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AC magnetic field-induced
magnetic nanoparticles hyperthermia and release
drug The magnetic thermosensitive liposomes can be targeted to the
temperature-sensitive bilayer tumor site under the magnetic force generated by the horseshoe
magnet, and then drug release will be triggered by hyperthermia
upon local application of an AC magnetic field on the tumor tissue.



=183 (Paper

16, 2
vimv \/L s KJ\}L s HNI/r l(l /H/L )
220 B © ]
200 1 s NH
180

14 — 3 = 3
160 silica gel column chromatography/ 15 ¢ 15 O 13
140 crystallization/preparative o 5 I 17 W
120 19

HR-ESI-MS/INMR HPLC

ow
o

— Impurity-1 Impurity-2 Impur|ty-3 Impurity-4

. 3
3 3
o /lgtf HN/i%%O B3 8o 3 A
. 16 12
12 2 12 % HNZ
0o 2 4 6 8 10 12 14 16 20 s7Hn B HNS o o $ =
k o 2 i © & |
t/min S, 9 .
- 4 s 9 4 K H .
Peaks 1 - 7: Impurities 1 - 7 0, NH 1
HN— Yo
U 18
19

4
o SNH S v o AN 1s H o
Co gl gl HN— S0 14) =
HPLC chromatogram of romidepsin bulk drug sample % . ; 13 1 P 114 Y P o K18
15 5 6 R 6 5
o 5 o e

romidepsin Impurity-5 Impurity-6 Impurity-7

NaOH/DMSO
—

HO > N\) HO/\/N\) ' The purity of the product was 99.95%, and the total yield was 83.16% '
} asedon 2 The mprove proess i bon e y i s _
CHj
GHs A Né\‘N ¢y 1 This process avided s double sbstuted impury in the !
ﬁ:[ S)\N )\/KCI ! conventional process. _,
Cl Z N

1)CDI, THF, 20 C B 1) Zn, AcOH, THF, H,0,0~40 'C, 0.3 h
- = n

2)MeNO,, t-BuOK, 20 C,
16h

2) (Boc) 20, N&CO3, Hz0, THF,
20°C,16h

NH
DAST HF FHNT PAC, H, R P 52
- N OH
> / oBh —m—mmmmm ™ Boc
DCM, 20 C, 16 h Boc MeOH, 50 C, 16 h I
o}

Fmoc-OSu, NaHCO;

1,4-dioxane/H,0, 20 'C, 16 h

'
1 The synthesis of the target compound was reported for the first time. The synthetic route is very !
i simple and efficient without any toxic reagents. |
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| This efficient synthesis had been enlarged to kilogram ' the key intermediate of estazolam
grade, and the total yield was 67.1% with 99.0% purity.
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It is the first time to report the preparation process of diterpenoid fraction from fruits of Rhododendron
molle G. Don which takes rhodojaponin III & IV as the indexes with purity no less than 50%.
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A new HPLC method was established for simultaneous determination of amoxicillin and its 14 related substances.
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CD47 fasbX ERMEZRIES Z e EH eI &

AP BmWY, EHBY, RFERS, 2 &%
(L ZEH R A IRA T, IZRIEYT 2734005 2. WiALE IR A F R TRESE %, LA IGYT 273400,
3. EHIZiER, (LAY 276000)

WE . M ERIERG RIS CDAT AN A A, JFRBEHE 2R, &2 wEhiik. M CDAT Ab X HA%RIA
itk pCHOL1.0-CDA47-mFc, #54¢ CHO-S 4, a7 m2kis CDAT 4k IX fh 5 B (1 IR BE M ZE,  IFK3E CDAT JRAhIX
AhE A, BT protein G SEAIL L4, SDS-PAGE #il Western Blot 771 1E/T % %2, Fortebio W& & WA . 450
IR, 3K{3(H CHO-S-CDA7-mFc 4 i () 25 B 7E 322 mg/L, 4ifh )5 & AaiE KT 92%, #*ikl{) CDA7-mFc gh& 8 Enf
[F] CDA7 JUiks k4 & ¢ #40k CDAT-mFe S RS2, 2 s BEHUMIE RIS 1 ¢ 102 400,

SEBEIA . UKL CDAT JushX ; Hidk s 4ifrE

PES%S: Q511 XHFRERS: A EHE: 1001-8255(2019) 12-1439-05

DOI: 10.16522/j.cnki.cjph.2019.12.009

Eukaryotic Expression of CD47 Extracellular Domain Protein and
Preparation of Polyclonal Antibody

ZHU Zhongsong*?, ZHAO Lili*2, WANG Lingling*2, ZHANG Guimin?, LIU Zhong®*
(1. Shandong New Times Pharmaceutical Co., Ltd., Linyi 273400;

+ 1439 «

2. National Engineering Lab. for High Level Expression in Mammalian Cells, Linyi 273400; 3. Lunan Pharmaceutical Group, Linyi 276000)

ABSTRACT: Polyclonal antibodies were prepared by expressing the fusion protein of CD47 extracellular domain
through adopting an eukaryotic expression system, and the products were used to immunize New Zealand white rabbits.
The eukaryotic expression plasmid pCHO1.0-CD47-mFc of CD47 extracellular domain was constructed and transfected

into CHO-S cells to establish a stable cell bank expressing CD47 extracellular domain protein. Protein G purification,
SDS-PAGE and Western Blot methods were used to identify the protein, and concentration of the obtained protein was
determined by Fortebio. The results showed that the expression level of the obtained CHO-S-CD47-mFc cell bank was
322 mg/L, the purity was greater than 92% purified by protein G affinity chromatography, and the expressed CD47-mFc
fusion protein could specifically bind to the CD47 antibody. CD47-mFc protein was immunized to New Zealand white
rabbits, and the titer of polyclonal antiserum reached 1 : 102 400.

Key Words: eukaryotic expression; CD47 extracellular domain; antibody; cell bank
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i AVR II. BSTZ17 1 #1 T4 DNA %EF:0F (25 EH NEB A
F ) s FURCHR IR & AR EOAT & ( H 4 TaKaRa 2
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i\ CDAT & 4K 7% (UniProt : Q08722)
IEEY 19 ~ 141 A2 AR, IB I iE R K 31 (GGGGS)
JRIEH /N 19GL EEEEE X T4,  H R 5 & i
VR R A R AT SR DNA &1 #
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R S E0 H B, I T4 DNA 32 16 C
HERI, Btk DH5a 80k, PREURE, B, 2
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UGG VK %08, UK SS R AN7E 1 148 bp
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2.2.2 Fortebio | 5E CDA7-mFc Fak% 40 i e ik &

A0 s 2% B, BRI Ehnh iR gy (PBST)
oy AT 4 £ 8 £ R R, DAARHEMR FE I 19G 1E
bRk b, F PBST #i# % 500, 250, 125, 62.5,
31.25, 15.63. 7.81, 3.91 pg/ml, Z:hilbruEizk.
A protein A fifdR %, EARREAT B EIRENE . I E
SiRE 3 PR, AR K AR 80.5 pg/ml ;
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Y Fe iK B IA ) 322 mg/L, W] 5 ff Rk KEE A
2.2.3 CDA47-mFc & A M2t f4 e
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s FE i, SR H protein G SE A0 RSk HEAT
itk . g 5 A 20 mmol/L i R £h 2% piiR (PBS, pH 7.4)
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o-bifts ———— A 2k mRAIAI

3 Fortebio jE CDA47-mFc {RREEERILE
Fig.3 Determination of CD47-mFc Cell Bank Expression
by Fortebio
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Fig.4 CD47-mFc SDS-PAGE Results
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Fig.5 Identification of CD47-mFc by Western Blot
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Fig.6 Determination of Titer of Rabbit Anti-CD47
Antiserum by ELISA (n=3)
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