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F#ix, {2t T-DNABSY =4, $RJG T-DNA
BAA YRS A IR A0 A L R 4l P U418 3k
FERA IR R A SRR AT RRE & . R L
I AT R . AR AT,
T 58 15 77 By Bt 2 /0 W5 BN I W AP AR R R T
e, —FhREIMEIRITE A, ) —FhRERIEAR AL
AR I OR BA e AL D A 2R . Sk 2R e 2
FAFHAR, XA RN, TR b
ERICAR AR Y AL 2L, MR R A A BH 4
A, X PIRTAE R 2 W T A st AR
RO SR, AT R IR, SR
WA IE R AR A e, HE 2 E s C e i
i BET, HAS R A 9 %) Bt A R 2 TP AN
[P, RIL, EREAIE MPTAE ZR U AR i S P T it
i iy &,

ARG LA E R T B B R R, E—
A T AR R, AR ST R AN A
FXT AT A RS2, W1 LA s L s

TRR R, AL TR U 5 7 R LR e S A
el RAR AR

1 MRET &

14 REAR S

ABEFE VL B35 bk Ry L AL B B A
BE, SRAEGTMI T & FHXOHD 5 BR S i YA Al
FEBOIMENR, 2 RIS AR R R S
W EAEL 20~30 d A7, B 27 5 4 20 11
AR BT R IEATIG IR 9%, ARG 3% 3~5 cm
o I JC TR T A T A S S A AR A, AR
IE R S AR AR IR L Ly S REARIN 1 45 5 1P,
50 BT T AR FT T T AR R LBA4404; K
pCAMBIA1300-GFP, kst R (GFP)
T Z 0 e ARic; MS RS 353 (M519);
6-BA. IBA, TDZ. NAA. IAA 4 1mol-L™" NaOH
VA i 0 G B K B ) 1 mgemLT BRI 4 °C R
£y FIRER . LWER . W& R LR KEH
50 mg-mL™" F1EFF-20 °C 1747, ZBE T EFEAFIE
ST FH R R o i BC i s 200 mg-mL™
20 mg-mL™" BERFE-20 °C A7, FFA BEIR5E pH A
% 5.8, % 6-BA. IBA, TDZ. NAA 4, HA
WE P Z KR EIE 50 C A4TNA.

1.2 LWEBEFBELRNE
121 SMREENEBGAR SR HKE

3~5 om = A IEH B v 2 R R 2T DI 0.5
om A4 2B, RIS 2Bk E @805 S
K (MS 4.43 g+ M 30 g + Hillg# 7.59 +
6-BA2.0mg-L"'+IBA0.2mg-L™", pH5.8), 5%
Wige 3, SRIE S5 AkREE SR 1 8. FERSLE R
S b, Bak IR R A R ESA
3 PRI R E 44 6-BA (0.1~2.0mg-L™"),
IBA ( 0.01~ 0.10 mg-L™") . TDZ ( 0.01~ 0.50
mg-L™") MS R g3 R, M AG 484
KA SN . BAAE 30 Madg, #17
3 WL bk sy AR

122 SRS EMNARZR G ARG R BHKZE
3~5 cm = I IEAH B B 2Bl rY Ry i 2H
21, EMESH 3FORNFEEREMEEA S NAA,
6BA. IBA 1) 1/2 MS ¥553 2 (1/2MS 217 g + i
W20 g, pH5.8), JERREEFRIFNETIRES .

1.3 MERKERERE

131 kREZFNHEHARFFAEKG YA
5T 05 em AL MBI HF 254 0. 200,
300, 500 mg-L™" kAR WA AT EFEDIE
FRGHS, WEAGALSES AERKRES.
132 MEESFEGAREIAAERGY R Pk
T 0.5 cm ZE AT Y ZEBERNRACEE 37 1 JEE Y A i 2l
LUy E &4 0, 5. 10, 20, 30, 50 mg-L™
VB 2R I A 5 T 0 A R A 5 A AR AR B R
W R LIE S AR RS

1.4 RTFFENSHLEFEEHN

141 RAFERARGHE B H AR A
RAFH LBA4404 1, 2 d Je Pk 54 FhF 2 mL
LB Wit (4 50 mg-L™" R, 20mg-L™
FRHEE), 28 °C T 200 r-min”" fEmigantnd, B 1mL
A% 100 mL S AH[ABUAE R R SR B4R ELEFE 10 h
fiti, ZHW OD {HATE 0.5~0.8 ZIfi], 3500 g &
O 5 min, HE AT AR FT I OD600 % 0.6~
0.8 Z£47 (MS2.22 g-L™" +20 g-L™" jih + 10 gL
%8 + 10 mmol -L"'MES + 200 mg-L™" AS ),
142 1ZF R kAR BEIRMUETR 1 RRKER
I L5 A A 47 2R BUB AR G AR B4 30 min,
A PR GL JE @G A SO B TR IR T 24
KAy, BRI (MS4.43g-L7'+30g-L™"
HERE + 10 g-L ™" 4985 + 1 mg-L" 6BA+ 0.1 mg-L™"
IBA + 0.5 mg-L™" TDZ + 200 mg-L™" AS), T
22~25 C WEHi9E 2~3 d.
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143 BLEAFERZR KRG ELRA  TDZ 3 MORFBCREC L FRET IR, .

TeRZKHEDE 3 K, AR 5 min, FEHIE 300 mg-L™
SLAFE R M ICHEKIBYE 3K, &K 5 min, JUE TG
WA LTI, ERERFRL S (MS
443 g-L7" + 30 g-L7" i dE + 1 mg-L” 6BA + 0.1
mg-L™" IBA + 300 mg-L™" kiiF & + 5 mg-L ™ {#
B ) o GIRRME T 0k 1% 7 28 W4y ] 3T i) &
i, SRIGAWIREAR LA R UL | g a5 K ik
WX A A A AT v R 5, B 15 d ik
LIRS

144 HEREEHALZ S K 1~2 cm Ptk
WAL M B @O SR (MS 4.43
gL +30g-L7" M + 2mg-L" 6BA +0.01 mg-L™
IBA + 0.05 mg-L™" TDZ) i AEZF, ¥l
A ZERERP 2 & 20 mg-L™" W B E A4k s,
AT,

1.5 HEEBERNSFRI

151 PCR%% #RH 3 cm bl EHitEwi A
DNA (3t 16 #k ), &t 3xF 51 akiriE, 5
X519 AR AL R B, P K B 904 bp
( 21/MAD31-272 bp PF: ATGAATCTGTGCAGT
GAAGAAGGAA F1 eGFP-79 bp PR: CGTCGCCG
TCCAGCTCGACCAG ); 5% 2 XI5 |9 kil s 3 5
KA B, $74 K JF N 506 bp ( PF: GCGTCTGCT
GCTCCATACA Fi1 PR: TGACATTGGGGAGTTTA
GCG); #f 3 %514k T-DNA i A X AME KR 5
FRFE B, VIR BRKEN 443 bp (PF: ATG
TTGCTGTCTCCCAGGTCG Hl CGGTATAAAGG
GACCACCTATGA ).

1.5.2 Southern Blot #7iZ 4« s #2m  DNA #2500
35 2% LA FIAR & UL 4, Southern 4228
MR AN . B IRAS BTt @ 2R %
L7 A5 R AT A5 2H 21 DNA, % 10 ug, %M Hind
1B ) 6 B U0 MU, #% BB G2 F] Southern
Blot 7% ¢ i 5| & i B 5 DIG High Prime DNA
Labeling and DetectionStarter Kit I, {k/kii17 DNA
FEL UK 0 B G I | ot FH b 5 b i R e R AL IR
258, VRIS FAMREE L,

2 HEHRH9H

21 SNEEMEN LS FAEEERNZN
211 $PR#ESLBETFRAGAR LG Hm i
SHEHF21dMILE FRGHLE T 6-BA. IBA,

6-BA W AE 1.0~2.0 mg L™ B A A ZUE RIS
Bhr, HBefRFFRREsr %Y, IBAVKIESE 0.1 mgL™
Ze A7 AT BT A L 4L 3 B Ak 4G, T ZE 0.01
mg-L™" IBA IR B A R Tl 8% 534k; TDZ
A B FAA: K & 5r34, fEIA 0.05~0.50 mg-L™
TDZ J5, Mg Mg KMok, Ak
By ik T ¥tk SN E4 S 4 1.0 mg-L™" 6-BA +
0.1 mg-L™" IBA + 0.5 mg-L™" TDZ 4 F| T Ar {5 4 5
AR B IR, A5 44U AE 2.0 mg-L7'6-BA + 0.01
mg-L™" IBA + 0.05 mg-L™" TDZ i & H4 T ¥
1k, 4MEHRTE 16.67%~36.67% ~[8] (% 1),
212 MRS AEAMLE ARG ARG YR
K& H 3~5 cm WL FICH 1 22 BRI A 41
4, BT AFEWER NAA, IBA. IAA LT kT
ERES, Z5RED . NAA RBEB SRR,
IBA FEIE EVR E T BEIA S AEAR, (HAEARRAAR,
HIEHAT @i, BHAS T %43 1038 B R AR Y2
B, SRR RTE, AR ROIRES 2. FEEERIE AL
AR IAA R B AR RO AS e hy, ST 8]
JERL, 7E0.5mg-L™" IAA BPERIHRGA 97.33% (2 ).
22 HAEZERFRKRENRE

221 kB ENOHARFFAERGHH K
175 BN AAT B A A, W B Y I — S s ol
1E 200~500 mg-L™", ¥ E(KT 200 mg-L™' A fiE
ARG A AT A, WOE =T 500 mg-L™! B
A AR ok, AAEAE 0. 200, 300,
500 mg-L™" N[k Al B E IR T AR R B,
FEVR E 200~300 mg-L™ BF A 41 2180 o fif S R
EH, SNk MR AR EWE 500
mg-L™" i A0 4 2 B 5 LU OE R A R AR,
BEEIRA . I, ks R pri e B Sk i %
W 300 mg L™ VE M ARAF I HIVE S, SRR AS
W A AR Sk fL B B M, B Lk X A A5 A A 7 A R
(%3),

222 WNEENCHARFFAEKGY A
B EM A LUES LA KR, WEREE
£ 5 mg- L7 B, RRIR RIS S@m44, B
WAL OR S 2 B S 555% 3 M mihdigie
il BEA IR B R, HORE 10 mg-L
B ANREA RS (K 4), KakfEEsE 1 4
JE A SE SR IG5 3, A
TR R RGN A ST %, 10 mg-LT
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Table 1 Effects of exogenous hormones on callus differentiation in L. cubeba
6-BA/ IBA/ TDZ/ O HZARRE 6-BA/ IBA/ TDZ/ A LVERRS

(mg-L™  (mgL") (mg-L"") Callus growth state  (mg-L™") (mgL") (mg-L") Callus growth state
0.1 0.01 0.01 Seriﬁ{s%!ffo%ning = b wee Serii%itl;ﬂ;%ning
0.1 0.01 0.05 Seriﬁ?ti%ning U4 gl 0.20 Litﬂﬁﬁf‘/ﬁmng
0.1 0.01 e Serifj{s%g;%ning 1 it 0.50 Little%)%i%ning
0.1 0.01 0.20 Seriﬁ?ti%ning U4 B9 0.01 Litﬂﬁﬁf‘/ﬁmng
0.1 0.01 0.50 Serifj{s%t?:;ining 1 Ui LD Litﬂﬁjfﬁ/ﬁning
0.1 0.05 0.01 Seriﬁ?ti%ning U4 B9 0.10 Litﬂjéb%if‘/ﬁmng
0.1 0.05 0.05 N eriﬁﬁ:ﬁmn o 1.0 0.05 0.20 Limﬁﬁf&mng
0.1 0.05 0.10 Seriﬁ?t?rzo%ning U4 e 0.50 Litﬂjéb%if‘/ﬁmng
0.1 0.05 0.20 Seﬂi%gg:jimng 1.0 0.10 0.01 Uﬂéfﬁiﬁhmg
0.1 0.05 0.50 Sericﬁ?ti%ning L 10 o Limﬁjif‘/ﬁni”g
0.5 0.01 0.01 Seriﬁﬁ)ﬂfjmng 1.0 0.10 0.10 Yelloi{ﬁ%&n %fr;pact
05 0.01 005 gl . 10 0.10 0.20 Yello\jﬁig‘fe’n%:mpad
0.5 0.01 0.10 Seriﬁﬁfjmn . 1.0 0.10 0.50 Yelloﬁig’j&n %ipact
05 0.01 020 o P . 2.0 0.01 0.01 volo g"fén’%:mpad

AL R, éﬁl%}, T Z16.67%~36.67%
0.5 0.01 0.50 Serious browning 2.0 0.01 0.05 _ YeI_Iov_wsh green, compact,
differentiation rate 16.67%~36.67%

0.5 0.05 0.01 Seriﬁ{sﬂfﬁmn o 2.0 0.01 0.10 Yenoiﬁigisén%ﬁnpact
0.5 2 0o Serij)%{s%l;ﬂ:o%ning 20 0.01 0.20 YelIoﬁi?Seyn%ipact
0.5 0.05 0.10 Seriﬁ{s%ti%ning 20 0.01 0.50 Yelloﬁigisén,%ﬁnpact
0.5 0.05 0.20 Serij)%{s)czrzo%ning 2 L ol Serifil{ti%ning
0.5 0.05 0.50 Seriﬁ{s%ti%ning 2.0 0.05 0.05 Serii‘%i{ti%ning
0.5 0.10 0.01 Serio%;{s%lfrzo%ning 2 e LY Seriz%gcli)%ning
0.5 0.10 0.05 Seriﬁ?tffo%ning 2 0.05 B2y Sefii%it‘;’zo%ning
0.5 0.10 0.10 Serio%;{s%lfrzo%ning 2 e Uiy Seriz%gcli)%ning
0.5 0.10 0.20 Seriﬁ?lffo%ning = B O Serii%it‘ti%ning
0.5 0.10 0.50 Seﬁzﬁgﬁifﬁmng 2.0 0.10 0.05 Seﬁiﬁiﬁizfnmg
1.0 0.01 0.01 Seriiﬁgﬁimng 2.0 0.10 0.10 Serii%ﬁi%mng
1.0 0.01 0.05 i 2.0 0.10 0.20 e T

Serious browning

Serious browning

VR T A ZH AU BRI AR BT, YR 30 mg-L™
MY 2RI E T nT Wi, ik,
Pl Al i B b 22 A0 BRERAT R ACKT WX B 1 B2

/Tn%fg:lé

IR ZWE 5 mg-L™ A%
iR 7~10 d,
ARSI L e

1R B, 54k
ié;@%?%‘%mr@ 20~30 mg-L™" fEH
, FreEm RN ANE T 2 4 H .
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Table 2 Effects of exogenous hormones on rooting of cultured L. cubeba seedlings
NAA/ IBA/ IAA/ AR HRIRS
(mg-L™) (mg-L™) (mg-L™) Rooting rate/% Plant growth state

R, R B G

L ez L L Leaf all, little callus in root bases
MR, SRR E &G

oL Uk B g Leaf all, many callus in root bases
RS, JEEOCE &G

L e L 2 Leaf all, many callus in root bases
HR R, SRR B

B 2k U4 ZEHETLE Leaf all, little callus in root bases
W RS, R B

e e Uz R Leaf all, little callus in root bases
W, SRR B

B 14 oe Langr s Leaf all, little callus in root bases

IEHAM, HEHAKEG
ne 2L e e Normal rooting, no callus in root bases
IEHAMR, HEHAKEG

L e U4 PO Normal rooting, no callus in root bases
RS, RO E &G

& e e R Leaf all, many callus in root bases
MR, FERKORE G

2 2 ne R Leaf all, many callus in root bases
g, RO

e 00 00 s Leaf all, many callus in root bases

*3 ARKELABRMNAGARFSREKBIN x4 BERVLUBFRGARFSREKHZNM

Table 3 Effects of different concentrations of
cefotaxime on callus induction and growth

Table 4 Effects of hygromycin on callus induction
and growth of L. cubeba

SRR E s o i R
Cefotaxime & %E’#K A A ACRES (mg-L™) BHHLSES BHHSEK
} Callus induction Callus growth . . .
concentrations/ o Hygromycin Callus induction Callus growth
1 rate/% state )
(mg-L™") concentrations
0 100 PR £ 0 100% i, BELEE 100% i
Fresh green 100% survival, fresh green 100% survival
200 100 P 2 5 100% i, K 80%i, ik
Fresh green 100% survival, with dull callus ~ 80% survival, with dull callus
300 100 P e 2 10 T, BEHEL 15%HkiE, KL
Fresh green No callus, gradually browning  15% survival, many browning
500 100 TR 2 FRL, EHHIL 5%, KIRHIL
Dark green No callus, gradually browning 5% survival, many browning
30 AHEHALT: B A
e s All browning death All browning death
23 RFENSHLEFRERLREEREEK
! - < 5 SHBIIEL AT
B4 FHx i All browning death All browning death
- TN ; N AHRAE AL
W FRFT R B AL AR WA 1, B et 100

A FESAGHSY 21d, IRk 7~
10 d, SRJERAEAT R ARG TR G @t A
2130 min, B TREIER LBGFERT 280
HARETTK s FHRYLS A8V 78 2 AL 57
S AL IR 2~3 d BN IR A WA, 57
RISk 08 R E TGO T, BEAb I 58 4K
TEAGALRER AN, BiERFFRTEY;
B 2 & 5 mg L i85 Rk G AR5 L
it Al 30 d A, PR A R
4 30 mg- LT s R TAk R SR 60 d; Be)E

All browning death All browning death

B & B @ 48U 10 mg-L ™" i3 K it
Tt f 4153162 30~60 d, IFHiES K
YRS IR 2 60~90 d. MR KT 1R 42 YL A 175 41 40
PR T L 7T~9 A A i,

BH P ¥ A 360E 1 S8R PCR R H i 38 R Y
Jrik, R T 16 BRBUHELE, RIS 1 XA
2 X151y B, kAt RV E YR
A RAFRN PP, S5 AR AR P51 H
XPoEAIER A TCR AR, R H R C ALl
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Infection for
30 min

[ ; 21d 7~10d Co-culture 2~3d
- — I _— ~
'i‘ﬁﬁ : agiEie LA R Y | Bisi e
Sterile seedlings Callus Agrobacterium | Co-culture
. ' infection
\ N
L 10 mg-L" Hyg
5mg-L™" Hyg 30 mg-L™" Hyg . . 30~60d
30d 60d Subculture
60~90d
itk @it Bk PRt
Resistant callus Resistant callus Callus differentiation and
screening subculture subculture

B 1 KHENTSHLEFEERLRE
Fig. 1 Agrobacterium mediated genetic transformation process of L. cubeba

ETHERNAT (K2), Bl SX5IMygR i, #5125 80 Mutk@ts, 3t 2 @b,
PRGN A, SRR RFFRBORIA T, HRBR T 193 38 Bk, FfbEN 0.67%.
BBHPERAAAE (18 2), AL T 300 DA

e a0 4 1213 14 15 16

FisEm g 1000bp.

Target gene segment — - — O ———— N ———— —

(904 bp) 750 bp

WL B 750 bp
Hygromycin gene fragment
(506 bp) 500 bp
RIREE I Bt
Kanamycin gene fragment 500 bp —
(443 bp) 250 bp —

. M, Marker DL2000; + , BHPESTIREUR; -1, BGEK; -2, KREALLIH; 1~16, NEEERLN .

Note: M,Marker DL2000; +, Positive control plasmid; -1, ddH,0; -2, Untransformed seedlings; 1-16, Transgenic seedlings.

B2 ®HERLEMNPCREE
Fig. 2 PCR identification of transgenic plants

PCR Z5R L EE AR s 1 p0 R G M L, Jid Southern Zsgi s it — 2 41k H B9 LA
AN, AT REAFE—E MR P . T Southern 28 A AL THH A . S5RERH], Hibmbitk
ST AT E SN N MR AU T i, S BITES, SR E A A L T2
A RAgrEe . Fem sk o R iai. B Ndp (E3).
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TE: M, DNA marker; P1, FHM:XAE; WT, REAM@GAHAL;
T1HIT2, T EGHL,

Note: M, DNA marker; P1, Positive control; WT, Untransformed
callus; T1, and T2, Transgenic callus.

3 HEFERHGALR Southern £7E
Fig. 3 Southern identification of transgenic callus

3 ik
31 EUREMNLBFAEBLEGZR

LS AP B AR i R S o S B
b, FHBREFEEARGER SN B B3 HE S A LS
T TR, A B TR R S A
BT BOE AP IR . (s F 43 R AL 9 5
B, XA AT AR LS T 5 T A W2 F DBk
HEEEZE XY, B g FHRERER M AR
ST, ERURRAE I B AR AR R R SRS s AR R A
I — N EZEHEE, A SCIRIRE @ e
i, Z MBS HARE, ST RILET
SR TIREMIRE R, L, ARBFFEIL T B4
BRI T L s R AL TR

AP AERCR AR 2R, ATE
PR RS B LR IR R B AR P20 A e R
RN R AN M ) o R SRR, AR AR 4 M g
K, MU R R A E L B RE AR HE 2E 1
Ak, WS AR T A MIES SN E
K, BRI AR ) A B9 e i iE o R
B, I Famd 205 S Ean &K ] 6-BA : IBA
20 = AP ARGRIGEE R P BT BHIESE, 6-BA UK
JEAETF 1.0 mg-L™" B @idl 24 K452, 6-BA @ IBA
FefilfE 10 + 1 % 20 = 1 B REIE S A 48 HIE#

AR, YRR IBAWRIEM AN R R IERKE
Eb 5135 5] 200 = 1 B A5 4L 2L U AR B A R
2, ML F I pl@ A, Fik, 1 7@
HEHE A K G IR 6-BAWKE R H 2.0 mg-L™,
IBA ¥ JE R FH 0.1 mg-L™", 7 & oAk i B 2 1o
6-BA : IBA Y HL{H, R 2.0 mg-L™" 6BA #1 0.01
mg-L™" IBAYKSE . TDZ Z—FrZ IRt N T4 5%
MY ER, 8IS T2 A AL 8L I i 5 4
5, SESHARAMEIRT KA, BEIGHEIL, BTz
FARKRHEYHLEEFRE, I FaHHS R
W, KWIREFRS MRS . SErTiLE 414!
KB &, [LE I 6-BA I IBA % 41
B, WA SURBEIRFFRELL M A AR, TS
HRYN N 0.05~0.50 mg-L™" # LIRS TDZ J5 e
RO AF B AR B AR AR BT e 7, WIS RE
k. W, HALE TDZ e, gL fe s
B AR EZE, £ TDZ &—Fxd & 7Rk
MR, et B rh R R AR

ANRE SRR A B AR S BRI A 58 AR AR 1
TP, RISHUHBRR A R RS AR B A
FEMRAIAE S . AR R BRI A MR AE AR, AR
FA A THIBRAAREZ, B 102 55 2 AR Sk
RIET, NAA, IBA. IAA 3 FiE K EARFAH S
PIReIA SRR, (AR AR R R TR A S
A mIER, gD HIE S — R E,
FE R RAR 123900 ORI g 3 R R IR &
M, IAAG B TILEFAEZFER, B IAA
B AEREIL 97.33%, HEAHM A LR
MG, XA REEE ARG R, A 2R
AR, BnEEEAK R NAA, IBAERT
WHAHLIE R, PR RIOE IR 5r, &
P YR, HE IR T RS (IS
NAA>IBA>IAA ), 55 AR TTMAR =4, H
oL 1A A JEREE AR AR, T RLE KRR
Fo R RE Y B A SN AR T, B
S IR A H IR R, ANRE AR L
AR WG IS R R R IE W A K A H, B
TFHEFRIE RN TT R B 3 & P T AR &
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Establishment of Agrobacterium Mediated Genetic
Transformation System of Litsea cubeba

WANG Min-yan'?, YU Wen-xian®, ZHAO Yun-xiao', CHEN Yi-cun', GAO Ming',
WU Li-wen', WU Shan-qun®*, WANG Yang-dong'

(1. Research Institute of Subtropical Forestry, Chinese Academy of Forestry, Hangzhou 311400, Zhejiang, China;
2. Nanjing Forestry University, Nanjing 210037, Jiangsu, China; 3. Agriculture and Rural Bureau of Fuyang District,
Hangzhou City, Hangzhou 311400, Zhejiang, China; 4. Forest Resources Management Station of
Datian County, Fujian Province, Datian 366100, Fujian, China)

Abstract: [Objective] To screen the hormone proportion suitable for callus differentiation of Litsea cubeba
and clarify its tolerance to antibiotics, and preliminarily establish the genetic transformation system of L.
cubeba. [Method] The effects of different hormone concentrations on adventitious bud induction and ad-
ventitious bud rooting of L. cubeba callus were studied. The critical screening concentrations of hygromy-
cin and cefotaxime were discussed, and the foreign gene was introduced into L.cubeba callus by Agrobac-
terium mediated method. [Result] The optimum medium for inducing adventitious bud differentiation of cal-
lus was MS + 2.0 mg-L™" 6-BA + 0.01 mg-L™" IBA + 0.05 mg-L™" TDZ, and the differentiation rate was
16.67%~36.67%; The optimum medium for adventitious bud rooting was 1/2MS + 0.5 mg-L™" IAA, and the
rooting rate was 97.33%. The initial concentration of hygromycin for resistant callus screening was
5 mg-L™" (about 7~10 days), and then the critical screening culture was carried out by gradually increasing
the hygromycin screening concentration to 30 mg-L™". the optimum concentration of cephalosporin was
300 mg-L™". Finally, foreign gene was transferred into the callus by Agrobacterium mediated method, and
PCR primers were designed for identification. A total of 16 resistant seedlings contained the target band,
indicating that the target gene had been inserted into the L. cubeba genome, with a transformation rate of
0.67%. In addition, our research group obtained the resistant calli of multiple genes through this method.
Southern detection showed that the target fragment had been inserted into the calli of L. cubeba.
[Conclusion] The regeneration and genetic transformation system of L. cubeba has been preliminarily es-
tablished, and the resistant calli of multiple genes have been obtained, which provides technical support for
further gene function research and genetic improvement. The next step is to optimize the genetic trans-
formation system and improve its transformation efficiency.

Keywords: Litsea cubeba; regeneration; antibiotic; genetic transformation; Agrobacterium mediated
method
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