1 AN ANTI - TUMOR CHI NESE MEDI CI NE PREPARATI ON COVPRI SI NG LUCI DUM SPORES O L

AND* PREPARATI ON METHOD THERECF 5 FI ELD'OF | NVENTHON The -present. i.nvention

- relaves to pharmacy field, in particular, relates t i nor Chi nese
sredi ci ne preparation conprising Luci dum spores oi l ”mmm,mmm]"m i on met hod
thereof. 10 BACKGROUND OF THE | NVENTI ON Malignant tunmorgs seriously threaten

human health. In recent years, the incidence of nmali gnan?,_ tunors has

i ncreased year by year. The cancer incidence and nortality have occupied

the first place of single tunor disease in China or even worl dwi de. Because
15 the nechani smof the malignant tunor occurrence and devel opnent is

uncl ear in nodNANEI-EHMOR CHHNESEMEBIGINERRERMRAH OPLGONHRIENG t he pur pose
of curing mali gNERIDHTMBFGRES BEL ARD PRIBIATOAT ONOVIETHRAS TAERIWE gnant tunors
of the western nedicine include surgery, radiotherapy and chenot herapy. 20
The surgical treatnment is used for limted tunors, which has radical
treatnent effects. The radical resection operation assisted by regional

| ynphograph can relatively integrallty resect the tunors and cl ear the
surroundi iy FBEER SHFéNIV@é‘T%F@ The postoperative speci mens can-be used for
pat hol ogi cal exam nation to confirmthe tunor type, netastasis and whet her

the resecti ofpd &eé‘eme@lﬁ&) reks Wpﬂ%ﬂﬁac?ﬁ_élﬂ,aﬁl@mzi%lﬁx,efe@ﬁﬁm@fﬁl Mﬁ\il-tliﬂpr or the
‘next treatnent. However , Under nor mil Cl rcunst ances, pat lents

3 th
mal i gnant t ufrBiness ARpdicipe PFPYARINLOMREIRE Idt?fquﬁ’ggp?’ﬁ%o‘bﬁ\élrpéetpi“&ﬂo‘b‘fmw‘éjf ore the
operation, apgdrebfiere are a certain anmount of tunor cells after operation in
patients. For |1 1111111111111110111 *@&00002* 2 exanple, if the lung
adenocarcinoma is 1 cmlong in dianeter, there are about 30% di st ant
net-astasis, and if 2cmlong, there are about 60% netastasis. Therefore,
nmost pati ant BACGKGROUND'GF THEE INVENEHONecur rence and di stant netastasis
al one with surgery, and the radical treatnent efficacy still can not be
obt ai ned even superradi cal operation 5 is nmade. Sone patients has | ost the
operative indications when di agnosed. In addition, the operation has
certain i nt eMatigRcRmots delicusiyh@reprby Sirtdndghlctalln federt tyk4) tief ingiddnicent s,

especially the.damage to t.he i ne function, thus affecti t.he surgi cal
resul ts and BPB%%@E?“%” mcfﬁaé%ﬂe@yﬁﬁgr G cerrlgﬁflﬁacﬁg}da %xfg‘gﬁ henot her apy
can kill a cetdupicd thefindd @lacodf siif}lertammon didensg it Ghiae br &eh srldwide. Bechuse t he t unor

recurrenc 1) Radi ati on .t hera ses radiation to kill cancer cells, which
S Ul tanie Mo OF tlemp AR SR P4 B8 Brmin SCRETGeREr arl y Used
to treat thenpdérmasrciencef alidre isswb-mahadnivBiak ko aichievedthe yppgose ofleurieg ast asi s of
tunors. But rmaﬂi otﬂg&larpy al so has damage to the normal tissue in the

radi ati on zof&, *PAUS™Produci ng systenic and | ocal reactions, 15 so the

radi otherapy is not suitable for patients with distant netastasis. In
addition, sone tunors are not sensitive to radiation, so radiotherapy has
sone |imtatiToamaanoiethbdsufod trbaing omdbigmead tumorhofothk evestememtdiemt inoieidhods. (2)
In the |ast de, .. t her h been rapidly devel oped, especially the
treatnents fg‘r?r(é?%ﬁidé(%pegap naagﬁkgeﬁ?ébhﬁgaﬁ){ | ymphonma have obtai ned good results,
and the devel opment of new anti- 20 tunor chenot herapy drugs, great
progress in conbinati on chenot herapy and application of conbination therapy
i nprove tRk& dhéswgical redtmeticesed fon dimitthemapy whiBubastritbeag treatreentraffigets.

di sadvant age f era . reticall t enpt her-a ills the
cancer cell ssrlhg rf%%gg?s%ﬁmnc%gagxggggﬁ% @grr]egﬁog%l E'l%lpﬁp%%% %gnrggﬁve%el s in
vivo, and t henegralte redsctuthe 1 @@rots08nd afegee thec glrr@indipgreposstrls  lesihs nibe
anti-tunor c r s I I I vity, which
can inhibit ? gﬁ%ﬁegglg%%ecéﬁagg%%% g%ﬁafg{;g {ﬂﬁ%_ cgfrjgn%"{"%gf)?? gt tﬂ:rjﬁs4 t&%usi ng
sever e adver $emareips, inntasbis tandrovhetbar the messctiondis dammlgts, ohichehmateopa et i ¢
system dhgesid Ve .S [ v 9 e f jonto
force the gi sc%r%tﬁenﬁl?%goqg?qugz{?gﬁjteiti ﬁs‘gﬁw& l:\%ggeornﬁgggﬁrg%% o ?i gritgs bel i eve
that the di agribsinglignantttymor havedmichemttesiasisofuringi thg opeglifnaer beferatthent (mainly
surgery, T adi,gLAGhan% oA E RERINSIARY) oY For® WD bLEAN hARACELN LN
prognosis of tunor. In the pronotion of early surgery, the overal |
condition of patient before surgery should be noted. Many schol ars believe

*G00002*



5 that the application of TCM during this stage should be based on

regel ating gi, blood, yin and yang and zang-fu function and nake the

* patients recover close to the state of "yin and yang in relative
equilibrium, which is the key to the successful conpletion of surgery,

radi ot herapy and chenot herapy. The nethods for supplenenting qgi, nourishing
yin and regenerating body fluid are conmonly used to achieve the effects 10
of obviously relieving the clinical synptons of cancer patients after

radi ot herapy, protecting the hematopoi%tic system function, inproving

i mune function, reducing tissue damage, decreasing toxicity an%ui ncreasi ng
ef fici ency amamplehiftthe lung adennesranomahi d cm Aengrin diagielse g A€ 2A%Be Y%uccessful |y
| pl enent ed. il TRIRIL! 4H8 St SRS ondineH M. S65U0 b SneBali€ ke ifd, nobe

pat hogenesi s 0Of adverse reactions in patients after 15 chenotherapy are
mainly gi andatishtsozh wrapeeyent timmsareeyreanee v djstant melgLat FRpe FEHSUEEN n,

- di sor _der s of f'n';cnﬁe rsaeilcﬁ%atﬂ{ggt e?ﬁ&%h @bt $0 o 4ned e rhadichierati@at i ng
principles of chenotherapy reaction are supporting the h(?? t(ﬂ . energy and
usi ng t he Sretsmods. Some patgatsdhas IR thryergrativigdipgtiondVheR ¢ 1ageasee: oh? émf"i ver and

ki dney, whi Cﬁleccﬁ)@ragéﬁ R ShERiiAtk SRt Yo e dh ghydiolbgichlefuctioh of patiensal synpt ons
in patients wth tunors after 20 chenot her apy r event th]e declipe in white
bl ood cel | s aipeciplivahe fapage iqthe Pfémb’lecf&%%‘gn’d]f‘uséﬁé‘ﬁ’ﬁg g sursira rF%]StEIF%I e i mune
function, sigpifigantly inprove the conpletion rate of chenotherapy
treatnment in patients with tunors, inprove the survival quality of patients
wth its effects of decreasing toxicity, increasing efficacy and
anti-tunor, and prolong the survival }]i nme. The trelzflt ment. aft%rr%yrgery and
r adi ot her apy Tah®ostPerREYrotaRioaRY FRY ISMOlesIsy &3” (3! PS8R "YITE" Body
function, (@NndeddilhddahcerBIsQR Jeditd iR thiné répadceed cancer cells to

consol idate the eftects and prevent the recurrence and netastasis. The
treatment nmainly ained at conmon symons, such as fever, night sweats,

fatigue, loss of appetite and other.s tons, tQ carry. ou over al |

adj ust nent . Kbr tﬁ%‘f‘)%‘aﬁé@fﬂpﬁé‘ﬁséf’ﬂ"‘g‘o\rf\%@‘hafﬁ“cleb“seﬁs’ ‘ﬂ%c%lég?&a{’ ?%orntée of surgery
or 30 radi ot hir®Yadafieh 6hendikRanafyand asedy ardtth eed ke ppiataryefoti, subspeci fi c
situation, we ca ive priority to the_ support of the heal energy, and
si mul taneouslwn‘é‘;]if%‘ At ‘gmahaf’ifé?%ﬂﬁiﬁlf'&gf?‘6‘°§c%?té%‘{ Ot%‘eﬁaenypaﬁsro 6%%%“03@% npr ovi ng
the |ife qualtthy namdl Ws0d @rig radlatioh @ofel thes producing sgsenti¢ gndtlbrel teactiabsyent  met hod

W th surgery, radiqtherapy, chenotherapy as.th i_n. nmet.hqd d by
west ern nedi ¢P Ak Wg'é’t Wgyﬁﬁa'?oﬁs ngiﬁtfgégg%ﬁtstwt%a 'Sta%metgaﬁtgsﬁ : %ﬁ%ﬁ% but the
efficacy of comsingeralt @orndnditve 1o fadpaibn, sotralionesapndibs atei lgfiggorsrapd When t he

cancer patients re adminjstrated with stern i,ci pe, use

Chi nese 5 ned %‘il%\gbet F%’H’tg]‘ﬂ%dntw’%‘agg'ar 61}?2“5’5%%3}6 °8y ﬂelnhglgl {a\éwggcggﬁy at the
same tinme, whihehothaspydias béeheipidigdamlopgie sspediallynie treatmrotsdor lddkemeemiing
toxicity, increasing efficac nd reducing. a S i 1S
necessary ancf“%lg’g%"it %i“éohf)%’at% %%eo &H‘Fﬁegé’%"crﬁ% tlsb?nﬁgﬂetﬁegg?@n%éggﬁﬁ%gﬁhe, t ake
clinical ebfitaocy chsnahdoapyi Srugai great profressodc wombeing®n aslgmdtherabpprdnt  of
tumors and the pat.hogen of bo C I Ci 10
therapy devePB ML P nSLap e TRARyE B SEachr Sl thEnIRELS! B8 00 i o
t he purpose oherpaeneny idoadvastagds pf theaathempy. Tasrdetisally thhichepdtherapy kélspri mar y

cause of disease in treatnent, fr p i f I t he
overal | functtlg%ﬁa.melrf)c e%WW&*ECﬁ%%dd%ﬁ %E@ggt?jﬁ gc.%rtg.)cieﬁlEeéﬁgITjlljk '? {"Vllén%rd esent
invention is thoeprostode 10 0ardnicert el ren@imedicyd mestiati-pignor shespriresapyon
cont ai ni n%SLu&L %ua% %Rro?%es(?r'e% Selgxt]l'i?}h RE .CQI fnﬁlﬁg%rﬁg cEIRHAH Afsb [Qmigdune
function, “anti-Tancer, anti-tunor, feducing side efrfect_s of _western nodern
medi ci ne 20 athenorgial exlls,rhussypnynanFrsTe agudrse Seaatmquédn%@ﬂmﬂé_ aafdamtgeer surgery
and. radi ot her G i GRAYRERES AN ea0derh, et GRLR, INVRY anlfidnly RidEridhUTOT
patients with g and yin-dericrtency

to force the discontinuing of patients.



who coul d not undergo the surgery or radiotherapy and chenot herapy. The
present invention also provides a preparation nethod for said Chinese

* medi €i ne preparation. The present invention provides an anti-tunor
«Chi nese nedi ci ne preparation 25 contai ning Luci dum spores oil. The raw
materials of said preparation are Luci dum spores and Atractyl odes rhizone.
5 nedicine preparation is preferrably 1:1. The above raw materials are
conbi ned with pharmaceutically acceptable excipient to prepare into various
pharmaceutical oral dosage forns. Phe present invention also provides a
preparation nmethod for the Chinese nedicine 5 preparation, the speC|f| C
steps of whi@h amModsm Tf@ﬂloewé,oglstsabeh?‘és‘b%éheldr@%l%‘rfé&fﬁ@d‘nﬁd&twm spores and
Atractyl odesd eRRENA t clarRmRApiUgivdum spor es
and Atractyl oéfg Zegﬂﬁrzoms gl?:tcor di %lgS\éfégxi helaﬁ@ﬂ) Bl‘ﬂatl 0; i b: broke the
Luci dum spor sgnifitantaimpesy oh ttemprognesis of pimer. tlhﬂwgwmmmof SR aWrEsE: §5d 10

grinding;  CoyelilQRAMiéH6H &kﬁ@ﬂr%@%@&r&b} érlonﬂ%efr{o@yal me §Jh$l§rstbeﬁé’\@ granul at ed
and dried to give dry Lucldum spores particles; d: dry Luci dum spores

particl es Sobthal theappligagen eHECN durinecthia sagsheeld beypased %trﬁé}&%tvg gu&eodhi zome

obt ai ned fr op, they-Sk ek ?&ng-@l’ﬂﬂm&tnﬁ afld Yokt @ patichia FdcbRd clastito Uk sexd gract i on of
crude oil m Xt ure and renoval mpurities and m)lsturger ive the

m xture oil Ofin Eﬁd’ﬁ%‘rﬁ’%‘ﬁ%‘feefél“‘éihﬂu%t WAL 3 1BHESY tP HieAYsHESS $'%he above
ment i oned mbﬁ%&m&l%%pﬁwaﬁ@ﬁdtﬁpyl ffhd hﬁtha&ov& @E)}ﬂ&ﬁéxﬁhg @i method, a

pul verizer for -breaking and grindjng ca ‘6&?@ '1“ %(5 pbto

bf oke t he LuE?W%%BP%’CgW@t%PWé@‘%ﬁ&?W usg “’t"}‘f e}ﬁe f <6%di srupti on
pul veri zefo aporsoutllrtiRMg thdSircant@itordy of hﬁcdl:lpﬁihdﬂlttmf&pﬁerd&ﬂ]empe, 1 to 3kg,
the time for breaking the cell wall_each tine is 1 to.2h gferrably 2kg

of the cont eH‘LoteCtTgéh%h"(ﬁ‘?a“ﬁ’ﬁl?HC EYSIFE fuBFtiopy BRIV NG “E“ﬁ’é!“ec@‘f“?t‘o\ﬂiare UCMgs The
preferred cofgud gt odec@hsidpiorititdBnd mc&mgsafe@emy afi® inabitihglthews,. t he

br oken Lucid s . are adde ter in_.an anp of 20-30%
by wer ght _of TohSeTPORER o, et Ebsrel Thsdend Brash iR MoTsor
material, an¥CMhefolebeliofet thartethe phtadgenaiseofpldaaedreanions & patiamsilaéieror and

gr anul at e&twth % 10 nesh Slt al. nl(g?) %t eel 5. S|evett9 &xléége e LutC| dum
spores pahti EieBghetaRy ais myinly 4 4o 6’? §ERBRiPR ORI ST ¢ ep care as

fol |l ows: thEtoabnOMﬁ)rdimﬂdiﬂthm@(&ehmcd sﬂonmbpmhse&np@urtemtj ths traatmgphm;éct into a hot
air cycle ove he erat un r o 60C. The
addi tion armuﬂihe%%h?r?é' fa“gf"? f'F &8P n;t8 gh |thealtg¥ erfeegy ra Psmgztg%/% utsodﬁrf%rken Luci dum
spor es’ wei ghteplehishing dgrantlobledd iagd emuﬂlghugxtwmc@doklhnery; wthichecanf oftemci dum
spores and Atractylodes 10 rhlzo errehodfo Xtk De oil

m xture in tﬁlémf a%y qoEe 6rve e m’c%dé’m per™ L?n:?sbg tffil('“t“'f'(r)rgc I on and the
extracti o0 colmtiotheapy paaventdlse deolluieoxwhlw bieodeoells acltplaelets enthepatassef is 40 to

60C, th te 6 h, d

t he ext reag[ ?gﬁ&[‘ﬁe} EY ]rg%ﬁa?e g@“ , aﬂmc &r’ aérr)'ﬁwa'{@t }cot% i g‘r? ctoeﬁﬁg?na{gggr e of agoc
pressure of Qﬁcmthel@ﬂztrédtmwtrirapmeoﬂs VOthan@th impebve the suotivabqualinef of 5 h. 15
The oi | 'm xt B£t?em9fw &F% o%%@{rga%m'ggc%xﬁ’{rg@?{i&gmg @&Qag dﬁﬂ%&l ?éq t hrough

conventi onal ure pore Atrac odes
rhizone is i mtsﬁllcmdeﬂie bg)ﬂr\d\%ﬂ oy | Brbe xreatinpntt cﬁeobiuwery tah-‘b r@dl(&héﬁmt endcorrpound of

Luci dum sper Lrred
clathrati gﬁr)] F}eﬁq{nﬁg%rﬁmﬁlw&ﬂ%ﬂéé tngrgq%a%dgﬁE& lgﬁeg%r ](ct)dext rin and
2-4 parts by theekmtinedofanegatcells tacemyodifate thexedidcts ardidmelvem lﬂlhrermpamalbi/ wei ght of
Luci dum spor g3, 306 Aht AC5HeRIGnG dimdl X dhfhon SAKAL, §Rh 22080 nffh and
stored under Ifi)w terrperaturee fol ?O\}\rlgd by gllﬂlronptgjﬁrrp %trgt ?ec‘)/n {%en the
mxture i s wastatsd feligup [ssl-of Gppetignands obhgr \athgihms, o mﬁy@lﬁo@lsowﬁhnol and
dried under y ﬁéﬁﬂmttporoat:adaﬁ'cel: *e,gm%ﬁ &L@mm %s?t}féoﬁpr{r\gn off Lughydym spores
and Atractyl odes rhizome oil mxture. he above c tghrate corrpound IS
prepared Bt Gadictisrapy apd chemotheranpated. onrhfethppet%mspmﬁceﬁwm peew des an
anti - tumor CRiVeGRErGRAE! ool GRA! RaitRNerkRDL A UGt bithitROLES O |

whi ch has effects regu ating 1 muné function, ti- ‘cancer, anti -tum)r
reduci ng si décigprcgtoashigfe %B‘FEQSF\Oﬂlﬁwwmgr@dlfeﬂw@tye@ndpw@mgl@g!fhﬁ@fﬂs synpt ons,
and is applied before and after surgery and radi ot herapy and chenot her apy
and is suitable for malignant tunor patients with gqi and yin deficiency




who coul'd not undergo the su
spores have sweet and mld n
* di seases, replenishing essehn

rgery or radiotherapy and chenot herapy. Lucidum
ature and effects of treating consunptive

ce i and supporting the healthy energy, which

are germcells of 10 Luci dum Atractyl odes rhizone has warm nature and

sweet and bitter flavor, wh
stomach and elim nating dam
has two medi ci nes and the n
to give the effects of supp
t he heal thy energy. When ap
prepar ati on hashorsfthettagnent m
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inhibiting t
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1 e stBuay ol brvEkafdy

ch has effects of reinforcing spleen and
ness and calmng fetus. The preparation only

ature is mld. These two nedi ci nes are conbi ned

enenting ot and nourishing yin and supporting
lied in patients with tunors, the 15
thod mifh Isensermiradietberayy elicmgiherepy ae& MK pat i ent s,

adi; %sfme I nROGVes k& H@il viheent and

In recent years chenlca

ﬁ‘ﬂmﬁ‘t MER odes

Wirkib Q%pwés&mhednleiﬂ@l @bireas REE Thidave pr ot ein,
ycopepti des adenosi ne, 20 sterghﬁ
ces.

@ft Supeeriingsthahra ity encey abte sAmedimes Y

esh %Y‘am?ﬂﬂ% t fi3teaditiC k(g(wff}' S ﬁx@fe%ngh @ﬂEac@f heict s of

|ndUC|ng tunor cell i Nk |bt|ng t unor

ol dPeRERpond el ] 2K g hrRE BTG o

SYeTatYa)) Etﬁcacﬁ%hl B&isdeml Qtaﬁﬁdoc&&&udfeaﬁmb in mce,
decr eased lobi n and white bl pad cells,

d the pathpgep of Yody damaes cpusel g astspme qo?ﬁlﬁ biting the
bS €or R@ehtir@Nan@f cukifi ofigina unaed witatthg and

ects of speC|f|c |IIer cells
KA F’ﬁ@"ﬁ‘ﬁ’agc&sﬁt Fg’s%aﬁnctl on of

,pecluwéfdeg@&h@g(uhdav‘zdramrﬁmcwbn ch indicates that

application prospects in regulating the inmune
The volatile oil of Atractyl odes rhizome has
use sarcoma S180, ehrlich ascites carcinoma and
he inhibition rate on mce sarcoma S180 is
actyl odes rhizome al so has significant
uman esophageal carcinoma cell line. 5 The
ani sm of Atractyl odes rhizone is related with
rate of tumor cells, reducing the invasiveness

t.he body's reaction abil n: tunor and
G 1 BT R oes? el

experi ences @&@mﬁhﬂfaﬂﬁmhmguxﬁhmdgmﬁ£$u1WEdshggﬁ&Msbhagmmhgsmpmescrlpt|on
has effects ul ating inmune functio t uno i - cancer,
reduci ng theqyﬁvggéﬂufﬂﬁgi RemgE * %@&T%Fﬁé ﬁ%:c?ﬂ&§ﬁere |eV|ﬁgd§@%BtonB and
ot her eff@et sind vlicxihg $ympagpl hreids bplied befan anddfteesurgery geradiathalapyadd ot her apy
and chenot her nd iS.suit for |.i gnan unRr h qi and
yin deficiend @g ey P S Sglt&’l?en(ffélrnal nqetu sﬁ’frpa{len‘s a ?&gé g@@%ﬁ%wﬁ and
chenot her apy. whb&oﬁ]ﬂelopnﬁnngoame @urgmtohmdlodferapmauﬁ Gﬂtmo&sep}'rﬂdhﬁ eresent pr ovi ded
by the present vent an efficien e of Lucidum
spores and Athveg{] nl%sd’é’ mw 9 BB Rho%éﬁ(g s%?l%%%:ietﬁﬁerd fe&nleé) pé:p%révuded Wi th
P-cycl odextri n, the chenlcal conposi tions of the Luci dum spores and
Atractyl odes rhizome oil mxture has no change, and the solubility after
made into théﬁalakhmatmvmmnm oddds s ars | aptiitdmaraGhingsei medieins eprepardtion 20

i mprovi ng Jtkhe b oav abi I i t I ek ' Lhritation and
si de effeé% aml 3mdi% coverfﬁglﬁ%LFﬁé#fm8§%$%%@%1%nggg%ry

i mprovi ng thespentaideAttaytytwﬂeS\tbilzem le oil,
oxi dation deterioration of t
and storage, enhancing the st
quality of t od Thel v
solid and poagérpé% Ffu?dmns
tablets, hard capsul es, etc.
BRI EF DESCRI PTI ON OF THE DRA
2 shows the UV characteristi
absorbency as the vertical c
abscissa, in which 1 represe
Atractyl odes rhizone; 2

reduci ng the di spersion or

he volatile oil in the process of production

ability of the preparation, inproving the
| r into

oo B A Bl G 8 Bl AFRRRER

wi th easy ned|C|ne taking and p ortability.

WNGS 9 containing Lucidum spores oil. Figure

cs di agram of each substance, with the

por-di nate and the absorption wavel ength as the

nts oil mxture of Lucidum spores and




5 represents physical m xture of Lucidum spores and Atractyl odes rhizone
oil*mxture with f3-cyclodextrin; 3 represents materials after

* de-clathration; 4 represents clathrate conpound; and 5 represents

.0-cycl odextrin. DETAI LED DESCRI PTI ON OF THE | NVENTI ON 10 Enbodi ment 1
Met hod for preparing anti-runore Chinese nedi cine preparation containing

Luci dum spores oil - oil mxture of Lucidum spores and Atractyl odes rhizone
The preparation process of the Chinese nedicine preparation is as follows
(Figure 1): a: respectively cleaned Luci dum spores and Atractyl odes

rhi zome, and respectively 15 wei ghed the cl eaned Luci dum spores and

At r act yl odesmédidizepasationis@raigrably Itthhe wei ght ratio; The so-called cl eaning

nmeans elimnating the inpurities in the Lucid= spores and Atractyl odes

rhizone, and then the cl eaned Luci dum spores and Atractyl odes rhizone were

respectivel y_wei ghed ac in : t he Luci dum

spores obt ai -Hlfoab Yo 1 e"§ egcom% %M@b%@ﬁﬁﬁﬁrﬁhﬁgcéﬁaﬁ%e){a %Iﬁfce:tgol ing

medi um Wi t h priagarpin@satos pbimmmuecaﬂ hramogagﬁ&mﬂa, the flow rate of 3MB/mn,

the cooling nmediemtenperature of |ess than 20C, grinding chanber

t enperature of |ess than 50C, the spi ndl e speed of 970/ m n, and 500

friction rod 5 Det.erni.nation in the

wal | - br eaki ng}' %’8““‘ TR lon also 091des Eum aﬁﬁ%@b@?ﬁ%?ﬁ%k@ﬁ@§| | owed by

wal | - br eaksi ngemdlog,rth&‘lsjjeﬂ’QQ stem@fzazbcbmdlam@llo\ms the features of the

wal | - br eaki ng and grindi ng device, under the conditions of each fixed

paraneter, such as spi ndl e speed, friction rod, cooling nmedium and cooling

time (1h), differ Nt | Wfl ected to

carry out thé r&%PegEWdV Y %gédn]?lhﬂtdﬁ' §po¥ek edr B)%?cgll @eéﬂldgétﬁ%e%\;\ib{léls&%; egkl ng rate

as test |ndewe1ghed'l'ﬂ1e clegmad] @c1®ho\mm65t*ﬂthttaIQ'@floﬁe?ed\lqﬁg’eqﬁfa%@'FE90H‘}fd little

i nfl uence on Egﬁt_rﬁ%\(\der yield; the wall-breaking rate was inversely

proporti onal e’ feeding quantity. Considering the production cost and

efficiency, the feeding quantity was 2kg (see Table 1). After the feeding

guantity was confirnmed as 2kg, the wall-breaking an rindi ng t| me was

sel ected (seb: Wakd the Ducignn hreeebloined frem be stgm 2| gt Hag‘g’éﬁﬁ#‘%ﬂ

accordancrq V\%Mhu%e test results (see Table 3). Serial No. V\él ght

before wa rea Wei ght after wall -breaki ng Powder yield

Wal | - breaking rate (% (kg) (kg) (% 1 1 096 96 >95 2 1.5 1.4 93 >95
3

c: broken Lucidum spores obtained from the step b are granulated and dried to give

dry Lucidum spores particles;

d: the dry Lucidum spores particles obtained from the step ¢ are mixed with
Atractylodes rhizome obtained from the step a, and the mixture is carried out
15 extraction of crude oil mixture and removal of impurities and moisture to give the
mixture oil of Lucidum spores and Atractylodes rhizome, namely the above

mentioned Chinese medicine preparation.

In the above preparation method, a pulverizer for walk-breaking and grinding can be
used in the step b to broke the Lucidum spores. The service conditions of the cell

20 disruption pulverizer are as follows: the content of the Lucidum spores are 1 to 3kg,
the time for breaking the cell wall each time is I to 2h, preferfably 2kg of the content,
1.5 h of each time for breaking the cell wall.



2 1.92 96 >95 4 2.5 2.34 94 >90 5 3 2.82 94 >60 Table 1: Test datasheet of
Luct dum spores feeding quantity for wall-breaking 11 Serial No.
- Wal | -breaking and grinding time(h) Wight before wall-breaking (kg) Weight

.after wall-breaking (kg) Powder yield (%9 Wall-breaking rate (%
96 >90 2 1.5 2 1.92 96 >95 3 2 2

10

15

20

25

6

The preferred condition for granulation in the step c are as follows: the broken
Lucidum spores are added with distilled water in an amount of 20-30% by weight of
the broken Lucidum spores, mixed and prepared into soft material, and then the soft
materials are placed into a granulator and granulated with a 10 mesh stainless steel
sieve to give the Lucidum spores particles; the preferred drying condition in the step ¢
are as follows: the above mentioned Lucidum spores particles are placed into a hot air
cycle oven and dried at the temperature of lower or equal to 60°C. The addition

amount of the distilled water is preferrably 25% of broken Lucidum spores weight.

In order to efficiently extract oil mixture of Lucidum spores and Atractylodes
rhizome, the method for extracting the oil mixture in the step d is preferrably CO;
super critical extraction, and the extraction conditions are as follows: the extraction
temperature is 40 to 60°C, the pressure is 18 to 26 MPa, CO- flow rate is 0.4 to 0.6m?%/
h, and the extraction time is 3 to 5 h, preferably extraction temperature of 60°C,

pressure of 26 MPa, CO: flow rate of 0.6m*/h and extraction time of 5 h.

The oil mixture of Lucidum spores is prepared into soft capsulés through

conventional ways.

The oil mixture of Lucidum spores and Atractylodes rhizome is included by B-
cyclodextrin to obtain the clathrate compound of Lucidum spores and Atractylodes

rhizome oil mixture.

The preferred clathration method is as follows: 4-8 parts by weight of B-cyclodextrin
and 2-4 parts by weight of water are well mixed, added with 1 part by weight of
Lucidum spores and Atractylodes oil mixture, ground for 20-40 min and stored under
low terhperature followed by air pump filtration, then the mixture is washéd with 0.1-
0.3 parts by weight of anhydrous ethanol énd dried under vacuum to obtain the

clathrate compound of Lucidum spores and Atractylodes rhizome oil mixture.

1

12

1.92



1.92 96 >95 Tabl e 2: Test datasheet of Luci dum spores wal | -breaking tine
Sertal No. Weight before wall-breaking (kg) Wall-breaking and grinding tine
- (h) Weight after wall-breaking (kg) Powder yield (% Wall-breaking rate
(')/0) 1 21.51.9497 >95 22 1.51.92 96 >95 3 2 1.5 1.92 96 >95
Tabl e 3: Test datasheet for wall-breaking validation of three batches of
Luci dum spores Therefore, when using Bailey pulverizer for wal k-breaking
and grinding, the feeding quantity of Lucidum spores was 2kg, and each

wal k- breaki ng and grinding tinme was 1.5h. The wal |l - broken Luci dum spores
powder was determined with scanning el ectron m croscope and when the
particl e siz&heawbsvesriahrhiecomprand Gprepengd intq @blBYyr hard c4psuld0 wal | - br eaki ng rate
was greater than or equal to 95% The nornmal distribution was determ ned as
90%<5[ un. c: broken Luci dum spores obtained fromthe step b were granul at ed

and dried to Vorese yink)gﬁlogu 0§B95r %ﬁ Rrﬁ'irt'iﬂn@ e(,snmegel)ngd?cruél g;e.gﬁ}gtl&ﬁ St udy on

the water ad ifon order to facil granul ati on,
the 12 malIe&M@anumumndmmwspbméshWBﬂéﬁp$ebamédmgmnmugﬁmmﬂﬁmﬁ@mﬂals

Considering {hgl, L egiﬁa?ﬁsﬁé ol o PRGN b Gh 1B SRAIRS vas

relatively Iarge ma wat er) was se as wetting agent.
The wat er Sadshimitems, V\Hlsi |lh\f@9hngé)t=@tt tahfloe@ﬁ srgema | and b sdioteraPynandand t he

test results cl?en)%mgp§ B is iR l?&r%ﬂ%ﬂan% Rirfor Hﬁfeﬁg bth qP'&hl yin deficiency

who could not undergo the surgery or radiotherapy and chemotherapy. Lucidum
spores have sweet and mild nature and effects of treating consumptive diseases,
replenishing essence qi and supporting the healthy energy, which are germ cells of
10 Lucidum. Atractylodes rhizome has warm nature and sweet and bitter flavor, which
has effects of reinforcing spleen and stomach and eliminating dampness and calming
fetus. The preparation only has two medicines and the nature is mild. These two
medicines are combined to give the effects of supplementing qi and nourishing yin
and supporting the healthy energy. When applied in patients with tumors, the
15 preparation has effects of strengthening the physical fitness of patients, replenishing
the weak state, adjusting the body internal environment and inhibiting the growth of
tumor cells. In recent years, the chemical composition and medicine efficacy of
Lucidum spores and Atractylodes rhizome have been carried out with deep study.
Lucidum spores have protein, amino acids, polysaccharide glycopeptides, adenosine,
20 steroids, triterpenoids, alkaloids, fatty acids -and other chemical substances.
Pharmacological studies have shown that Lucidum spores have effects of anti-
chromosomal mutation, inducing tumor cell apoptosis, inhibting tumor cell
proliferation, killing cancer cells, antagonizing the adverse reactions caused by
cyclophosphamide, such as decreased endurance in mice, chromosomal aberrations,
25 decreased hemoglobin and white blood cells, decreased macrophage phagocytic
activity and increased SGPT, inhibiting the ®Co irradiation-induced adverse reaction
of leukopenia, activating and improving the anti-tumor effects of specific Killer cells
(CTL) and non-specific killer cells (NK, LAK), enhancing the phagocytic function of
monocyte-macrophage, and anti-lipid peroxidation, which indicates that Lucidum

30 spores have good application prospects in regulating the immune function and anti-



5 better when the weight ratio of wall-broken Luci dum spores and water was
1 :°0.25 (Table 4). Serial No. Luci dum spores (kg) Distilled water(m)
Situationofsoft material 11 300 Soft materials were sticky 21 250 Soft
.materials had good | ooseness 31 200 Soft materials had many fine powders
Table 4 :Test datasheet of water addition for soft material Selection of
sieve size for granulation: As the main purpose of granulation was to 10
prevent the Luci dum spores being taken away by the extractant in case of
supercritical fluid extraction. The si®ve size was not inportant as |long as
the m xture can be prepared into particles, so when we sel ected the sieve
si ze, we nuai cdnyeri Hvestatipatiled’ Atreetytndbschhizgme Aaseinlvibitipin effgstsr anj thé exusehr ough

or i ng r at e R0 i uf s b BohE b Gl MePoRRIE s LORHARLE L e

shown i n Tabtag & micd SarconBefido af 3 1Ko 4Bb.dihalvektle oil @& Atraasylpdepalrizdmel alsosi t uat i on
18 The rati o of . f}i j e LEcihi Ol Gink at € was
about 90% wi {1% S%gfé’\l/t\jg Itﬁ@%%ﬁ%éﬁe?m?ﬁcﬁhrﬁ@;@ﬁ%g%% el(z?io %@Laagedn_]nat erials
sticky on 5t h&hs e gnevgh inhifititl eedhaniFese! Alsactriddese thizoimesis gleted jwith Ther ef or e,

the preferr egecﬂeraﬂ%%h?f;jf&ﬁermm o%ﬁncﬁ%elfls? Irédgé/}?g th\@@nl\\ltz)i'sibé’n%ﬁe& thHG dum spor es

were added wt ed water in an anmount of 25% wei ght of the broken

Luci dum spor Bssue gd|improving thechedy preagsian adiliiyref antstimor prgk e PYAQIOXIGRPM hen t he
soft 5 mat er{u?rlo MRS AhRGEEHedihPtmBor AR At Werib b HEhatiacHbZNUARLT ON Wi th

10 nesh stainless steel sieve to obtain the Luci dumspores particles.
(2) Dryi ng Detesttlsisnggestabat dfis preserinton: happ@ecst of regulating immyns ygcgian iapir of dryi ng

tenperat uf® RioPhid HBRGNLE ediBing BR aB¥e¥deNBactichs Bf ¥RMerh Rt dRfe! fefidvingi ST UT €.
From the perspectives of S _
symstoms and other effects, which is applied before and after surgery and

radiotherapy and chemotherapy and is suitable for malignant tumor patients with qi
and yin deficiency who could not undergo the surgery or radiotherapy and

chemotherapy.

15 The preparation method of said Chinese medicine provided by the present invention
can efficiently extract the oil mixture of Lucidum spores and Atractylodes rhizome.
After the oil mixture is included wifh B-cyclodextrin, the chemical compositions of
the Lucidum spores and Atractylodes rhizome oil mixture has no change, and the
solubility after made.into the clathrate compound is significantly increased, thus

20 improving the bioa\jailabilify of essential oil, reducing tﬁe irritation and side effects of
volatile oil, covering up their bad smell, greatly improving the stability of volatile oil,
reducing the dispersion or oxidation deterioration of the volatile oil in the process of
production and storage, enhancing the stability 6f the preparation, improving the
quality of this product. The volatile oil liquid drug is prepared into solid and powder

25 to facilitate a variety of dosage forms, such as tablets, hard capsules, etc. with easy

medicine-taking and p ortability.

BRIEF DESCRIPTION OF THE DRAWINGS

Figure 1 shows the preparation process of anti-tumor Chinese medicine preparation



10 production cost and ensuring the activity of Lucidum spores effective
conponents, the drying tenperature was determ ned as 60C and the drying

tinme-was 4 hours with noisture of <5% The reuslts were shown in Table 6.

Serial No. Particle weight (kg) Drying tenperature (C) Drying tinme (h)
Particle nmoisture (%9 1 2 40 6.55.22 2604532803549 Table 6:
Test datasheet of drying tenperature 14 d: the dry Luci dum spores
particles obtained fromthe step ¢ were nmxed with Atractyl odes rhizone
obtained fromthe step a, and the m xture was carried out extraction of
crude oil mxture and renoval of inpurities and noisture to give the

m xt ure oi | aftalinig Idwidusysperesoiand At ract yl odes rhi zonme. 5 (1) took dry

Luci dum spores particles and mx with Atractyl odes rhi zome obtai ned from
the step a; (2) extracted the m xture oil of Lucidum spores and

ALTact yl Odes & hl Z?”%ofvgrthledwléhaﬂlt&smsehx %%fnoUgi}a&;:g@éﬁﬁ& (’wltht Itl’(éal i
extraction. ngf’ onal "test of process co tions supercritical fluid
extraction téﬁhﬂbmcmgy thesvegigalecoprdinate japd thy ahwoyptien exgdengtiras Arrcrbsevar at i on
technol ogy, whj, hI%H'%S’&eJeF&% OH% Wﬁd&mﬁl Shre®%hd AGhANbdN MEEImd; he
supercritica s e to ac |eve pur pose of extraction and separation and
has advantiagesresintsrihysi¢rd miixiare 0§éw@m spoges japK b tracgylesietithirgme 08 Y| ysi s of
extractant up rﬁc?&lg&xsﬁng%p%suﬁ@ma%@mpae _016indatih; @GErakedtY clothrate

physi ol ogi cal y active substances, etc. \Wen extracting crude oil mixture
of Luci dum sporreyndand isfpmﬁqﬂ%%bél@@"’r hi zome with C2 supercritical
extraction technology, main factors include the particle size of extractive
subst ances, extraction pressure extraction tenperature, extraction tine,
and CO, flow rate, and so on. On the basis of pretest, under the situation
of fixed par RFTAILED RESCRIFEHON ARTHEINYENTONr es particles and 10 nesh
sieve, we used L9 (3)4 orthogonal test on the nmain factors affecting the 20

extractiofy eEfib6higRaY1 MME &% S¥lafifs bh@QAnrEThiHe meXitineGhdpantideper at ur e,
extraction tinme and CO, flowrate, and adogted the yield of crude Lucid=

 spores and AEPHERIPE dHEUTR HPYETRIL 0i ! RN P L‘a@d‘i”hdwfésa"fld“&"éﬁyrwe%ut the
test of extragidnn conditions. The results were shown in Table 7-8, Table
9-1 and Table 9-2. 15

The preparation process of the Chinese medicine preparation is as follows (Figure 1):

a: respectively cleaned Lucidum spores and Atractylodes rhizome, and respectively
15 weighed the cleaned Lucidum spores and Atractylodes rhizome according to the

weight ratio;

The so-called cleaning means eliminating the impurities in the Lucidum spores and
Atractylodes rhizome, and then the cleaned Lucidum spores and Atractylodes rhizome

were respectively weighed according to the weight ratio.
20  b: broke the Lucidum spores obtained from the step a;

Bailey pulverizer for walk-breaking and grinding (BFM-100A type, Jinan Beili
Powder Technology Engineering Co., Ltd.) was used to break the cleaned Lucidum



Factors Levels A B C D Extraction pressure (MPa) Extraction tenperature
(O ' Extraction tinme (h) CO2 flowrate (n8/h) 1 18 40 3 0.4 2 22 50 4 0.5 3
26 60 5 0.6 Table 7: Factor |evel of extraction technol ogy actors Level
.Serial No. ABCD Extraction pressure (MPa)

10

- spores with water as the cooling medium with the pressure of more than 0.65MPa, the
flow rate of 3M?/min, the cooling mediem temperature of less than 20°C, grinding
chamber temperature of less than 50°C, the spindle speed of 970/min, and 500 friction

rods.

5 Determination of the feeding quantity and time in the wall-breaking and grinding
process: Lucidum spores were taken followed by wall-breaking and grinding, and
according to the features of the wall-breaking and grinding device, under the
conditions of each fixed parameter, such as spindle speed, friction rod, cooling
medium and cooling time (1h), different feeding quantities from 1 to 3kg were

10 selected to carry out the experiment with the powder yield and the wall-breaking rate
as test indexes. The results showed that the feeding quantity had little influence on the
powder yield; the wall-breaking rate was inversely proportional to the feeding
quantity. Considering the production cost and efficiency, the feeding quantity was 2kg
(see Table 1). After the feeding quantity was conﬁrmcd as 2kg, the wall-bre'(iking ang

15 grinding time was selected (see Table 2) and three batches of validation should be in

accordance with the test results (see Table 3).

Serial Weight before Weight after Powder yield Wall-breaking
No. wall-breaking wall-breaking rate
. . : (%)
(ke) (kg) (%)
1 1 096 96 >95
2 1.5 1.4 93 >95
3 2 1.92 96 >95
4 2.5 | 234 94 >90
5 3 2.82 94 : >60

Table 1: Test datasheet of Lucidum spores feeding quantity for wall-breaking



Extractio n tenperature (C) Extraction tinme (h) CR2flowrate (n8/h) Gl
quanhtity of crude Lucidumsporesoil (g) 11 11132.42122235.5313
3384.44. 212350.95

3

1

Serial | Wall-breaking Weight before | Weight after Powder yield | Wall-breaking
No. and grinding wall-breaking | wall-breaking | (%) rate (%)
time(h) (kg) (kg)
1 2 1.92 96 =90
2 1.5 2 1.92 96 >95
3 2 1.92 96 >95

Table 2: Test datasheet of Lucidum spores wall-breaking time

Serial | Weight before | Wall-breaking Weight after Powder yield | Wall-breaking
No. wall-breaking | and grinding wall-breaking | (%) rate (%)
(kg) time (h) (kg)
1 2 1.5 1.94 97 >95
2 2 1.5 1.92 96 >95
3 2 1.5 1.92 96 >95

Table 3: Test datasheet for wall-breaking validation of three batches of Lucidum
5 spores '

Therefore, when using Bailey pulverizer for walk-breaking and grinding, the feeding
quantity of Lucidum spores was 2kg, and each walk-breaking and grinding time was
1.5h. The wall-broken Lucidum spores powder was determined with scanning
electron microscope and when the particle size was smaller than or equal to Sum, the

10 wall-breaking rate was greater than or equal to 95%. The normal distribution was

determined as 90%<5um.

c: broken Lucidum spores obtained from the step b were granulated and dried to give

dry Lucidum spores particles.

€8] Granulation

15 Study on the water addition of soft materials: In order to facilitate granulation, the



- 22317516231294.67 3132103.28321398593321115.0
Tablte 9-1: Othogonal table with Lucidum spores and Atractyl odes rhizone
oi | ami xture quantity as indexes 5 Note: There are nine test schenes. For
.exanple, No. 6 test was A2B3CI D2, nanely extraction pressure was 22 Mra,
extraction tenperature was 60C, extraction tine was 3h, CO2 flow rate was
0.5nB81h, and so on. 16 Paraneters A B CD

12

wall-broken Lucidum spores were prepared into soft materials. Considering that the
surface energy of wall-broken Lucidum spores was relatively large, water (distilled
Water) was selected as wetting agent. The water addition was investigated through
visual observati_oh, and the test results showed that the obtained soft material was

5  better when the weight ratio of wall-broken Lucidum spores and water was 1 : 0.25
(Table 4).

Serial  No.Lucidum | Distilied water (ml) Situation of soft

spores (kg) material
11 ) . 300 Soft materials
were sticky
21 250 Soft materials had

: good looseness
31 - 200 Soft materials had

many fine powders

Table 4 :Test datasheet of water addition for soft material

Selection of sieve size for granulation: As the main purpose of granulation was to

10 prevent me Lucidum spores being taken away by the extractant in case of
supercriﬁcal fluid extraction. The sieve size was not important as long as the mixture

can be prepared into particles, so when we selected the sieve size, we mainly

~ investigated the molding rate of the particles through visual observation to control the
ratio of fine powder. The particle molding rate of 10 mesh (stainless steel) was high

15  and the results were shown in Table 5.



Extraction pressure MP a) Extraction tenperature (t) Extraction tinme
(h)-Cflow rate (nB/h) Kl 152.300 186.500 225.500 222.500 K2 220. 600
209.100 201.400 233.300 K3 316.700 294.000 262.700 233.800 K1 50.767 62.167
.75.167 74.167 73.533 69.700 67.133 77.767 K3 105.567 98. 000 87.567

13
Serial No.Stainless Particle situation
steel mesh
18 The ratio of fine powder was high.
210 The particle molding rate was about 90%
with few fine powder.
312 There were noodle-shaped materials sticky
on the sieve mesh.

Table 5: Test datasheet of sieve size

Therefore, the preferred granulation method was as follows: wall-broken Lucidum
spores were added with distilled water in an amount of 25% by weight of the broken
Lucidum spores, well mixed and prepared into soft material, and then the soft
5 material was placed into a granulator followed by granulation with 10 mesh stainless

steel sieve to obtain the Lucidum spores particles.
2 Drying

Determination of drying temperature: the investigation of drying temperature mainly
depended on the drying rate and the particle moisture. From the perspectives of
10 production cost and ensuring the activity of Lucidum spores effective components,
the drying temperature was determined as <60°C and the drying time was 4 hours

with moisture of <5%. The reuslts were shown in Table 6.

Serial No. Particle weight Drying Drying time Particle

(kg) temperature h) moisture (%)
()
1 2 40 6.5 5.2
2 2 60 4 5
3 : 2 80 3.5 4.9

Table 6: Test datasheet of drying temperature



77.933 R 54.800 35.833 20.433 3.767 Table 9-2: Analytic results of
orthogonal test data Wth the quantity of crude Luci dum spores and
Atractyl odes rhizome oil mxture as indexes, the analysis results of

.was A>B>C>D,

pressure> extraction tenperature> extraction tine>5 CO2 flow rate,

range

namely the order of the influencing factors was extraction

and t he

best conbination of each factor and | evel was A3B3C3D3. D itemwas used as
the error_termto further carry out the variance analysis and the results
were shown in Table 8. Table Varianceldnalysis with the quantity of crude
es and Atractyl odes rhizone oil m xture as indexes Variance
sour ces Sunod: tlevinaficduns goerre sarieley elaneds fram dbinsR snWeglidee Withy al ue

&%§1%9 g%xgoc)\}ez 5%%%%35%%4 6% G, 24 Qe BxRO8Es 3a8eLod7490. 177

Luci dum spor

Si gni fi cance
1.040 >0.05°

10

15

- 20

25

extraction of crude oil mixture and removal of impurities and moisture to give the

mixture oil of Lucidum spores and Atractylodes rhizome.

(1) took dry Lucidum spores particles and mix with Atractylodes rhizome obtained

from the step a;

(2) extracted the mixture oil of Lucidum spores and Atractylodes rhizome (crude oil

mixture) through CO, super critical extraction.

Orthogonal test of process conditions: CO: superéritical fluid extraction technology is
a relatively new extraction and seperation technology, which uses the unique natures
of extractant under the supercritical state to achieve the pﬁrpose of extraction and
separation and has advantages of no chemical solvent residue, avoiding the pyrolysis
of extractant under high temperature and ensuring the activity of physiologically
active substances, etc. When extracting crude oil mixture of Lucidum spores and
Atractylodes rhizome with CO, supercritical extraction technology, main factors
i'ncrlude the partiéle size of extractive substances, extraction pressure, extraction
temperature, extraction time, and CO:. flow rate, and so on. On the basis of pretest,
under the situation of fixed parameters with 1000g dry Lucidum spores particles and
10 mesh sieve; we used Lo (3)* orthogonal test on the main factors affecting the
extraction efficiency, such as extraction pfessure, extraction temperature, extraction
time and CO, flow rate, and adopted the yield of crude Lucidum spores and
Atractylodes rhizome oil mixture as indexes to carry out the test of extraction

conditions. The results were shown in Table 7-8, Table 9-1 and Table 9-2.



>0. 05 Error 52865.860 2 26432. 930
val ue result of F-test was F005 (2, 2)
* factor (P>0.05) on the experinental
.Validation test of CO2 supercritical
verify the results,
extraction test,

with the ori
table 10. 5

Extraction p

Co2 flowrat

gi nal test

Seri al

results for validation
No. ABCDOI

Sum 165841. 033 8

10 The criti cal

ressure (MPa) Extraction tenperature (cC) Extraction
e(fBbl) 1(26860 5 0.6 B09.0 2 26 € D
Extraction Extraction Extraction time CO:; flow
pressure (MPa) | temperature (C) | (h) rate (m*h)
Levels
1 18 40 3 0.4
2 22 50 4 0.5
3 26 60 5 0.6
Table 7: Factor level of extraction technology
actors A B C D
Extraction Extractio Extraction CO: flow 0Oil
pressure n | time rate quantity
Level '
temperature of crude
Lucidum
(MPa) (h) (m*h) _
Serial No. o spores oil
C)
: (8)
1 1 1 1 1 32.4
2 1 2 2 2 35.5
3 1 - 3 3 3 84.4
4 . 2 1 2 3 50.9
5 2 2 3 1 75.1
6 2 3 1 2 94.6
7 3 1 3 2 103.2
8 3 2 1 3 98.5
9 3 3 2 1 115.0

19. 00, and the influences of each
results were not significant.
fluid extraction process:
t he A3B3C3D3 conditions were selected to carry out the
to see whether the selected conditions were consistent
The results were shown in
quahtity of crude Luci dum spores oi

17

in order to

: (9)
time (h)

Table 9-1: Orthogonal table with Lucidum spores and Atractylodes rhizome oil _

mixture quantity as indexes

Note: There are nine test schemes. For example, No. 6 test was A;B;C,D., namely

extraction pressure was 22 MPa, extraction temperature was 60°C, extraction time

was 3h, CO, flow rate was 0.5m*/h, and so on.



60 5 0.6 110.4 3 26 60 5 0.6 113.5 Table 10: Results of extraction

val i dation test Therefore,
* Atractyl odes rhizonme oil
.wi th the orthogonal

res

ults,

the yield of crude Luci dum spores and
m xture in 10 the validation test was consi st ent
and A3B3C3D3 was determ ned as the best

extraction process conditions, nanely extraction pressure of 26Mra,
extraction tenperature of 60C, extraction tine of 5h and CO2 flow rate of

0. 6n8/ h.

(3) The obtained crude Luci dum spores and Atractyl odes rhizone oil

m xture was 15 confirned with plate-ant® frane type filtering or high-speed

centrifugation, to elimnate the inpurities and water to give bright and
yel | ow Luci dimmpaees ahdAAtractyllodes rhizoge @il m xtur® nanelly the said
Chi nese nedi ¢i ne prepar AUEQ idlT€ [CUELAEEDnS POT &Srddidn At [ acdcy| @ges rhi zone
oil mxture ¢an be diregtly filled into bottlles for oral adm ni stiration.
18 preparati gn cont ai ni pefesswei dum |SpBPEEWsi | | FE Luci dupf®pores and
Atractyl odes rhi zome oi| m xture S obtained according|{to the ngethod in
enbodi ment 1, gelatin, glycerin and water as |raw naterials were uUsed to
prepare soft |capsul e shel lippd then gojt capgul@p were pregatmd tihrough an
5 encapsul at imggrachi e EEpegd Ment  ggedoepar gt 1 28,50t hod oz.56mbljet of
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A athrate conpogdid of  CHCThEMySPOr €S @BoAL r dctahades rhi 2oseoi I m xture
(clathrate) wasgpbtainmet @y ;ENCI USi Og; ggent (13- Byigyodexirim)gaccgrding to
the method 1Q—Tgp eTOUTTIERE 533 and U &gy eparjatgons et nod #@g7 as |f ol | ows:
(1) Labor at ory ggrstTUmENt g 3By T€ageng ool VF 40 CIded1 d m|T 177933 anjli n Xi npu
Machi ne ManufracgureCo 1 Lhdog LN 219284 UV Spegifzepnot onelgh, UN CO
(Shanghai ) | nstuments—C€o—,—ttd. 7 DZF-1B type vacuum dryi ng oven, Shanghai
Yuejin Medic Sfr Pl . - ype ul trasonic 15 cl eaner,
Branson Ut r:fsagir??c%s' a%fgeﬁ?allﬁ;&%}f , ?tcig?ia%ngneti c stirrer, Shanghai Sile
Instrunent Co., Ltd.; HHMS digital thernostat water bath, Changzhou

Nat i onal Test Equi pnment Institute; AB 104-N type el ectronic anal yti cal

bal ance, MettWeh difcjuedity bhetdedmsiivg spSananghitiaetydes rhizoge oprgiy@eaext ri n,

Si nophar m Cheqj \ fd,av aLaN ADHIBES : ndrdPP G’ Sler Of BT reagents
wer e of anal y‘??eg‘g%’ tgéfg%gﬂgszgg%ltfﬁ Se ée%ctlg%n of i n’clll usi‘on mnet Flrod. 19
utilization riafleengigg faadesxiss cxSrtion pressurea epiwelis taaleratireh XaEHdMeI6g of

P- cycl odexl| Boigs, |0t QS Rk S derSAbML iANewndas AGRED,and sl owly
added w t h%2n§020 8’%? u%ﬁgpﬂggecgmang ,&t I’aC(:E yl odes r_?]i zone %% ’ mxture at a

~ constant tenpitsnaway ased g ither ereprftem (@ fudher sy ptribe vatisacestigbed apd s 4C for 24
h foll owed by,.aii wRidMRodid it kon and washing with a small amount of water
and ethanol for 3 tinmes, drying at 40C under vacuumto obtain

P-cycl odextrin clathrate. U trasonic nethod: 16g of P-cycl odextrin was

added with 3 tines anount of water, _
Table Variance analysis with the quantity of crude Lucidum spores and Atractylodes

rhizome oil mixture as indexes

Variance. Sum of | Degree  of | Mean- F value | Significance -
sources deviation freedom square
squares

A 57386.180 2 28693.090 1.086 >0.05

B 54980.353 2 27490.177 1.040 >0.05

C 53474.500 2 26737.250 1.012 >0.05
Error 52865.860 2 26432.930

Sum 165841.033 8

10 The critical value result of F-test was Fqos (2,2) = ]9.00, and the influences of each

factor (P>0.05) on the experimental results were not significant.



well mxed and slowy added with 2ml of Luci dum spores and Atractyl odes
rhizome 10 oil mxture, and ultrasound for a certain tine and other steps
‘were the sane as the above. (f = 40 KHz) Ginding nethod: 16g of

.P-cycl odextrin was added with water whose anount is 3 tines of

P-cycl odextrin, well m xed and poured into a nortar, slowy add with 2m of
Luci dum spores and Atractyl odes rhizonme oil mxture, and ground for a
certain tine 15 and other steps were the sane as the above. According to
the experinental results (Table 11), d7i nding nethod was preferrably used
for P-cyclodextrin inclusion of Lucidum spores and Atractyl odes rhizome oil
m xture. Met \grstiof ©dtdbfCa slupletri:rliticzlamxiid)raxtraaticav progesy: |in oulet enveridy St ur at ed

aqueous sol uti 0.6.65. 78 13. | {40 2e70.62 13.01
G i ndi ng net ‘F?B‘gtS’B‘gEé@gg %goTﬁnoélﬁ“e?Oself tlg %ﬁl%‘&esu )thga&tcbg(rir%sar?sgn of three
di f f erent i n@hetlsdr ahe ﬁﬂédmﬂd@n(iﬁ)nseWectqomt@t withctheisriginal clesideguityier i n

grindi ng net h:g%t _H}? on Wer eounqr? deS| gn: It was known from
literature antd“pta8: eXperien St u Pat main factors of grindi ng met hod

i ncl uded fsour factors, such as mat er i aI 5 ratio of Lucidum spores and
Atractyl odes rhizone oi | mixture to f3-cyclodextrin (A), water addition
(B), inclusion time (C), and al cohol consunption (D), so L9(34) orthogonal
design table was used with clathrate yield, clathrate oil utilization rate
and cl at hrat gg contgnt—as eyalguati Ur TdTdEXEF, pand Q)llqlgm@{,emmsive
scoring nethp cf was used—t-o—analyze—and yt.tl..ﬁcé“{%wbe: EeL nol egci al
conditions, |n which| PHEND we s’ﬁracm’“ AR ECF Y| ar S e-yield,
clathrate oi| utili zpirésere MBve amrra@lrat ﬁrnathé o l‘atec(m“(t‘)er spojpe piklet espect i vel y
0.2, 0.4, and 0.4 (the factor lewel diVision was shown|in Table 12, and the
ort hogonal ekperinental arrangénment and results were shown in Table 13-1

and Table 13t2). 1Facfors A B C[D Level | (tisfes)] (mon) 109.0
2 26 60 5 0.6 110.4
3 26 60 5 0.6 113.5

Table 10: Results of extraction validation test

Therefore, the yield of crude Lucidum spores and Atractylodes rhizome oil mixture in

10 the validation test was consistent with the o'rthogonal.results, and A;B;CsD; was
determined as the best extraction process conditions, namely extraction pressure of
26MPa, extraction temperature of 60°C, extraction time of 5h and CO. flow rate of
0.6m’/h. '

(3) The obtained crude Lucidum spores and Atractylodes rhizome oil mixture was
15 confirmed with plate-and frame type filtering or high-speed centrifugation, to
eliminate the impurities and water to give bright and yellow Lucidum spores and

Atractylodes rhizome oil mixture, namely the said Chinese medicine preparation.

The Lucidum spores é.nd Atractylodes thizome oil mixture can be directly filled into

bottles for oral administration.

20 Embodiment 2 Preparation method for soft capsule of anti-tumor Chinese medicine



(@b‘l 1:4 2 20 10 2 1:6 3 30 20 3 1:8 4 40 30 15 Table 12: Factor |evel
chart 21 Serial No. ABCDclathrate yield (%9 QI content (% Gl

utilization rate (% Conprehensive scores 1 1 1 1 1 84.26 17.63 92.86 97.67
.2
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preparation containing Lucidum spores oil

The Lucidum spores and Atractylodes rhizome oil mixture was obtained according to
the method in embodiment 1, gelatin, glycerin and water as raw. materials were used
to prepare soft capsule shell and then soft capsules were prepared through an

5 encapsulating machine.

Embodiment 3 Preparation method for tablet of anti-tumor Chinese medicine

preparation containing Lucidum spores oil

Clathrate compound of Lucidum spores and Atractylodes rhizome oil mixture
(clathrate) was obtained by inclusion agent (B-cyclodextrin) according to the method

10 in embodiment 1, and the preparation method was as follows:
(1) Laboratory instruments and reagents

TM-40 colloid mill, Tianjin.Xinpu Machine Manufacture Co., Ltd.; LN-2102PC UV
spectrophotometer, UNICO (Shanghai) Instuments Co., Ltd.; DZF-1B type vacuum
drying oven, Shanghai Yuejin Medical Instrument Plant; CQX25-06 type ultrasonic

15 cleaner, Branson Ultrasonics (Shanghai) Co., Ltd.; magnetic stirrer, Shanghai Sile
Instrument Co., Ltd.; HH-S digital thermostat water bath, Changzhou National Test
Equiprﬁent Institute; AB104-N type electronic analytical balance, Mettler-Toledo
Instruments. (Shanghai) Co., Ltd. B-cyclodextrin, Sinopharm Chemical Reagent
Co.,Ltd, batch number: F20060731; othér reagents were of analytical grade.

20 (2) Selection of inclusion method

Compare the saturated aqueous solution method, ultrasonic method and grinding

method under the same proportion of materials with clathrate yield, oil content and oil



122 292.88 14.26 91.98 97.69 3 1 3 3 3 86.82 15.24 90.24 96.18 4 2 1 2 3
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utilization rate as indexes.

Saturated aqueous solution method: 16g of B-cyclodextrin was prepared into saturated
solution under 60°C, and slowly added with 2ml of Lucidum spores and Atractylodes
rhizome oil mixture at a constant temperature, stirred for a certain time, and stored at
5 4°C for 24 h followed by air pump filtration and washing with a small amount of
water and ethanol for 3 times, drying at 40°C under vacuum to obtain B-cyclodextrin

clathrate.

Ultrasonic method: 16g of B-cyclodextrin was added with 3 times amount of water,
well mixed and slowly added with 2ml of Lucidum spores and Atractylodes rhizome
10  oil mixture, and ultrasound for a certain time and other steps were the same as the

above. (f=40 KHz)

Grinding method: 16g of B-cyclodextrin was added with water whose amount is 3
times of B-cyclodextrin, well mixed and poured into a mortar, slowly add with 2ml of
Lucidum spores and Atractylodes rhizome oil mixture, and ground for a certain time

15 and other steps were the same as the above.

According to the experimental results (Table 11), grinding method was preferrably

used for B-cyclodextrin inclusion of Lucidum spores and Atractylodes rhizome -oil

mixture.
Methods Yield/% Oil utilization rate/ Oil content/%
%
Saturated aqueous - 70.6 _ 65.78 13.67

solution method
Ultrasonic method 77.2 70.62 13.01
Grinding method 1 BS56 89.25 14.64




2 85.48 13.95 88.21 94.58 7 3 1 3 2 86.63 15.22 89.10. 95.67 8 3 2 1 3
88.01 14.68 86.32 94.62 9 3 3 2 1 90.42 11.38 87.60 94.30 Table 13-1

* Othogonal experinmental table for inclusion of Lucidum spores and
Atractyl odes rhizonme oil mxture with p-cyclodextrin Serial No. ABCD

20

Table 11: Results comparison of three different inclusion methods
3 Selection of inclusion conditions in grinding method

‘Orthogonal experimental design: It was known from literature and pre-experimental
study that main factors of grinding method included four factors, sﬁch as material

5 ratio of Lucidum spores and Atractylodes rhizome oil mixture to p-cyclodextrin (A),
water: aadition (B), inclusion time (C), and alcohol consumption (D), so Ls(3%)
orthogonal design table was used with clathrate yield, clathrate oil utilization rate and
clathrate oil content as evaluation indexes, and the comprehensive scoring method
was used to analyze and optimize the best technologcial conditions, in which the

10 weight coefficients of clathrate yield, clathrate oil utilization rate and clathrate oil
content were respectively 0.2, 0.4, and 0.4 (the factor level division was shown in
Table 12, and the orthogonal experimental arrangement and results were shown in
Table 13-1 and Table 13-2).

Factors A B C D
Level _ ~ (times) (min) (%)
1 1:4 2 ' 20 - 10
2 1:6 3 30 20
3 1:8 4 40 30

15 Table 12: Factor levél chart



Clathrate yield K1 264.0 254.7 257.8 259.4 K2 254.0 265.6 267.1 265.0 K3
265.1 262.7 258.1 258.7 R 3.7 3.6 3.1 1.9 Gl content K1 47.13 47.33 46. 26
45.33 K2 44.75 45.26 40.12 43.43 K3 41.28

21
Serial A B C D | clathrate oil Oil | Comprehensive
No. : yield (%) | content | utilization | scores
(%) rate (%) )
1 1 1 | 1 84.26 17.63 92.86 97.67
2 1 2 2 2 92.88 14.26 91.98 97.69
3 1 3 3 3 86.82 15.24 90.24 96.18
4 2 1 2 3 83.82 14.48 94.38 96.93
5 2 2 3 1 84.67 16.32 90.66 96.35
6 2 3 1 2 85.48 13.95 88.21 94.58
7 3 1 3 2 86.63 15.22 89.10. 95.67
8 3 2 1 3 88.01 14.68 86.32 94.62
9 3 3 2 1 90.42 11.38 87.60 94.30

Table 13-1 Orthogonal experimental table for inclusion of Lucidum spores and

Atractylodes rhizome oil mixture with B-cyclodextrin

Serial No. A B C D

Clathrate yield K, 264.0 254.7 257.8 259.4
K, | 2540 2656 267.1 265.0
K, 265.1 262.7 258.1 2587
R 37 3.6 31 19

Oil content __ K 47.13 4733 46.26 4533
K, 44.75 45.26 40.12 43.43
K 41.28 4057 46.78 44.40 -
R 1.95 225 222 031

Oil utilization K, 275.1 T 2763 267.4 271.1

e K, 2733 269.0 274.0 269.3
K 263.0 266.1 270.0 270.9
R 4.02 3.43 2.19 0.61

Comprehensive Ky 291.5 290.3 286.9 288.3
K. 287.9 288.7 2889 287.9

scores Ks 284.6 285.1 288.2 287.7
R 231 174 0.68 0.19

Table 13-2 Orthogonal experimental result analysis for inclusion of Lucidum spores

5 and Atractylodes rhizome oil mixture with f-cyclodextrin.



40.57 46.78 44.40 R 1.95 2.25 2.22 0.31 G| utilization rate Ki 275.1
276.3 267.4 271.1 K2 273.3 269.0 274.0 269.3 K3 263.0 266.1 270.0 270.9
R 4..02 3.43 2.19 0.61 Conprehensive scores KL 291.5 290.3 286.9 288.3
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Variance Sum of Degree of Meansquare F value Significance
sources deviation freedom P
squares

A 82862.503 2 41431.25 1.00 >0.05

B 82859.216 2 41429.61 1.00 >0.05

C 82855.175 2 41427.59 1.00 >0.05

Error 82854.515 2 41427.26 :

Sum 331431.408 8

Foos(2, 2)519. 00
Table 14: Variance analysis table with comprehensive scores as indexes

After analyzed the results of clathrate comprehensive scores (table 14), it was shown
from the range analysis that the influence of each factor to this index can be arranged
5 as A>B>C>D and there was no significant differences between each factor. Level of
factor A from best to worst was 1>2>3; level of factor B from best to worst was
1>2>3; level of factor C from best to worst was 2>3>1; level of factor D from best to
worst was 1>2>3, and the most preferable process with comprehensive scores as
index was A;B;C.D;, namely the inclusion conditions were as follows: the weight
10 ratio of Lucidum spores and Atractylodes rhizome oil mixture to .B-cyclodextrin was
1: 4, the water addition amount was 2 times of the weight of Lucidum spores and
Atractylodes rhizome oil mixture, the grinding time was 30 min‘and the anhydrous

ethanol was 10% by weight of Lucidum spo'res and Atractylodes rhizome oil mixture.

Verification tests: three batches of validation tests were carried out according to the
15 above most preferable process and the measurement results were shown in Table 15,

which ihdi_cated that this process was stable and feasible.
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Serial No. | Clathrate yield % Oil content % Oil utilization rate %
1 92.8 14.2 97.6
2 93.6 14.5 96.5
3 923 14.7 96.9
RSD 0.71 1.74 0.57

. Table 15: Results of validation tests
(4) UV characteristics of clathrate

1g of Lucidum spores and Atractylodes rhizome oil mixture was taken and added with
20 mL of petroleum ether (30°C ~ 60°C), dissolved under ultrasonic and filtered, and
5 the filtrate was stored as test solution 1; 0.15g of Lucidum spores and Atractylodés
rhizome oil mixture was taken and added with 20 mL of petroleum ether (30°C ~
60°C), dissolved under ultrasonic, added with 0.6g P-cyclodextrin, shaked and
filtered, and the filtrate was stored as test solution 2; lg of clathrate was taken and
added with 20 mL of petroleum ether (30°C ~ 60°C), dissolved under ultrasonic and -
10 filtered, and the filtrate wés stored as test solution 3; lg of clathrate was taken and
added with 20 mL of petroleum ether (30°C ~ 60°C), shaked and filtered, and the
filtrate was stored as test solution 4; and lg of B-cyclodextrin was taken and added
with 20 mL of petroleum ether (30°C ~ 60°C), shaked and filtered, and the filtrate was

stored as test solution 5.

15 The UV spectrum of clathrate (Figure 2) showed that Lucidum spores and
Atractylodes rhizome oil mixture, physical mixture of Lucidum spores and
Atractylodes rhizome oil mixture and B-cyclodextrin, and substaneces after de-
clathration had UV absorption, and the clathrate and B-cyclodextrin had no UV
absorption, which indicated that new substances were formed after clathration of

20 | Lucidum spores and Atractylodes rhizome oil mixture and p-cyclodextrin, and the

main component of Lucidum spores and- Atractylodes rhizome oil mixture did not

change after clathration.



1.00 >0.05 C 82855.175 2 41427.59 1.00 >0.05 Error 82854.515 2 41427. 26

Sum 331431. 408 8

FOO5(2, 2)=19. 00 Table 14: Variance analysis table
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The clathrate was obtained according to the method in embodiment 3 and dry-

granulated, and then the particles were filled into hard capsules (0.20g/tablet).

Embodiment 5 Study on primary pharmacodynamic effects of anti-tumor Chinese
medicine preparation containing Lucidum spores oil - Lucidum spores and

Atractylodes rhizome oil mixture and their clathrate

According to the requiements of National Guidance Principles of Pre-clinical study

on Six Categories of New Drugs of TCM, the inhibition effects on mice-transplanted

- tumor sarcoma S;s was investigated to verify the drug's main effects. Because the

main components of this Chinese medicine preparation was Lucidum spores and
Atractylodes rhizome oil mixture, the effects of tﬁis oil mixture were varified; during
the clathration process, the solubility of the Lucidum spores and Atractylodes rhizome
oil mixture was significantly increased and the bioavailability of the essential oil was
improved, and tablets and hard capsules were based on the clathrates, therefore, the
effects of various dosage formes can be validated through verifying the eﬂipacy of the

clathrate.
(1) Test materials

Tested drugs: clathrate of Lucidum spores and Atractylodes rhizome oil mixture, the
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Experimental process: 60 above ICR mice were inoculated with S;s solid sarcoma
according to the research approach for transplanted tumors (tumor masses were
obtained under sterile conditions, weighed and ground in a glass tissue homogenizer,
and placed into sterile container after well ground, followed by adding normal saline

25 to prepare into 1:3 of cell suspension. The container was placed on ice and pumped



25 oil mxture was obtained according to the nethod in enbodi nent 1, batch
No.: 20080101; pure Lucidum spores oil, batch No.: 20080112 (produced by
Nanj«i ng Zhongke Pharnmaceutcal Co., Ltd.); pure Atractyl odes rhizonme oil,
bat ch No.: 20080101 (produced by Nanjing Zhongke Pharnmaceutcal Co., Ltd.);
solvent: 0.5% CMC-Na; positive drugs (known anti-chenot herapy drugs):

-cycl ophospham de for injection (Shanghai Hualian Pharmaceutical Co., Ltd.),
Speci fications: 200nmg / bottle, batch_ No.: 080304. Animals: ICR nice,
18-22g, half male and half female, pré¥ided by Ani mal Room of China

Phar maceutical University, certification No.: SCXK(Jiangsu%§§06-0011; C57
10 mice, 18-witlyan qumay pytiage A GHuashghlibe Al ik dRsHrePueR: achP Addd'%Acadeny of
Sci ence, Cersﬂxhé&tﬁ@&u&@ﬁnmmied%@&( e B0 ae) 7RO Brlb0sf daCteehougy,andl at ed feed,
provi ded by Animal Room of Chi na Pharmaceut | cal Univers[té; f eedi ng

condi tions: mice Wewritrighed 24k aftes dpAciatier and PR FEdess MPgoBeUBnYr el at i ve
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1 CMC 19.68-1.29 26.112.73 1.724.41 0.00 Lucidum spores and Atractyl odes

rhi zome oil

of Luci dum spores and Atractyl odes rhizome oil

m xture 1000 19.87=1.25 27.302.38 0.92.4.32 46.01**
m xture 1000 19.981. 18

.26.362.40 0.810.29 52.11**
26.911.91 1.100.22 35.96**
26.352.01 1.174.20 31.98**

pure Luci dum spores oil

pure Atractyl odes rhizone oil

clathrate

1000 19.711.18

1000 19.701.19

CY 1000
27
Batches | Groups Dosage Body weight_ (g) Tumor Tumor
weight (g) inhibitory
(mg/kg) Before After rate (%)
administration | administration
1 CMC 19.68+1.29 26.11+2.73 1.72+£0.41 0.00
Lucidum spores 1000 19.87+1.25 27.30+2.38 0.92+0.32 46.01**
and Atractylodes
rhizome oil
mixture
clathrate of 1000 19.98+1.18 26.36=2.40 0.81+0.29 52,11+
Lucidum spores
and Atractylodes
rhizome oil
mixture
pure Lucidum 1000 19.71x1.18 26.91+1.91 1.10£0.22 35.96%*
spores oil '
pure Atractylodes 1000 19.70+£1.19 26.35+2.01 1.17+0.20 31.98%*
rhizome oil
CY 1000 19.31£1.10 23.611.72* 0.61£0.20 64.34%*
2 CMC 20.07+1.25 26.12+2.44 . 1.87+0.46 0.00
Lucidum spores 1000 20.03+1.22 26.35+2.00 1.02+0.31 45.45%*
and Atractylodes
rhizome oil
mixture
clathrate of 1000 20.04%1.21 26.60+2.07 0.90=0.29 51.87%*
Lucidum spores ' .
and Atractylodes
rhizome oil
mixture :
pure Lucidum 1000 20.34+1.12 26.70+2.15 - 1.2120.42 35.63%*
spores oil
pure Atractylodes 1000 ' 20.35#1.17 - 26.39+2.37 - 1.29+0.38 31.02%*
rhizome oil .
CY 1000 20.27£1.52 24.10+1.44* 0.73+0.24 61.22%*
3 CMC 19.91+£1.23 26.48+2.30 1.66+0.39 0.00
Lucidum spores 1000 19.96+1.24 27.07x1.62 0.89+0.23 46.38**
and Atractylodes
rhizome oil
mixture ’ :
clathrate of 1000 19.93£1.30 26.38+1.86 0.79£0.77 52.40%*
‘Lucidum spores
and Atractylodes




19.311. 10 23.611.72* 0.610.20 64.34** 2 CMC 20.071.25 26.122.44 1.870. 46
0.00 Lucidum spores and Atractyl odes rhizone oil mxture 1000 20.031. 22
26. 352. 00 1.020. 31 4545** clathrate of Lucidum spores and Atractyl odes
.rhizonme oil mxture 1000 20.041.21 26.602.07 0.90-4.29 51.87** pure
Luci dum spores oil 1000 20.341.12 26.702.15 1.214.42 35.63** pure
Atractyl odes rhizome oil 1000 20.351.17 26.392.37 1.294.38 31.02**

28
rhizome oil
mixture
pure Lucidum 1000 20.00£1.16 27.02+2.04 1.04+0.40 37.46**
spores oil
pure Atractylodes 1000 20.02+1.09 28.31+2.35 1.11£0.32 33.13%*
rhizome oil .
CY 20 19.83+1.22 24.46x1.68* 0.65+0.17 60.79**

Table 16: Influences of each tested drug on the mice-transplanted tumor solid sarcoma

SIBO

In which, the body weight and the tumor weight were indicated as (X+SD) and the
number of samples in each group was 10. "*" indicated that P<0.05 in the
corresponding data and "**" indicated that P<0.0lin the corresponding data,

compared with the control group.
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CY 1000 20.271.52 24.101.44* 0.734.24 61.22** 3 CMC 19.911.23 26.482. 30
1.664.39 0.00 Lucidum spores and Atractyl odes rhizome oil mixture 1000
©19.961.24 27.071.62 0.89-4.23 46.38** clathrate of Luci dum spores and
.Atractyl odes 1000 19.931.30 26.381.86 0.79-4.77 52.40** 28 rhi zone oil
m xture

CLAIMS

1. An anti-tumor Chinese medicine preparation containing Lucidum spores oil,
which is characterized in that the raw materials of the Chinese medicine

preparation are Lucidum spores and Atractylodes rhizome.

5 2. The Chinese medicine preparation according to claim 1, which is
characterized in that the ratio of Lucidum spores and Atractvlodes rhizome by
weight is 1:1.
3. The Chinese medicine preparation according to claim 1 or 2, which is
characterized in that the above mentioned raw materials are combined with
10 pharmaceutical])-'_acceptable excipient to prepare into various pharmaceutical oral
dosage forms.
4. A method for preparing the Chinese medicine preparation according to claim 1
or 2, the specific steps of which are as follows:
a: respectively clean Lucidum spores and Atractylodes rhizome, and respectively
15 weigh the cleaned Lucidum spores and Atractylodes rhizome according to the
weight ratio; |
b: break the Lucidum spores obtained from the step a through wall-breaking and
grinding; '
c: broken Lucidum spores obtained from the step b are granulated and dried to
20 give dry Lucidum spores particles: '

d: the dry Lucidum spores particles obtained from the step ¢ are mixed ‘with



pure Luci dum spores oil 1000 20.001.16 27.01+2.04 1.040.40 37.46** pure
Atractyl odes rhizone oil 1000 20.01+1.09 28.312.35 1.110.32 33.13** CY 20
© 19.831.22 24.461.68* 0.650.17 60.79** Table 16: Influences of each tested
.drug on the mce-transplanted tunor solid sarconma S180 In which, the body
wei ght and the tunor weight were indicated as (i SD) and the nunber of
sanpl es in each group was 10. "*" indicated that P<0.05 in the
correspondi ng data and "*" indicated that P<0.0lin the correspondi ng data,
conpared with the control group. 5 10 15 20 29 CLAIMS 1. An anti-tunor
Chi nese nedi ci ne preparation containing Lucidum spores oil, which is
characterized in that the raw materi al 80 of the Chi nese nedi ci ne preparation
are Lucidum spores and Atractyl odes rhizonme. 52. The Chi nese nedi ci ne
preparation acc@mdﬂn@d$0hubmémbmHWMMbmhhéswphamummemﬁmedikmmﬁhabmthe ratio
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5 5. The preparation method according to claim 4, which is characterized in that

the method for extracting the crude oil mixture is CO- super critical extraction.

6. The preparation method according to claim 5, which is characterized in that
the conditions of CO- super critical extraction for extracting crude oil mixture are
as follows: the extraction temperature is 40 to 60°C. the pressure is 18 to 26 MPa,

10 CO- flow rate is 0.4 to 0.6m%/h, and the extraction time is 3 to 5 h.

7. The preparation method according to claim 6, which is characterized in that
the Lucidum spores oil mixture is prepared into soft capsules through

conventional methods.

8. The preparation method according to claim 6, which is characterized in that
15 the Lucidum spores and Atractylodes rhizome oil mixture was included with f-
cyclodextrin to obtain the clathrate of the the Lucidum spores and Atractylodes

rhizome oil mixture.

9. The preparation method according to claim 8, which is characterized in that
the clathration method was as follows: 4~8 parts by weight of B-cyclodextrin and
20 2~4 parts by weight of water are well mixed, and added with 1 part by weight of
Lucidum spores and Atractylodes rhizome oil mixture, ground for 20~40 min and
stored under low temperature followed by air pump, washing with 0.1 to 0.3 parts
by weight of anhydrous ethanol and drying under vacuum to obtain the clathrate

of the Lucidum"spores and Atractvlodes rhizome o1l mixture.



4. A method for preparing the Chlne%e ‘fedi ci ne preparation according to
chaim1l or 2, the specific steps of which are as foll ows: a.
* respectively clean Luci dum spores and Atractyl odes rhizone, and

~respectively 15wei gh the cl eaned Luci dum spores and Atractyl odes rhizone
according to the weight ratio: b: break the Luci dum spores obtained from
the step a through wall-breaking and grinding: c¢: broken Luci dum spores
obtained fromthe step b are granulated and dried to give dry Luci dum
spores particles: 30 Atract? |odes Bhi zome obtained fromthe step a. and
the mxture is carried out extraction of crude oil mxture and renoval of
i mpurities and, lmo'ihstpmrperatxm gnienhed adnerdi:fgxb whign 6j Whidf is [charaderized pothets and
Atractyl odes r Z e nt| ned Chi nese nedi ci ne

prepar ati on. g%EMEH%EEP%ﬁ mtﬁﬁ Sl918";ng to claim4, which is
characterized in that the nethod for extractrng the crude oil mxture is
CQ2super critical extraction. 6. The preparation nethod according to claim
5, which is characterized in that the conditions of CO super critical
extracti.on for extracting crude oil mxture are as follows: the extraction
tenperatur®e is 40 to 60°C. the pressure is 18 to 26 MPa, 10CQ2 flow rate is
0.4 to 0.6nmh, and the extraction tinme is 3 to 5 h. 7. The preparation

met hod according to claim®6, which is characterized in that the Luci dum
spores oil mxture is prepared into soft capsul es through conventi onal

nmet hods. 8. The preparation nethod according to claim®6, which is
characterized in that 15 the Luci dum spores and Atractyl odes rhizone oi

m xture was included with 13- cyclodextrin to obtain the clathrate of the
the Luci dyn spores and Atractyl odes rhizone oil mxture. 9. The
preparation nethod according to claim8, which is characterized in that the
clathration nethod was as follows: 4-8 parts by wei ght of f3-cyclodextrin
and 20 2-4 parts by weight of water are well m xed, and added with 1 part
by wei ght of Luci dum spores and Atractyl odes rhizone oil m xture, ground
for 20-40 mn and stored under |ow tenperature followed by air punp,
washing with 0.1 to 0.3 parts by wei ght of anhydrous ethanol and drying
under vacuumto obtain the clathrate of the Lucidum spores and Atractyl odes
rhi zone ofl mixture. 31 10.The preparation method according to claim 6,
which is characterized in that the clathrate is prepared into tablets or
hard capsules. 5 10 15 20 25
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