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+ Agilent 1200 R3IRES 2 BERIEEEL
&%, A Agilent 1200 &% =T SL
1 Agilent 1200 R3IBRSH: FERES
) Agilent 1200 Z 515148 B it #EeE
SL (ALS SL) ; Agilent 1200 RFIHiE
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- Agilent 6520 ¥5#T& QTOF Fig{%

- @itE. XA Zorbax SB-C18 1,
2.1x150mm, 1.8um Hf%

HamlE

fEER:
BEIERME: 100 mM, pH 7.4
5 mM MgCl,
EMEZ: 1 mg/mL BIREEREL
ZMmAR
NADPH iA#: 10 mg/mL KIBiEREL
ZhRAR
KRR
&R 20 mg EH/mL
AWVIEI P

15 mL BOERMAN80 pL BEERERE
&0 25 pL EMRBRAETR. SN 15 L HIBF
AL & A0 30 L B9 NADPH A, iR
HE3E7E 37 °C TIEE 1 /1B, A0 750 pLik
ZFRELIERRL, 14000 rpm Bils 15 244,
BLEBRBN—IHM 15 mL BOE,
# speedvac ET B DIRGNHET . HE
KR 250 uL HPLC #3h#E A §34.
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1.5 mL BOBERMA 210 pL BEghE
TR 25 pL BWRERAK. A 15 pL
ROBF LR H &, IRAEIETE 37 °C TR
B 1/, A0 750 pL kZ BELIER T,
14000 rpm Bl 15 S84, B LERBA
— MR 15 mL BOE, 7 speedvac B
TBEORENHET. BEEWEA 250 L
HPLC 7EhE A §73.,
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A A k+0.1% (v/v) BER,
A7 B: ZFE+01% (v/v) FER
TR : 0.5 mL/min
W 0 min5% B,

0.5min 5% B,

20 min 95 % B,

22 min 95 % B
EiEEtE: 22 2

BB TRHE: 10 S8

{5 Agilent 1200 R 5| B shifi#fes SL #
B 10 pL. §t3kA 50% KIEEERST 5 7,
BERSENE 4 °C. HIRHA 60 °C,
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BFE:  &BILBTF
(m/z121.05087 #1
m/z 922.00979) &KW
EMEBTER ESIF

FHESEE: 10.0 L/min

TRSEE: 300°C

EgE: 45 psi

AREE:  100-1000

WAEE: 200V

HFLRE: 60V

ERERE: 3500V

il 8¢ - 50 V
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Metabalites Sample.. EIC Co. Mass D.. lsotopic.. Fragme.. Biokan.. Formulas  MSAM. Structur.
Mame AT Mass m'z Species Qualfied Felevance Parent  UserQual  Qualfied Qualiied  Quslfied  Qualfied  Qualfied  Assigned  Assigned  MS/MS  Assigned
1 Hydraozylation 11,982 9295479 9525367 [M+Nal+ 100 [
2 Hydraozylation 12112 92954597 9525330 [M+Na)+ 1000 [
] Dremethylation 12242 8335402 9225237 [M+Nal+ 81 O
4 Hydraxylation 13076 9235487 9525382 [M+Na)+ 841 [
5 Demethylation 14128 9935410 9225305 [M+Na)+ oo [
3 Hydrasylation and Dehypdration 14769 9115387 9345280 [M+Na)+ 841 [
7 Ketone to Alcohal 15037 9155676 930.5571 [M+Na)+ 841 [
g p{Hapamycin [REE G T T B i
B2
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HRIEXTRLANGAE m/z 936.5430, TR
EEIZENY 15.60 HEMERHRELE
MEMSE110E (B3) . RI\EZIMAL
EMEFHULFER C;yH,NNaO,,, AHE
8% m/z 913.5538 LHIHFRA
Cy;HygNO,; (HEXIBRE MmN 1.44 ppm).,
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EMER 18 ERBAANHTHIREALRNS T

K. BEHEHRSFAMSEHYHE

3 (M) HEREH A &% [mDa] A REH [ppm] DBE
C5TH79N0O13 913.55514 1.31 1.44 13
BRAF m/z 30 REH
C51H79NNa013 936.5430 (M+Na)+ 913.5538
£ HEEE % m/z HE m/z A REH [mDa] A FRES [ppm]
100.00 100.00 936.5430 936.54440 1.31 1.40
53.19 56.93 937.5467 937.54770 1.04 1
15.35 18.58 938.5477 938.55070 3.03 3.23
3.67 443 939.5476 939.55360 6.03 6.42
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BREY m/z BRAFR HHm/z  AREH [mDa] A REH [ppm] PHERER FREASFX EREAREY

a 763.47452 C44H68Na09 763.47555 1.03 1.35 173.06961 C7H11NO4 173.06881
b 731.44881 C43H64Na08 731.44934 0.53 0.73 205.09533 C8H15N05 205.09502
c 607.39851 C36H56Na06 607.39691 -1.60 -2.64 329.14562 C15H23N07 329.14745
d 453.22349 C25H34Na06 453.22476 1.27 2.81 483.32065 C26H45N07 483.31960
e 441.26150 C25H38Na05 441.26115 -0.35 -0.79 495.28264 C26H41NO8 495.28322
f 427.24640 C24H36Na05 427.24550 -0.91 -2.12 509.29770 C27H43N08 509.29890
g 409.23501 C24H34Na04 409.23493 -0.08 -0.19 527.30913 C27H45N09 527.30943
h 381.24004 C23H34Na03 381.24002 -0.02 -0.06 555.30410 C28H45N010 555.30435
i 345.20344 C19H30Na04 345.20363 0.19 0.56 591.34070 C32H49N09 591.34073
j 320.10961 C14H19NNa06 320.11046 0.85 2.66 616.43453 C37H6007 616.43390
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2FR (M) HEREH A REH [mDa] A BREH [ppm] DBE
C51H79NO14 929.55010 0.57 0.61 13
BRESFR m/z BH REH
C51H79NNa014 952.5387 (M+Na)+ 929.5495
B HEEE % m/z 8 m/z A REH [mDa] A REH [ppm]
100.00 100.00 952.5387 952.5393 0.57 0.60
49.41 56.97 953.5418 953.5426 0.84 0.88
21.03 18.80 954.5418 954.5456 3.83 4.01
6.10 455 955.5406 955.5485 793 8.30
2.40 0.89 956.5441 956.5513 7.19 752
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1) BEAEWNSERHY 209 Ms/MS i, 2) ENEER 1 NEVRABINEEXCTNER 2 EE Ms/MS i, FHTREREBIAR. 3) WANBHER1
FAEYRLCEINERMAENEER 2 WEE MS/MS iE,

BREFY w2z  BRSFR HE AREH AREH Pt EX EX FPM AFR  REER m/z
m/z [mDa]  [ppm] FRER EHES ¥ EBHAREY m/z £%  [mDa] xR
95253870  C51H79NNaO14 95253928 (057 0.61 93654414 +0 5.32 15.9949°
¢ 607.39275 C36H56Na06  607.39691  4.16 6.86 345.14417 C15H23NO8  345.14237  607.39851 5.77 0.00000
d° 46921878  C25H34Na07  469.21967 089 190 48331814  C26H45NO7 48331960 45322349 +0 0.38 15.9949°
i 34520404  C19H30NaO4 34520363 041  -1.19 607.33288  C32H49NO10 607.33565  345.20344 0.61 0.00000
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