ESI-MS 4 -

FH TG 2% 5 A WU 25 () e REBURE 3 43, DA 5 e 80U BB SO & . B EST &+
PR & HE S SCHAT RSN, A L 25 R R URBNAE Az 100mM R B K VA VIR, FH AR R R 7
pHZ 4. 5 3R ENAHB: 2 ;#:F :phenomenex Asahipak, 5 1 NH,P-50, 150 X 2mm ;#5358 :50°C
FEFEARFA 10 L sMS ZH0K :Veap 14000V ;Drying gas flow :10L/min ;Gas temp :325°C ;
Fragmentor voltage :175V, m/z ;range :300-3200.

M RR BER TR R i, AR A T, ik 5% 1) MEEEERN B
50 gl ug/ L EEM, M 2 0L X 10Denaturing buffer, AIA 8L H0;100°C7KH# 10 4>
B, BUH JS TN UK 3 438 s B PNGase F i, i £h ik s n A 4 w LX1067buffer ;AN
41 110% NP4Obuffer ;%N 2 u L PNGase F, A 10w L H,0 ;1. 837°CH & BT, BU
JE IR 500 LKA N — BB shaifl shx 2 /NE A 700 1 L80% ACN, 0. 1% H R T4, 3% 2 WK sBE
JE RS/ 700 1 LH,0 Pk 2 IR B J5 1% PNGasel BEgAE it in 208 28/ b, FFH 700 n L
H,0 Bk 2 4% s 700 1 L20% ACN, 0. 1% BB E i i S /A, Be v L S et 28 T s A T
(RIRE S HEAT 2-AB e JEHFRIT .

3. MRHE RN ER 1 Frik 77, HAFFEAE T, ik 2 3% 2) 1 HARERAE DY : 418 5 DMSO
PL 15:35 (ARFRLLBITR A, WAL 100 u L VR A9, 7A1E Smg2-AB 5 6mg FIEHI A LN .

4. RSP AR B3R 1 BT IA 19 77 vk, AR AEAE T, Arid 2 3R 3) M Rk E N - 4 In
5 1 L2-AB fiT 4= AL I MBI RE 5t b, A e TR &0 3 A 10, 000rpm 250 2min s FF AL 5 O E BT
65°CIKHE 3h s FIRYA EEE S, TN 1mL95 % ACN BIE:AN B O IR HE VR 2 .

5. WRABEBCRE R 1 ik () 771%, HAFAEAE T, Ik 2R 4) 1 HAREAE Dy 35N 1mL95 %
ACN B 7 22 [ AH 26 BSOS HL P40 o ARE ot m 281 ~FA 4 27 170 2 7R 28 [ A AR Bk =, R 75
fEH I AFH ImL95 % ACN ~F-4iy 2 7 A2 [ AH A BRI K A8 A 1mL20 % ACN 1% B 7 [ AH
B F AT ZER e, Ve BOR AR 2 200 v L s #2 B8 3/7 HAATR LA VR & BERE 1A W5 ACN
LA HT o




CN 104597187 A w Bf B 1/9

RIS EANZGH R e ETR N BRI EBRTGE

ARG
[0001] A< WY T A4 D T RE 4TS, AR K —Fiier I 24 A B e P A N AR
ERSERE T,

BEEAR

[0002]  ZGH R EREUME (HRET) 2 I NS Ak L R oE e ANE PR3 B R
Mo N BESEALAT S b B SRR A 25 F A = stk feoe e iR s 2 0 2L, BHRTR
FH SR PO A AT 2 - SRR I 77200 <3 FH R e DO AG IR (0 A IR N B PNGase
£) W HEFEACAL 23 B ZERE IR R ke, A0 [l AH ZE B S 7 VA AT Ak, B S AR IS - (1)
S AN BB AT SOGARIT (11 2-AA, 2-AB 558 R ) , Alifh 5 75 L 4 5 LR Dl 28 1
WA TS FAEH HILIC B S Bk A AT 2, e R 3EAT 20 B 1K P 75 V28t 2
SIEFEFEAT R ENTTIE 5 (2) XFRICE M ERERAT IS MS) 4#7, I8 5 KA MALDT ( &
AR B RE HLES ) AE B TR, X RS 5 A 5 L AT 4 B, AT AT SRR E TR AT
(3) JFFRICEARARIC I ZEHEAERC 2 MALDT /EST (FBE 35 FL S ) B8 IR A e B 3EAT R it
30T, T IS UEFL A58 5 (4) WG BRP0 7+ ELIERAR , X & A B2 A7 s 0 2 IRIEEAT 707 o
[0003]  FEVRAH L 02 s ic B SEREREAT 738, 0T SRR o M 5 ) R Re AR T It It
i) X EFIARIC N AR B SEREARE S o 0 H 1S 0 T X e b it A1 A2 L0451 1 55
W il & T2, IR ot o i BN AT BRI S I A S bt B I 5208 . — Fd R AR
FEFRUE A WA S e e i R) bt IR, DUTEy2: 7 LSS Sl o X Bl Ol T R gt 1) 75 1%
T 2 I RE AT 8 3B, £E 40 B R HR U ER A [RIAr B AR B M U & FF k4 )i N FH MALDT
SRR Hr &, TIN5 40 . A5 BUE BT FERT o BLA MALDT J i35 .1 At 1) 55
W CAYR A W0 A 3028 N 5 R4S, JE T DU 1 S5 LU e SR 0 &, T SE SERE AN SS . (H
JEHT WP REFE T RIS DURE 20 B IR A R e % 210 pi sh o, 78—
e s bk B R e g t— A nl R f e MER AT . 0T Rl S IRAR I 8 ( A 2 5
(ISR A R Be A AH R &, AT ZE T3S A R0 5E A R A 0 b ) A Ip 2 AT 46
Wlo A RERANAL 52 BRI T7 VA TR BT X 52 2% 22 BEAE St (40 40 A, TR R it T [R] — [ il
AT = SR SRR, R MARMESRAELL B eENEaaE2 kb (47F
I AL 1500-2000Da) Fr {5, IX £e 45 14 22 e 2 R4S T IN/IN, AR AK S 45 1 22 S kAT €l
ARSI . R, S SRR 2 IR O T SO 3 43 15, 1K P4 77 AN
MM ERIEEAE N B A0 RSB RRRRT O 025 M i S I IE , B S 22
B MNMEHUERI S, ARG AE s I CABGUE . FFARe i B A — 05T v HE T R 45 1)
(R TERE o SENE CRN S M R 7 H R AR T R ot 1) 773 < kR 5 HPLC 43 A
MALDT J5T 3 X5 VR &5 SE R 0 20 T o

REARE
[0004] AR H A AT X LA b B e B BOR [r] 8 42 14— i Be g R | 4T e U 25

3
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F L FEREHUAR N BEEAL A7 s B SRR 77025

[0005] AR BEA( B s DL R AR T 85530 -

[0006]  —FjioReisk 4= TETAGH 0 245 FH B v R 444 NSS4 A o SR G T v, PRI
[0007] 1) HEHEEFERGHA 5

[0008]  2)2-AB fiTAEALIARFLE.

[0009]  3) FEMERIATAEAL ;

[0010]  4) fiTAE G ERHRAL

[0011]  5) HTAEZFERER) LC- %t —ESI-MS 434 -

[0012]  FHTEC & 2 YGRS I 285 1) i A80UAE BB A, DA% 5 i 380VRAE B A A TE 1 B AT EST
B VR a0 B ASCEEAT A I, YRR AT S At IR BhAE A LoOmM F R B /K VAL, IR
Y5 pH £ 4.5 ;BN B: 4% A+ :phenomenex Asahipak, 5 u NH,P-50, 150 X 2mm ; £
15 :50°C s HEEEAEFR 10 u L sMSZHUH Veap :4000V ;Drying gas flow :10L/min ;Gas temp :
325°C ;Fragmentor voltage :175V, m/z ;range :300-3200.

[0013]  MRHEA K I T7%, ik, B DR 1) (M BRARERAER (BXL50ng 1ug/ n LEEM,
AN 2w LX 10Denaturing buffer, JIAN 8uL H,0;100°C/K¥& 10 Z-%f, B G BNVK T 3
43%f s B PNGase F Fgf#, B £h4lifk in N 4 u LX 10G7buffer sHIAN 4 1L 10% NP40buffer ;
Win2ul PNGase F, M 10 L H0 ;1. 837°CHF & LMt 4, BUH SN 500 u L 7K N R —
SR Ak, BRIV FH 700 1 L80% ACN, 0. 1% FRER V-4, 3£ 2 vk ;B JE i /N 700 1 L
H,0 Belk 2 Ik ;B fa % PNGaseF B fig 8 it n 20 B 58 /A B, 38 700 w L H,0 3%k 2 K 5
700 1 120 % ACN, 0. 1 % BRI it R /N, e o v 70 e e 28 1 5 28 1 Ja IO AR i 35 4T 2-AB
RICHRIT o

[0014]  MRAEA K AT 5, PLdeth, Frid D3R 2) W EAREEAER : 425 DMSO BA 15:35 (1)
WRALLEITR A, WAL 100 u L VBAVR, Vi f% Smg 2-AB &5 6mg FUIEHN S LA

[0015]  HRHEA K I T79%, ik b, BTk 2D 3% 3) ) BARERAER N5 u L 2-ABATAALIA
TREIRE S IR FRIR AT A 10, 000rpm B0y 2min i RE S B B T 65°C/KIG 3h = iE%
HIEE S, VRN ImL 95% ACN BN B O 8 1R HEVR 2T

[0016]  ARHAEA K 77, Lk, Frid B 0% 4) (B AREAEN 4N Il 95% ACN 2%
R 2 [ R 2 B AT AT 5 WA ot o 280 S 47 4 1 22 PR e [ A 2 BURE: |, R FH B A0 HL v
AT ImL 95% ACN P47 28 PR 2 [T AH 2 BURE R R 5487 ImL 20 %6 ACNH W B 7 [ AH A BUHE |
AR TE SRR e, Ve IR BIR 46 22 200 u L s #% 18 3/7 BMARLLBITR & FEEEVA TR S ACN DL# 2
Bro

[0017] AR HEITTER H— kO3 8, st 70 SR8 e ENE &8 (50
Fr il ), [EIHARN T BT A I KR 1 o6 SRR R 0, B JE I i 2t 3 B I R A S
FRERafR L (&) B, T HIXEM (10 :Glycowokbench) F2{HLH AT GEfY) &5 14
(IR B i AR ROLR I Tevkgs ), I BT R G I il (&AL ) o
Fo

[0018]  AT7iEF M LC- 5t —ESI-MS ARV, 7T LAFE— IR (018 43 B v o) 3 S i
171 &9 W, FFrl st B i a0 B I FE R AT RS B o S I &, w0 H 45 1.
ML G o B I, Ik B A E / B B A B iR a (L 7-8. 5 /%) , # I ot 75 1) (1)

4
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WHHAE R (M2 REE B — RO 8 ) , AL RIS R Y, AT 2Pl fE bt
BTN REEALREAT 234, A AT X 25 g VR FAILER 9 93 A LR AR 72 o B

W 56

[0019] P&l 1 /5 ~HPLC Y5 A N BB SR it
[0020] Pl 2 f MALDI /0 65 SE ML A5 40l 5 5 0

[0021] &1 3 & MALDT FR il 5 570 N R AL 41 1O SR T
[0022] Pl 4 fEREGZMEMIK AT LO-IS 448 501044 B 1.

BRSHES

[0023] N4 & BARSCHEM I — D A AR KB . BLERAE, 1% £ S 491 A F T Ui B A R B
AN T BE ] A B 1 2 FH S B

[0024] 7R 2 B () 75 1A FH T 2% 2 YA DU 48 1) 1 RORAH (233843, DA B 5 v 80BAH E v A
YER B EST B FUR M B4 (40 :Agilent 6530QTOF), Glycoworkbench 2 {%.
[0025]  DERWIE :

[0026] 1. K& EVEBEAR

[0027]  1.1EL50ug 1ug/ wl A% (VG2 yryd S, SIMAR B mZil A ) )
[0028] 1.2 M 2uL X 10Denaturing buffer (NEB A@] ), AN 8ulL H0;

[0029] 1. 3100°CK¥& 10 73-%f, BUH G AR 3 434

[0030] 1.4 fH PNGase F [ffi&, I shaift

[0031] 1.5 H0AN 4 uL X 10G7buffer (NEB A% ) .

[0032] 1.6 0N 4L 10% NP40buffer (NEB A ),

[0033] 1.7 #I0 2wl PNGase F, A 10 uL H,0,

[0034]  1.837TCHFEREMIEH (29 15 /M), BUH G0 500 w L AKCH R — 28 B #h4dith
[0035] 1.9 FEA/INFEA] 700 1 L80% ACN, 0. 1% AR P-4, 3£ 2 ¥R

[0036] 1. 10 FfiJ5 ik SE/MEFH 700 1 L H,0 PE%H: 2 K.

[0037] 1. 11 FfJ54% PNGaseF WAL SN 26 /N I, 3R 700 w L H,0 #ek 2 K.
[0038] 1. 12 f 700 1L 20% ACN, 0. 1% FF R B A BB /N, Ve R VR L 28 e 28 1
[0039] 1. 13 Z& T Ja AR MIEAT 2-AB JGHRIC o

[0040] 2. 2- FHEIRFEL% (2-AB) fTARALIE R &

[0041] 2.1 ZF&5 DMSO LA 15:35 HIKFR LB &, H1] % — & B AR .

[0042] 2. 3WRER 100 u LVBA, i dmg 2-AB 5 6mg TN S AN . B REAH R LA il
JRAT AT o
[0043] 3. EFERIRTAAL -
[0044] 3.1 #IN 5w L 2-AB fTARALIE W BIEE S, W ig VR 21 9 FH 10, 000rpm 5.0 2min.
[0045] 3. 2 BFEESL O BT 65°C/KH 3ho
[0046] 3.3 ZIEVAEIREN,, VRN ImL 95% ACN BIEAN B O & IR iE IR S -
[0047] 4. fiTAE G EFER 41k
[0048] 4. 1 ¥/ ImL 95% ACN 1% A 2 [ AH A% BUREAE HOP47
5
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[0049]
[0050]
[0051]
200 L 5
[0052]
[0053]
[0054]
[0055]
[0056]
[0057]
[0058]
[0059]
[0060]
[0061]

[0062]

GOF, G1F,

4. 2 NGRSO BT 4 O & TR S [ A AR BURE L, R 8 4l H et
4. 38 ImL 95% ACN “F-4i7 % 7R Ft [l AH 2L B K
4.4 fFH ImL 20 % ACN ¥ W B 75 I8 AH A5 BUAH: b O bR 10 208 06 M, W IR Rk 48 &2

4.5 #1083/ LU BIR A M BEVA S ACN BAA& 73 HT o

5. HTAEZRER DG —HPLC 4387 (GFREA] ) -

5. 1 WAHZRAE iahAH A: 100mM FF R ¥ /K VAV, FH R R 47 pH &2 4. 5
WBHE B: 2%

F:+ :phenomenex Asahipak, 5 1 NH2P-50, 150 > 2mm

FEIE :50°C

AR 10 L

PCKEIN 8 A 330nm, K5 :420nm

5. 2 IAHEE L -

I 1] % URANAH B Uik

0 70 0. 3mL/min
2 70 0. 3mL/min
32 67. 2 0. 3mL/min
52 20 0. 3mL/min
60 5 0. 3mL/min
60. 1 70 0. 3mL/min
90 70 0. 3mL/min

M. FT 9 )t —HPLC S5 B8 40 3 47 N B AL A0 46 I, 3 i 06 22 55 R o 5 b %6 o
FG2F . i U EE J5 28 MALDT #6:30 f5 46 52 M5, G2F—-Gal # G2F-Gal2, mit%

SEH 6 MIERE. %Ot —HPLC JN5E H0 N RSRALAY o b B SERE 0 R i 1 B

[0063]
[0064]
[0065]
[0066]
[0067]
[0068]
[0069]
[0070]
[0071]

6. fTAEFEMEN LC- %t -EST-MS 734 -

6. 1 BAH 2 A -

BN A:100mM F R /K VAR, FH R B 1Y pH &2 4. 5
WA B: 2%

F:F :phenomenex Asahipak, 5 1 NH,P-50, 150 > 2mm
FEIE :50°C

AR 10 L

6. 2 VEAHBR L -
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I 1] % UANAH B Ui

0 70 0. 3mL/min
2 70 0. 3mL/min
32 67.2 0. 3mL/min
52 20 0. 3mL/min
60 5 0. 3mL/min
60. 1 70 0. 3mL/min
90 70 0. 3mL/min

[0072]  MS &% :Vcap :4000V ;Drying gas flow :10L/min ;Gas temp :325°C ;Fragmentor
voltage :175V, m/z srange :300-3200

[0073]  LC- %% Ot —ESI-MS 4 #7 #, TIC H 1 Jix & K&l (MS) 3 4 F T #% R 7
MassHunter (Agilent) ¥ 14 i & B4, Fr 13 45 B F L % A\ 8 4 Glycoworkbench (www.
glvcoworkbench. org) ' 5 4 & tb X7 (3K A4 2h 88 & 1) :Tools/Profiler/Find all
structures with a given m/z value). A & W A5 #E N B R Z [ Mo meory) /
Mipeors*1000000] KT 10ppm,

[0074]  LC- %)t —ESI-MS X KMEFEMERI i &g R MR R . MRIERPILE R, HFH 57
Fh AT BRI o

[0075]
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= E‘ ‘g‘ ;‘II_![ =i » i dsisits ppk
REm | ATEI | epmin | ppm SR
(min) =i
1395.5228 1395.5287 4.2 Hex4HexNAe3
1436.5488 1436.5553 4.5 Hex3HexNAc4
13.87 1030.3896 1030.3965 6,7 Hex3HexNAe2
- 1395.5228 1395.5287 42 Hex4HexNAC3
1233.4675 1233.4759 6.8 Hex3HexNAe3
1192.4407 1192.4494 7.3 Hex4HexNAc2
1582.6059 1582.6131 46 GOF
1379.5246 1379.5319 5.3 Hex3HexNAe¢3DHex1
& 2ABR 1354.4943 1354,5003 4.4 M5
' ' 868.3394 868.3437 5.0 Hex2HexNAc2
706.2873 706.2909 5.1 HexHexNAc2
5442353 5442381 5.1 HexNAc¢2
1598.6004 | 1598.6081 4.8 Hex4HexNAc4
10.8-12.3 1557.5748 1557.5815 4.3 Hex5HexINAc¢3
) ' 1395.5221 1395.5287 4.7 Hex4HexNAc3
12334675 1233.4759 6.8 Hex3HexNAc3
1744.6584 | 1744.6660 44 G1F
123.14.8 1703.6311 1703.6395 4.9 Hex5HexNA¢3DHex1
' ) 1541.5767 | 1541.5866 6.4 [exdllexNA¢3DIlex1
1516.5463 | 1516.5550 5.7 Hex6HexNAc2 (M6)
1947.7355 1947.7454 5.1 Hex4HexNAcSDHex1
(A8-T6.2 1890.7142 | 1890.7239 5.1 Hex4HexNAc4ADHex2
’ ’ 1849.6876 1849.6974 5.3 Hex5HexNAc3DHex?2
17196253 | 1719.6344 5.3 Hex6HexNAe3D
1906.7103 | 1906.7188 4.5 G2F
16.2-19.7 1865.6832 | 1865.6923 4.9 Hex6HexNAc3IDHex 1
16785997 | 1678.6078 4.8 Hex7HexNA¢2
19721 7 2109.7916 | 2109.7982 3.1 Hex5HexNA¢cSDHex 1
) ) 20527670 | 2052.7767 4.7 Hex5HexNAc4DHex2
o1 BIAT 2068.7648 | 2068.7717 3.3 G2F-Gall
' ) 1881.6800 | 1881.6872 3.8 Hex7HexNAc3
2271.8419 | 2271.8510 4.0 Hex6HexNAe5DHex1
24.7-29.4 22148202 | 2214.8296 4.2 Hex6HexNAc4DHex?2
' ) 2027.7365 | 2027.7451 4.2 Hex7HexNAe3DHex 1
1500.5497 1500.5601 6.9 Hex5HexNA¢2DHex1
2417.8974 | 24179089 4.8 Hex6HexNAc3DHex2
29.4-32.9 2230.8159 2230.8245 3.9 Hex7HexNAcd4DHex1
1014.3945 1014.4016 7.0 Hex2HexNAc2DHex1
33 0.36.4 25799535 | 2579.9618 3.2 Hex7HexNAeSDHex?2
’ ’ 24338928 | 2433.9038 4.5 Hex7HexNAc5SDHex1

[0076]
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| 2433.8928 | 2433.9038 | 4.5 | Hex7HexNAcSDHex1
2726.0074 2726.0197 4.5 Hex7HexNAe¢5DHex3
36.4-373 | 2595.9485 | 2595.9567 32 Hex8HexNAc5DHex1
2433.8972 | 2433.9038 2.7 Hex7HexNAc5DIHex1
37.3-37.8 | 2742.0036 | 2742.0146 | 4.0 | Hex8HexNAc5DHex2
37.8-38.6 | 2757.9995 | 2758.0095 | 3.6 | Hex9HexNAc¢5SDHex]1
2903.0363 | 2903.0470 3.7 HendtledNAusDex] -
NeuGe
2740.9823 | 2740.9942 43 Hex7HexNAcSDHex1-
NeuGe
2375.8527 | 2375.8620 3.9 HerfHeaNAcAD er]-
39.8-44.8 Nen(e
2213.8009 | 2213.8092 37 HerdlerhacaIHexd-
NeuGe
20517472 | 2051.7563 4.4 HexdHendNAc4DHexl-
NeuGe
20267157 | 2026.7247 44 Hex6HexNAc3-NeuGe
2010.7195 | 2010.7298 5.1 Hex5HexNAe3-NeuGe
3048.0729 | 3048.0845 3.8 HexGHgadNaesDiex]-
NeuGe2
3032.0742 | 3032.0896 5.1 Hex6HeaNAeSDHex2-
NeuGe2
48.1-488 | 2723.9661 | 2723.9789 47 HexSEloaN A3 Hex1-
NeuGe2
2520.8866 | 2520.8995 5.1 HexSHexNAe4DHex -
NeuGe2
Hex5HexNA¢4DHex1-
2504.8920 | 25049046 5.0 NenGeNeuAs

[0077]
[0078]
[0079]

[0080]
[0081]
[0082]
[0083]
[0084]
[0085]
[0086]
[0087]
[0088]
[0089]

7. A i R

7. 1 ﬁ&ﬁ%ﬁ\/ﬁ‘rﬁi\i@ﬁ\%/ﬁt H

Y ZX10015mg/mL 40 1 L (200 1 g) , %A1 160 w L 7K, 7E 10, 000rpm £ A T 850 =ik
(10K cut—off membrane), fEREFEHIAN 200 0L /K. i —IRE LG, fEEE
100 v L FE AR (6. OM EERIT, 50mM Tris—HCIL, 5mM NaEDTA, pH = 7. 5) , W HE, B Lo
RIS uL 1.OM DIT BN, Wi, B 0. I EAE 56°CHEE 1 /M.

BUHAE i, B0 Z A 20 10min.
N6 Ll 1 OM B Z BN BN, TR e, B0, IRMOE R 1 /i
FERBREE, Trypsin BfE

£ 130, 000rpm. 51 T ESC PRI, B 20 7381, SR TAIRE NN 100 v L 7K.
SR G, BN 200 1 L 50mM NH,HCO,.

AN 1wg/wl Trypsin 8L, 37TCHREHREMIER (L 15 /M) .
NN 5 %6 F R U B 28 Y R IR N 0. 5% (v/v) o

8. JRBE/KAEFE R LC-EST-MS 28 (X R4 )

FRENHE A:0. 1% B H,0

HHB

A
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[0090]  JR&NAH B:0. 1% FIR LIE

[0091]  #:+ :DIONEX Acclaim® 300, C183 um 300A, 2. 1 > 150mm

[0092]  #EiR :40°C

[0093]  HFEEAEFR (30l

[0094]  AHBRSE

[0095]

I 1] YU BNAH B |

0 5 0. 2mL/min
5 5 0. 2mL/min
70 45 0. 2mL/min
80 100 0. 2mL/min
90 100 0. 2mL/min
100 5 0. 2mL/min
105 5 0. 2mL/min

[0096] MS Z%{ :Vcap :4000V Drying gas flow:11L/min Gas temp :350°C Fragmentor
voltage :175V,4HZ m/z range :200-3200

[0097]  HESLZEIRIG KA G LC-MS 73 413 B S B (TIC) Wil 4 R & F M2 IR
SR T So A — X 4 TTC A FE) S5 i A P 43T o

[0098]  Ff SRR KM JG (4 LC-ESI-MS 44t (& SMERMZ Ik abT ) , 4 R R PR, 3%
A 20 PRI E]

[0099]

10
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> NG = =1
Z Ik 1%‘%&’?#157 73 ﬁag{ﬁlﬂ 62 ‘%Eﬁ - Sk FIpmsl
gl (min) = wiE
291-303 10.2-11.3 31153317 | 3115.3341 | 0.78 GOF
291-303 10,2-11.3 32773813 | 3277.3961 4,52 | GIF
291-303 10.2<11.3 3439.4273 | 3439.4395 | 3.55 | G2F
291-303 10.2-11.3 2750.192 2750.2028 | 3.77 | Hex2HexNA¢3DHex1
291-303 10.2-11.3 2912.248 2912.2560 | 2.66 | Hex3HexNAc3DHexl
291-303 10.2-11.3 3074.293 3074.3086 | 5.19 | Hex4HexNAc3DHex1
291-303 10.2-11.3 2547.113 25471235 | 3.96 | Hex2HexNAc¢2DHex1
291-303 10.2-11.3 2709.165 2709.1764. | 4.05 | Hex3HexNAc2DHexl
291-303 10.2-11.3 2887.2185 2887.2241 1,95 | M5
82-97 26.0-28.1 3965.5409 3965.53733 | 8.18 | G2F-Sialic acid
82-97 26.0-28.1 3147.2683 31472894 | 6.72 | Hex3HexNAe3DHexl
82-97 26.0-28.1 3309.3178 3309.3422 | 7.39 | Hex4HexINAc3DHex1
82-97 26.0-28.1 3350.3404 3350.3687 | 846 | Hex3HexNAc4DHex1
82-97 26.0-28.1 3512.404 35124216 | 5.02 | Hex4HexNAc4DHexl

Hex4HexNAe3DHex1-
- - 2 . . e ;
82-97 26.0-28.1 3600.413 36004376 | 6.79 NeuAc(Sialic Acid)
- : . Hex4HexNAc4DHex1-
82-97 26.0-28.1 3803.4763 3803.5170 | 16.71 NeuAc(Sialic Acid)

82-97 26.0-28.1 29441876 | 29442100 | 7.59 | Hex3HexNAc¢2DHex]
82-97 26.0-28.1 4467.8565 4467.8867 | 6.76 | Hex5HexNAc¢S
82-97 26.0-28.1 4305.8153 4305.8339 | 4.32 | Hex4HexNAcS
82-97 26.0-28.1 4758.9529 47589822 | 6.16 | Hex4HexNAc5

[0100]  MALDT J i 5 B4 N A A7 A3 b o B b, s an i 3 Biros. (B0 E i PNGase
F g —> 2ehric = g ) , BIE S 05 S0 ERbRic i b, 38 B BT 45 5063
T BUEAT SR . MALDT 5T 3 X SR S0 e 45 R L 2. [ 2 feas 42 51 8 SClk A o)
— PR HURE SR FIRE T IE A M TR BRI 45 R o 5 D SCRAH B, 3840 SE B AE AR SE30 P 41
BAr I B (ZDHEAEAE () SERE A 20 ), DO PR SRR AR A I 2] (2D R AR I RS i X))
BEAL, 55 T i S5 R 0 AR S 56 mh B A I 81, AEL R SOk BT s (VL e A5 ) 9 A J80OK (1) 55 17
SERIF) o ARSEEG B A I B BN 21 Fho

[0101] A W, A77 9% ] LC- % —EST-MS ZHL& 46 3%, ] BLAE — ¥R 238 43 5 o o 3 32
A AT 2 B A A, FE T I R R B M B AT R 0 o = IS, TR D e
HeE . Mg a i irdte, Bris B MRS / B8 A B2 0042 &, R I By 75 i [H) 42
PREaAE R (A2 IR Tl 2 B BI— R 5 40 ), PIAE [FURE RIS ) P, B A R R e i b oS B
P N BESEAL AT 20, A RT3 25 b o7V ML (9 20 A LA AR 7l E 4] . SR IX
FITVEAESS BB N RS A S 2 57 RS, L s ilsR %6 0% HPLC. & 203 2 Bk it
AT MALDI-MS BT A I M AL B 2> B3R 1 8.5 fir (6 Fl) 1.8 fF (20 Fp) A1 1.7 £ (21
Bl
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200 FLBA A EX=330,Em=420(H CLYCAN 2012018WGLY CANBDDI0Y.0)
i CZRFLDA A Ex=330 Fmn=d200H GLYCAN 201200 SHGL YCANGRBDNT B}
225
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125
147
1257
1
\)
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(%1
“‘26 k3 ¥
18 20 g 40 50 min
S
Table 2
Theoretical masses of reductively sounated aligosscchanides apd thelr setogl s Dound 1o the Q- TOV MS specttam
Oligossiecharide Swmbol Ol Thenatreat Miasursd ME difference Siructure by
stiutying MS MS {ppm} MMz
Fex3Hes Nac D Hex! o TR0 1370
Frex3HeaNAcd wnall 1 5
Hissd b NAC D Hex ] f“:u ] 1%
Fes 3 e NAGDIex] il { e 1 bkl Yes
Hidted A Dex GIF g, 1 &b Y
o i lon Mot ex] Gi2E e ¥ B s
HexSHex NASDHex] i, i Ak
HesttasNACS D Hes ! i i Ak
HexiHex NAI T e 1G2F-Cinll CRFCGiald o : T Yei
HexTHex NAcd D Hex 1 G2F-Gul2 polnr s L2 i Sakiahib ¥ Yo
Hex8Hex NACSIHex 1 [ bk O w3
His@HexNATDHex youlny ZTHTS Wi
HexdHexNAGIDHe INGNAL GIF-NONA T e W) Fie Yes
HexsHexNAsDHes INGNAL GIFCatNGNA [@ 23784 4 Yes
HexTHoaNACSDHex INGNAT el 2T ]
Hes¥HeaNASDHex INGNAL a2 o 6
s Hes NAc2 qu T35 9y
HisSHexNAGS el 1357 L
HexSHeaNAcIDHex1 L] oA %4
Hextftex NAGDHex | g E” 18654 ]
He S e NACI D Hex INGNAZ GIFNGNAY W ZEMERTY ZENIERSD 5

Noje, Sugne residues ave N-scoiyighwosmmine {GRNAc W fwose (Fus, 7% mismnese (Man, 85 gaductose (Gal, %5 and Noglyeolyt nevrminis acid
(NGNA#*L

Qian, 1., et al, Analytical Biochomistry, 2007, 364{1} 0. 818
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CN 104597187 A W OB B M E 2/2 71
el 1485, 410
e
g 1647531
2
21:33.667.
1257, 335
o
18091.582
.
J971, 629
5 230Q.664
1136...,10 l l 1 26605. 784
0,..u., . .-l.- | s lL M esminiidt i Jx
1000 0 1500 d000. 3000 T i
iz
K 3
wipr VESLTIC 243 Frag=175. OV CH-121115. 4
! e a5
3.5
2,6 | i
L5 |l | %
1 H | 1
| %
0.6 1 4 |
= 4 e e
5 i 5 20 25 30 35 48 45 S0 85 60 #5 T0 7§ E0 85 90 100

SRRt ()
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