kR % (2020)

5.9 HIHER
59.a BEARKIOTNTSTE
(1) W=

ZORBIEITIEENE 35, ZORBRIED 3 FEIE Type B THY, ZDFE 513 5.9.82017 XL NO2.al &
T5,

SIFTRBHT KR Z N 2 CHUA R Z I L. MBS U T pH 2F83 L, mdi iAo~ b5 7 (HPLC) IZE A
L, T/ A L =T v a— ViR~ — DT A XX T AL BB LT U SN T NThy
BEL . #5210 nm TRIE L, /90413 R O # IR A SR 5, 705 . ZORBRIEOMREILEE 5 1R T,

ZOFETES T, IR KR T AL 7 U T B =0 L (E R L) BERE & TED (% 4 21),

(2) BE HERUKIL, ®kIZED,

a) K: JSKO0557 ([ZHETD A3 DK,

b) KEBIEFRUDL: JSK 8576 (ZHLET D Rtk XILFIED S E DRk,

o) YABBKIEZF MY DL - 12KF¥: JSK 9019 [ZHLE T DRk X IERI %0 B O3,

d) YABZKEF FUDLZKNY: ISK 9009 (ZHE T D4 ILFLED SE DK,

e) BEFET MY IL—KIY: JASK 8227 (THIE T HE ULFED FVE DRI,

f) BHEHEBIEER( mg/mL)Y: JSK 8019 (ZHE T HHMEL TN T A 0.147 g # O XHEIIZED, | 2D
B &% 0.1 mg OHTETHIET D, D EOKZIMZ TEENL, BET7 7 A2 100 mL (T LA, FEFRETK
MR D,

g) FHERIEZER (100 pg/mL) Y fli FHREC, HASERZEHERL (1 mg/mL) 10 mL &4 &7 A= 100 mL (Z&
0, R ETKEMZD,

h) REHAFHBIZER (1 pg/mL~20 pg/mL) : ff H R HASEEIE ¥R (100 pg/mL) @ 1 mL~20 mL
A7 723 100 mL IZBERERIICED | AERRE TREINZ 5,

1) RREITHY, BLEIDSUT B2l D,

(3) WARUEE HEKOEEIX, kOLEBIETD,

a) EIERBEAEIOTNTT: JSK 0124 ITHE T Hmisik ik a~ b T 7 CIROBEMHZHT=TH O,
1) AS5L: HNEEA4mm~6mm, £ 150 mm~250 mm DO AT 2L ASHD BT LEIRIEE Sum D7 Fa

EFFEA LTZARIE = T v a— L LT AL EE S LT VA A V@B T CA LT D,

2) hSLKE: H7 248 RE% 30 °C~45°C CHREITE5L0,
3) BRHER: YOCCERAR TR 210 nm 3 THIE TELH 0,

b) RITRFYIRE—F—

¢ SEDEEM: 1700} g TiEOABERTRE/ZRL D,

d) EEEDSEEM: 8000X g~10000X g T Loy B AT REZRS D,

e) pHEER#: IS REAMICPEAIATE | BHBESET-HDO T, pH 1~pH 11 OFIPHAAIE CTX, pH 1 [HiRD

EERNIFFINTNDHD,

F Q) UBTNDOETFLT ) —NVIRIIAT L DREITEE RIFTTIENHLD T, TDOT7 ) — )V IE
JLERL CHEAEER DR B I B LW T 22 T2 8, EEFIEL T, S a—r R <—DH)—
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IR XD U I D SE RIS B S N Do

% 1. 7203 Asahipak NH2P-50 4E, CAPCELL PAK NH2 UG80 Z D4 M CHilREN T,
{#% 2. pH HBIE UNIV BBRIRE DA TSI TV D,

(4) BERERME

(4.1) M X KOEBVITI,

(4.1.1) ¥RoTRAEM

a) HrElER 1.00 g #1300 ED | ke =M 7722 200 mL IZALD,

b) 7K 100 mL Mz, ~7 Ry F I AL —F—% HWTH) 10 43 RIEIRED,
o FRER, RESIRE R OILEAE 50 mL I2ED,

d) =08 1700X g THI 5 oy i D BEL ® | BB AR A iR E 35,

FE (3) [EHRAE 165 cm K OEfEEL 3000 rpm Tzl /) 1700X g FEFE L7025,

(4.1.2) BIRSHARH

a) rHratEl 1.00 g #1320ED, 2R 7T A3 100 mL IZAs,
b) /K50 mL ZNZ. IEVIRED,

o) HEMRETKEMA, HHKET D,

(4.2) pH AT HhHIKD pH I, RO EBVITD,

a) RO (V&) 2L, pH 3B E O T pH 2895,

b) a) THIHIED pH A% pH 5 LL EDSGE T, iz ke Db S @15 mL 12k f) OFREREHEL |
AR IR AR5,

¢) a) TR pH 23 pH 4 L FO5A X, iR 40 mL 28— —100 mL 1245,

d) pH FH&E W TKRERE T N Y 29807 (5 mg/mL) 212 C pH 5~pH 7 IZFA%EL, /K C4&E 77 A= 50 mL
B LAND,

e) IEMETAKEZMZ, Hheim DA @15 mL 1I2kd,

f) 1.0/ 8000X g~10000X g THI 5 4y [Hlim L irBiEL S | i Az s EHE I E T 5,

E @) AVT e SO e DL EE CRIE ISR LD O,
(5) [Al#sY£E 7.2 cm~8.9 cm K UVal#i53% 10000 rpm Tz 0> 7] 8100 X g~10000 X g FEEL72D,

@& 3. (4.2)b) K e) ~) ODEAEITARZ T, BUKME PTFE B AT L7 02— (L2 0.5 um LLF)
TAIBL , ARz REHAIREL Th &,

(4.3) BIE HIEIZ, ISK 0124 K KD EFVITH, BARRIZRREBRLEZ, BE T 2@l 7o~k
757 DEAEFIEIZL D,

a) EERBRHEVOTNTSTDOREES: WESRGO—FIEZL FIRT, ZVESBIZLCRET S,
1) hS5L: TIHEAEEREALZE =L T ba— ViR~ —h7 5 (N 4 mm~6 mm, £ 150 mm~
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250 mm, Kigg 5um) XL T BEAALFEREA L=V YA BT 5 (N 4mm~6mm, £ 150 mm~250
mm, $7£% 5 um)

2) HSLFERE: 30°C~40°C

3) BEERD: ARKE T RNITL12 KR 1.79 g. WARE “KFETRIT L KM 0.78 g M Nt
WHRIET N L—/KFnW) 14.04 g Z/KIZHEDLT 1000 mL &5, BIKME PTFE O ATV o7 404
— (fL£& 0.5 um LLF) THIET 5,

4) FE: 09mL/min~1.0 mL/min

5) FEAE: 10pL

6) R YOOLERKRIEE, WIERKER 210 nm

b) BREBRDOIEM
1) FHEMAELER 10 L 2 5ERE7a~ N 713 AL, HE 210 nm Ora~h7'7 A% Gekl, v
—JHfEZ R DD,
2) B EAGERER O E L E 210 nm O — VB L OB BARAVER T 5,

c) HABDAIE
1) #EHAWK 10 uL % b) 1) ERIERICERIET S,
2) E—JHIENOHERIVEMNIREL RO oW O MR A R TS,

&% 4. KRABRIETCIET AT T VBT =0 L (G B Y) & OHEREER O [FIRFRE 23 F e T, D
B Ed, MAERAEYER (L mgimL) . T4 > 7T =0 MEAERR (1 mg/mL) O —E &EEIRAL, KT
A RL TR AR (100 pg/mL) @ ZFREL | (2) g) OFFAEERAE HEHR (100 ng/mL) (2453 T35, L
T, (4.3)b) LRERITHERAEL . o HTalBt R o & E I S E IR E 2 H T2,

@5 5. BT E=7 180N, tB RNk 1861, BoAREEE 2 8040, (LA ik 1 8540, ke A in kst
1 $RICE B IFRED U2~5 fFAY B0 IR Z I L7250k 2 W CRIGRBR A1 T o 725 i,
0.1 %(E &5 %), 0.04 % (E &), 0.02 %(E &53%) KT 0.01 % (E &553%) ORML -~ LT
[ =A% 99.0 %~100.8 %, 100.4 %~102.0 %, 103.1 %~106.6 %} (X 101.2 %~105.9 %iH->7-,

F7-, WBRVED 249 MEfERE 0 726D D S [RIFRER D BliAs K O RS R a3 1IR3, #ifigf21E 0.0255 %
(E 57 3) ~0.291 % (H ey ) O Ty = MBS L2 AL Tz,
7235, ZORRBRIED E E TFHR/T 0.0003 % (& 54y 3) FLETh D,
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#1  HAEREREBRIE O X G PERER DT 8 O I R]ZRER Bl DT RS F

e g oEmE? s.Y RSDY sk’ RSDRr”
GYRgS R 3) 3) 3)
EHK (%) (%) (%) (%) (%)
FREE 2 A RN 10 0.0502  0.0005 1.1 0.0009 1.7
FIE [ 2% A A I Ek2 11 0.0255  0.0007 2.6 0.0009 35
FE R = A A kS 9 0.150 0.004 2.9 0.005 3.6
{ERAEERL 10 0.202 0.004 1.9 0.004 2.2
bR A2 10 0.291 0.004 1.3 0.005 1.7
LA 10 0.0498  0.0007 1.4 0.0010 2.0
1) fEBTICHOZ RBRE R 5) DM TAXH AR 2=
2) SEEIfE (n =3B E Sl (2)) 6) =[BT ME(R 2=
3) HEH=E 7) B RHE R 2=

4) GHTIE R 22

SEXH

1) GHERTS S, RFTEENE, RAJNIER, ARG sk v~ s I 71E% AT EE v o dEagig 36 L
OF AT U EREORIFRAE, BALERE2HERE, 87(2), 120~124 (2016)

2) ERINERE, AFHER: @BiRE7a~~r 77 (HPLC)EIC LD IEEH O HEEE k N TF A7 BT
RSV ARREBIY) ORE — HFEBRAGE —, IEHFZE# Y, 8, 70~78 (2015)

(5) REE7O0—>—bk EEHP o BERERREREDO 70— — RIS,

| Zytratl (0 1.00g]  d6#4 = f5775 22 200 mL

« 7Kk 100 mL

| IR |~/ ERFvrRE—F— 10551
|

| UM | SeRmLIEEE, 1700 x g | 5531
|

| it |

1-1  JERPoOREEERRERE Y n—2—b (GliHEE(4.1.1))

[ b7tk Gietk) 1.00g] 47522 100 mL
< 7Kk 50 mL~70 mL

| D i |
— KEEHET)
| S |

X1-2  fEEHROFFAEEERERE 7 n—2 —h (liHERE (4.1.2))
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| St |
|
| pHERE | pHatBR
pH 524 |
pH4LL R
[ sm@omy) | e—»—100mL

|
[ pHlisEs (PHS~pH7) | KFE{lc R AT (5 mg/ml)
|

| BLAR | &f752=a50mL, Kk
— A (BEHRET)

| mUoBE | HeREULILRE . 8000xg ~10000xg , 553 H
|

[ etk |
|

| Wl | ik~

X2 AR o g R L7 v — o —b (PHAREE K& ONHIE #E)
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BE HHBREOF AL TUBT L T=Y A0 HPLC Z7u~ kS MMila RIZ 7T,

—1
2
!
. JL
FIFEERI(57)
(A) IR IR

(FgfE, AT UEET =0 AL T 100 ng #H24 & (10 pg/mL, 10uL))

1 —

2

] !
RIFEE ()
(B) ABHA K

(e, TA LT UBT Ty AL TEE B3R 0.1 %M Y B28 A IREHTIRIN)
SEX W NE NTF AL TR T T LD HPLC 7~ 5 A
HPLC Ol 7E 51t

#1772 CAPCELL PAK NH2 UG80(N£ 4.6 mm, £ 250 mm, Kifk 5 um)
DM D SA1T (4.3) a) HPLC I E SO BIR DO EFY
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