Relative intensity(%)
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Relative intensity(%)
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(A) TIC (positive)

Relative intensity(%)
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Pump Mixer  Spriter Trap Capillary column (0.2mm i.d.)

. w: R == Peptide mapping: C18
1 F Sugar mapping: GCC
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£10 [M33dhob—roE#EE. 2 TFEEHE. RUEIHE

Cbserved m/z

I::( Carbohydrate composition® Sugar typeP Th:arc::;iccal o o
1 [Fuc][Hex],[HexNAc],[NeuAc] FucBiNA 2080.9 2081.1 1041.5
2 [Fuc][Hex],[HexNAc],[NeuAc] FucBiNA 2080.9 2080.1 10416
3 [Fuc][Hex],[HexNAc],[NeuAc] FucBi(1)NA 1715.6 1716.7

[Fuc][Hex],[HexNAc],[NeuAc], FucBiNA, 2372.2 23733 11874
[Fuc][Hex] [HexNAc];[NeuAc], FucTriNA., FucBiLacNA, 27375 1369.9
4 [Fuc][Hex],[HexNAc],[NeuAc], FucBiNA, 23722 2373.0 11869
[Fuc]{Hex],[HexNAc];[NeuAc], FucTriNA,, FucBiLacNA, 2737.5 1369.6
5 [Fuc][Hex][HexNAc],[NeuAc], FucBiNA, 2372.2 2373.0 11869
[Fuc][Hex] [HexNAc][NevAc], FucTriNA,, FucBiLacNA, 27375 1369.7
6 [Fuc][Hex],[HexNAc],[NeuAc] FucBi(1)NA 1715.6 1716.5
[Fuc][Hex],[HexNAc],[NeuAc], FucBiNA, 2372.2 23729 11878
[Fuc]{Hex] [HexNAc],[NeuAc], FucTriNA, 3028.8 1515.9
7 [Fuc][Hex][HexNAc],[NeuAc], FucTriNA, 3028.8 1516.4
[Fucj[Hex],[HexNAc}],[NeuAc], FucBiNA, 23722 23722 11875

* Fuc, fucose; Hex, hexose; HexNAc, N-acetylhexsamine; NenAc, N-acetylneuramic acid.
" Bi, biantennary; Tri, Triantennary; Tetra, tetraanntenary; Lac, N-acetyllactosamine; NA, NeuAc;
FucBi(1),
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®1 {34 HOE—-r07 I BEBE EMEEORE L BRG. BUE
e
::Fg]; Peﬁgde r;%?:s Carbohydrate structure? Th;cno;'g.i)cal M Msterveerr;fz Vd]uc;d“ Mo
1 K17  298-304 809.9 810.6
2 K10  104-106 431.5 4323
K22  457-466 1090.1 10905  546.0
3 K8 84-88 554.7 555.6
4 K2 39-45 813.0 813.6 4074
5 K15  247-260 14765 14769 7392
6 K9¢ 89-103 FucBiNA, 4084.0 20434 13623
FucBiNA 3792.7 1897.8  1265.2
FucBi 3501.4 17515 1168.7
FucBiLacNA;, FucTriNA, 47405 1582.1
FucBiLacNA,, FucTriNA, 44493 1484.6
FucBiLacNA, FucTriNA 41580 1387.7
FucBi(1)NA 34274 1714.6
7 K18  305-321 20931 20937 10473
8 K14  220-246 2886.0 14441  963.1
9 K16°  261-297 Hex 4516.5 22593 15063
10 K19¢  322.353 OH 3916.0 1958.8  1306.2
K6 68-82 16519 16522 8269
11 K20°  354-385 FucBiNA, 6204.3 20697 15527 12420
FucBiNA 5913.0 19722 1479.3
FucBilacNA,, FucTriNA,  6569.6 1643.7 1315.0
FucBiLacNA, FucTriNA  6278.3 1570.9
FucBi(1) 5256.4 1315.0
Bi 5475.6 1826.7
12 K13 183219 37042 1853.7 12359
Ki1¢ 1-38  FucBiNA, 6487.6 21644  1623.0
FucBiNA 6196.3 2067.0  1550.4
FucBilacNA,, FucTriNA, 68529 2286.0
FucBi(1)NA 5831.0 1945.1
13 K3 46-65 19001 19017 9514
14 K1l 107-143 4042.4 20233 13489
K12 144-182 4113.6 20576 137115

® Fuc, fucose; Hex, glucose; Bi, bianntenary; Tri, Trianntenary;

Lac, N-acetyllactosamine; FucBi(1),

® Average mass value,

€ Glycopeptide.
4 Hydroxylated peptide.

Gal—GlcNAo—Msn

Fi
- I
)m —GkNAc —HcNACOH
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Tetra, Tetraantennary; NA, N-acetylneuramic acid;
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£ 12 F37HOB/L—r OENR. BEROTFE. RUEANE

Peak No. Carbohydrate composition” Sugar type fheoretal Observedmis
mass’ M M*
1 [Hex]HexNAch, M6 1393 14002
[Hex}{HexNAc), M7 15614 15621
2 [Hex){HexNAck M5 12371 12382
3 [Hex|{HexNAck M5 12371 12381
[Fuc|[Hex]{HexNAc), FBi 17897 8959
4  [Fuc][Hex]{HexNAC)NevAc] FTri(1)NA, FBi(4)NA 1959.8 9802
5  [Fuc|Hex]{HexNAC}|NeuAc] FBINA 20809 10411
6  [Fuc]Hex]{HexNACLNeuA] FBINA 20809 10414
7 [Fuc]Hex]{HexNAC]{NeuAc],  FIriNA, 27315 13704
8  [Fu|Hex{HexNAcNevAc,  FBINA, 23722 11873
*Hex, hexose; Fuc, fiscoss; HexNAC, N-acetyhexasamine; NeuAc, N-acetylneuramic acid.
P fucose; NA, N-acetyineuramic acid; Bi, bizntermary; T, triantennary,
GlaNA
cm)“")m_ﬂwm e Gl A—bian

FTﬁ(].), GlcNAc—Man:
© Average mass value,

. q GalNAe—GicN Al w: Gk
; FBi(4), M

112
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£13 BHOFE—I07 I ) BERE. Hmo TR, RUSEHE

Peak No. Amino acid Theoretical Observed mjz
residues mass” M M M* M* M
1 130-135 7268 7215
384-392 1036.1 10866 5190
428434 8520 8527 4269
435-440 7218 25
2 4155 17439 8727 5822 4369
3 506-513 8780 8785 4398
4 5055 735.7 7360
5 506-513 8780 8784 4398
6 17 926.0 9265 4638
1-10 12984 12989 6500 4337
7 146-162 20603 10366 5189
8 90-101 14635 14640 7326
136-145 12043 1248 6030 4024
9 450462 1454.6 14547 7280 485.8
343-356 1646.8 16478 8242 5499
10 2840 1689.7 16901 8456 564.1
213-228 16178 16195 8097 5403
268275 1053.1 10546 5279
11 229-247 2369.6 11861 7907 5934
234247 1637.8 16389 8197 5469
12 102-129°M5) 42352 21191 14124
102-129°(M6) 43974 2199 14667
102-129°M7) 45595 15209
463-489 2754.8 13788 9192
13 163-189 30770 15405 10269
14 11-27 21845 10929 7291 5471
146-159 18130 18142 9075 6053
250-267 22634 11324 7552
15 136-159 29993 15002 10007 7507 601.7
251-267 21072 21902 10542
357-378 26689 13352 8905 6682
16 357-378 26689 1336.1 8905 6683
51452 11793 11798 5906
17 362378 20282 2086 10150 6771
18 56-82° 3294 16510 11012
190-212 24608 12318 8212
514-527 17930 1746 8973 5987
19 276-296 22416 2421 11220 7482 5614
20 278296 20003 20005 10009 6677
393416 27520 13766 9181
21 393427 40694 20359 13580 10183
p) 229.249 26399 13205 8800
490-513 25810 12015 8612 6462
23 490-505 17210 1726 8612 5746
24 305-327 27290 13661 9106

* Average mass value, ® Glycopeptide. MS5; Man:GldNAc,, M6; ManGIcdNAc,, M7; ManGIcNAG,  © Peptide with fiiocse.
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Bovine brainaceton powder
{ homogenate, CHCL:MeOH(2:1, v:v)
4 3000rpm, 25°C, 10 min

sup ppt
-L homogenate
4 10,000x g, £C, 20 min

sup ppt
4 Stir in 2% Triton X114, 4°C, O/N

4 10,000x g, £C, 20 min

sup ppt

4 mixing, 0°C, 10 min
{4 mixing, 37C, 10 min
4 3,000x g, 30°C, 5 min

Aqueous phase  Detergent phase
wash
+ mixing, 0°C, 10 min
+ mixing, 37C, 10 min
4 3,000x g, 36C, 5 min

aqueous phase  detergent phase

aceton
sup ppt
1 preic, 37C
4 Triton X114
4 mixing, 0°C, 10 min
4 mixing, 37C, 10 min
+ 3,000x g 30C, 3 min
aqueous phase  detergent phase
aceton
ppt

39 UEEIBERS VB ES OBERBE RO,
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#14 X 4 HOSE—s O, HEREEES. BROTE. RUSTE

Peak bt compeeint — Theoretical ~ Observed
No. mass® mass®
1 [dHex]fHex]{HexNAc) [FucCore}+{dHex],[Hex]{HexNAc]; 19358 19358
[dHiex];(Hex][HexNAC) [FucCore}+{Hex][HexNAch, 16275 16280
2 [dHex]{HodfHeNACKSOsh  [FucCore]+{dHex){Hex)[HexNACK{SOH, 1999 1990
[dHex],[Hex]y[HexNAC]s [FucCore}+{Hex],[HexNAc); 19769 19974
[dHexh[Hex}[HexNAc]s [FucCore]+[HexNAc): (BA-2) 16686 16690
[dHex]s[Hex]s[HexNAc]; [FucCorej+{Hex,{HexNAc, 17897 17902
3 [Hex]{HexNAc)SOs); [Core}+{Hex]fHexNAc]{SOs], 18858 18858
[Hex]yHexNA), [Core}+[Hex]s (M9) 18857 18858
4  [Hex|dHexNAch [Core}+{Hex]; (M6) 1393 13995
[Hex}{HexNA, [Core}+{Hex] (M7) 15614 15216
[dHexjy[Hex]{HexNAC); [FucCare}+{Hex]{HexNAc); 1486 17496
[dHex];[Hex]s[HexNAC), [FuoCore}+{[Hex}{HexNAc), 17897 17902
6 [dHex]{Hex)HexNACk [FucCore]+{dHex | {Hex{HexNACk 0020 20828
[dHex][Hex]s[HexNAC]{NeuAc];  [FucCore]+[Hex|[HexNAc{NeuAc); (FucBINA) 20809  20R28
7  [Hex]{HexNAc), [Core]+{Hex] (MS) 12371 12378

*Hex, hexose; dHex, deoxyhexase; HexNAc, N-acetylhexasamine; NeuAc, N-acetylneuramic acid; SO, sulfate,

® Fuc, mm;c@uﬁmmmﬁm;w,msmmmmmmmmmmﬂm.

GleNA¢—Man Fue

GicNAo —>4m—<3|cNm; —GIeNAOH
B A2, GlcNAc—Man

© Average mass value,
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®43 c-myclZ&kAhTERTOA7 FOE—3—DEEFEMEIZDOLNT

[} pcDNA3
] c-myc

HH

Relative luciferase activity

0 ]

pGL3b-286 PGL3b-286(EboxMut)

hTERT hTERT

E-box E-box E-box E-box

Figure ‘Transeriptional activation of the core promoter region of
KTERT by c-mye . A human c-myc ¢DNA expression  plasmid
{pcDNA3/HA-c-myc) or vector alone (pcDNAJ) was co-transfected with
the firefly luciferase construct (pGLIb-286 or pGL3Ib-286 (EboxMut)) and
the pRL.-TK into the A549 cells. The means from the three independent
experiments are shown. Burs indicate standard deviations.
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