Overexpression vectors

No | Name Promoter | marker | Target site | Comment
references

1 pPpPMAD?2 7133 E7133 nptll PpMAD?2

2 pPPMAD2 7133 rev | E7133 nptll PpMAD?2

3 pPphb7 7133 E7133 nptll Pphb7

4 pPphb7 7133 rev E7133 nptll Pphb7

5 pTFH9119 Actin nptll PpMAD?2

6 pPpMAD?2 Actinrev | Actin nptll PpMAD?2

7 pTFH15.3 Actin nptll Pphb7

8 pZAGl1 Actin zeocin | 213 locus GFP-fusion

9 pPMAKI1 7133 zeocin | 213 locus

10 | pCMAKI1 7133 zeocin | 213 locus

11 | pTFH38.9N CaMV35S | zeocin | 213 locus mRFP-fusion

12 | pTFH38.9C CaMV35S | zeocin | 213 locus mRFP-fusion

13 | pKS2 Actin Nptll GFP-fusion

14 | pActN-GFP Actin NptlI GFP-fusion

15 | pTFH22.4 Actin Nptll

GFP

16 | pTFH38.6N CaMV35S | None mRFP-fusion,
Transient
expression

17 | pTFH38.6C CaMV35S | None mRFP-fusion,
Transient
expression

18 | pTKMI1 Actin None Transient
expression




No. 1, 2, 3, and 4. pPpMAD2 7133, pPpMAD2 7133 rev, pPphb7 7133, and pPphb7

7133 rev.

Restriction sites indicated above the construct have a unique restriction site, indicated under the contruct have multiple sites.

* Not unigue but does not cut the insert.
(Revised by T.Fujita 12/1/01)

pPPMADS2 7133 (~11kbp)

NotI* Smal NotI*
Apal Sall* Clal
pBS twin NotI** JJ ﬂ K 1.5kbp -22kbp U P ~2kbp ~2 4kbp
forward — Tnz_>cf~ 35 _n__vmﬂﬁw (E7 P35s In Q) see ], [du ssed PpMADS2 3 <«—reverse
7 d i / L: b/aﬁ_ :r_uf_
HindlIl-EcoR V- EcoR1-Pstl Hindlll 4 - . EcoR1-Pstl-Xhol-FcoR V-Sphl BamHI-Spel Sacl BamHI-5pel-Xbal
ind {pnl-Sacl
PPPMADS2 7133 rev (~11kbp) 77 pE7133-Pass nptll Tass (Sphl~5pel) of pPpMADS2 7133 1s in the reverse orientation.
Natl* Notl*
Apal _Xhol Sa _Ac Sall* Clal Smal °
=300k
pBS twin Notl ~1.5kbp ~2kbp SOU ], ~2.2kbp ~2 4kbp
forward =— PpMADS2 5' _._ P3ss nptll T35s (75 Ul ssed mmvmm:m&_._ PpMADS2 3' & reverse
PMADS2-5' =3 <— PMADS2-3
PPphb7 7133 (~10kbp) Notl* Smal Notl*
~1.3kbp ~2 2kbp ~2kbp ~1.3kbp
PGEM3Z SP6 —>» PpHBY95' [ pE7133(E7 Pass In Q) see I, INdU ssed PpHBY 3' - T7
st f_nax/_. f;_ L: Ps 1 _l/
s phI BamH1 Kpnl I K pnl-Sacl-EcoR1
HindIll-5phl-Pstl-Sall/Acel/Hincll Sacl Bami1 Spel
Sael|Bacl

Fbal
Xhol

pPphb7 7133 rev (~10kbp) 7% pE7133-P3ss nptll T3ss (Sphl~Spel) of pPpHBY 7133 is in the reverse orientation.

Natl* Smal NotI*
~300b
~1 3kbp ~Ychp sou], ~2.2kbp ~1.3kbp
pGEM3Z SP6 —» —— PpHBYS' H Pass nptll Tass (murssed (H)e€1Z4dH PpHBY 3 | -« T7
PHBG-52 wi < PHB9-32



No. 5 and 6. pTFH9119 and pPpMAD2 Actin rev

Restriction sites with a single recognition site are written with a large font, while restriction sites with multiple recognition sites are written small.

* Not unigue but does not the insert

pTFHO119 (#6)
= pPpMADS2 Actin (~10.7kbp)

~NotlI* | sal-Smal-Apal Notl*
Sall sal*  Clal
300b Sacll
pPpMADS2 twin-Notl AApa** J \\ ~1.5kbp ~1.4Kbp nos”  ~2kbp ~2.5kbp | a
forward — — ] { PpMADS?2 5'H rice Actin Promoter P3ss nptll Tass ___ PpMADS2 3' _[r— <—reverse
wen el mno__ﬁ.s_wmzfz_g _xre mn_%_ Lﬁ _E mE_gmB:_@ ..,29_: Wn_ox,_ F
Hindlll-EcoRV-EcoRl-Pstt SPN71 + ECORI EcoRI-Pstl-XTiol-Pst| Sacl  BamH-Spal-Xbal
pPpPMADS2 Actin rev (~10.7kbp)  pAct-P3ss nptll Tass is in the reverse orientation
Xho|? mm:*Zoﬁm_s:u. Clal Apal-Smal-sal Nt
Sacll
pPPMADS2 twin-Notl AApa** ~1.5kbp ~2kbp  ~300bp  ~1.4kbp ~2.5kbp | o
forward —» PpMADS?2 5' __._ sse] |13du ssed 210W0.1d U0y 8914 _._ PpMADS2 3' <«—reverse
Sacl
PMADS2-5'— mu:__\_w%, soul ko «— PMADS2-3'

TFH#9-1(16), #9-1(19)

last maodified on 1/22/01
translated 10/2/03

Sacl



No. 7. pTFH15.3

TFH#15-3(8)
5/30/01

Asel(PshBl)

TFH15.3

pTNS0 EcoRY Sfi f1)
7.5Kb

modified nptll
cassette from

Pphb7 5' half pTN8O

Mot Xhol

Pphb7 3'half

* pTFH15.3r = pTN90 EcoRV 5Sfi r1, opposit direction of the linker

EcoRV SfiI AszclI Smal Apal SfiI
aaGATATCGECCAT TCAGECCGECGECGCCACCOEEEAGEGECCCEECCGATTTGECCatca

Mo cut-- Spel, Bsml, Mlul, PmaCl, Pmel,
| cut -~ Sacll, Sse83871, RsrIl, Nrul, BssIl, BstEIL Kpnl, Smal, Ascl, Apal, Xhol
maore than 2 cut -- Sgril

TFH#15-4(1), #15-4(5), #15-3(2). #22-1(1)



No. 8. pZAG1

Banlll Hindlll

EcoRl

mGFP (0.7 kb)

Sall
35S promoter (0.8 kb)

BamHI
\‘ Zeocin resistant gene (0.37 kb)

Nos terminator (0.3 kb)

Actin promoter (1.6 kb)

Bglll
35S PA (0.8 kb)

pZAG1

9.25 kb fe]
/]
1 BS213-3' (0.77 kb)
/ o Xbal

)

Apal

BS213-5' (0.88 kb)

Kpnl Sacll

Sacl

Plasmid name:pZAG1

Plasmid size:9.25 kb

Constructed by:Yuji Hiwatashi

Construction date:12 Feb., 2003

Comment&Reference:mGFP (start codon: ATG->TTG) expression vector
under control of rice actin promoter,
zeocin resistant, pBluescriptKSilI.
BS213 fragments are used as a platform for integration.



Sacl .mmn__

-~
-~

.x.l._ﬁa: [

. f1{+)or
Backbone - pBluescript KS 11 (+) ampicilin

T

lacZ BS213-3 region

——BamH|
plUC on

F lac

lac? oMAK1 Zeo casselle

9.21 kb

Kpnl -

BamHI
85 213-5' region

.mﬁ_.:— ldll.:....

Pstl
| inker Hpal®
N Apal*
m The sequences of BS 213-5' region and BS 213-3' rigion were 1 Xho
= kindly provided by Prof Jean-Pierre Zryd (Universite de Lausanne), ,x, FmaCl® . .
2 (reference . The Plant Joumnal {1997} 11 (&), 1195-1208) Y unique site

No.9
E’-
3
L



No. 10. pCMAK1

Q20 1Aunigryod

°E| d

pUC ori

21185580 087

Sse 83871
Pme |
Mot |

Kpn |

Hoal
Apal
xho |
Fma Cl

Eco Rl

IMVYINDd

Kpon |
P |
Sse B3A7I
Mot |



No. 11 and 12. pTFH38.9N and pTFH38.9C.

Ser S8 H-Prnnl-Nerl- K Keri-Pr-Sse8287 - Nel
h 0.8k e R . . i
Hear-Apal-Ha "

Wh=# Bsril Berial  BsrGl /

. pTFH38.9N e

PAES-mR=P-gateway cassette-Tros in o7 FH3E 6N was oortially cut by H3-RI
ther irserted into H3-Rlaf pCMAK2 (K and 2mn, and Che res],
Gataway & cassette s used.

Sz283E Fi-Fmel-Nerd-Kon! Honl-Prl-SssB3871-Moki

0.5k 1,713k - 0.67k 0,25k
o e T iy e
) sh A Rl
Hpai-Apai-Ha™ D125k enaa Bl

EsrGl  Bsrfl

pTFH38.9C -
P

—

PEES-gateway rassette-mAFP-Tros in pTFH3EGC was partially cat by H3-RI
then inserted inta H3 Rl of pCMAKR (Kt and Amp, ard Crares).
Gatzway B cassette 5 used.



No. 13 and 14. pKS2 and pACtN-GFP.

pKS2

Cloning site of your favorite cDMA
. Sall Clal
Kool Hindill Tros
3" daning site
Clonmng ste of your favorte cONA .
1
Pactin GICGAC CCT GCAGGG TTT AAACGG CGC GCC ATC GAT AAG CTT TTG GTG AG

EcoRy-BamH-xbal  3all SseB3a7I Frmel Ascl Clal Hindll® sGFF

3 doning site: Spel® - Sphi® - EcoBV" - Xhol” - BamHI* - Spel” - Xbal® aemmn,

Crunigue ste
“TMNOT unigue site

PACIN-GFP cloning ste of your favorite cDNA
gpnl Hindill Sall Clal

Tros

3' dloning site

Cloning site of your favorite cDiNA
TG TAC AAG TCG ACC GCT CCC GCC ATC GAT TAA
Sal| Clal Stop

3 cloning site:  Spel” - Sphi” - EcoRY" - Xhol" - BamHI* - Spel{Notl {Sacil) Sacl



No. 15. pTFH22.4.
5/31/1

TFH#22-4(1)

Pact (1.4)

Asel{PshBI)

pTFH22.4 s
6.4 kb 55
™)

%hﬂeﬂmp&

Smal Apal SfiI

Azscl
aaGATATCGECCATTCAGGCCGECGCGCCACCCGEGAGGGCCCEGCCEGATTTGEC Catca

MCS EcoRV SfiI
P35S(800)-5ph/Sma from pBI221 was inserted into pTFH15 3 ::dProGFP-5ph/PmaCl.

No cut-- Bsml, Mlul, Pmel,
| cut --Sphl, Ascl, Apal, Smal (TFH#22-4(1, &))
Sacll, 55283871, Rsrll, Nrul, Bssll, BstEIL Kpnl, Spel, PmaCl, EcoRV

more than 2 cut -- SgrAl, Salli2sites)
=

TFH#15-4(1). #15-4(5), #15-3(2). #22-1{ 10 7)



No. 16 and 17. pTFH38.6N and pTFH38.6C.

0.8k xh* Rl

Bsril

PTFH38.6N

mRFP is into pUGWO Aor3 THI site,

pUCT 12 backbone
Amp-Cm res,

B R . = 0.67k 0.25k
xh xh-. R '1 F.‘\ F
0.125k Rl
HIXbH3 ' i

Bsril

pTFH38.6C

MRFP is into pUGWE AorsTHI site,
LC119 backbone

) .
B cassette is used,

Bsril




No. 18. pTKM1.

- Cloning site
|
Xbal EcoRV-Sil-Ascl-Smal-Apal-Siil

Confirmad rastriction enzyme site by digastion;

Sphl
FooRl, Hindlll, Smal, Apal, Kprl.

Hindlll

Sequence of cloning site (confirmed by sequencing )

GATATC ATTCA GGCGCGCCACCCGGEG

ASC KNmia

GATTT

Derivatives
PTKMA: no insert
pTEMAsGFP: sGFP insert between Smal-Apal

pTKMIDsRED: DsRED insent between Ascl-Apal
(note; synonmimus musation may ccowr in DsRED, A &t 338 may ke G)

pUC18 backbone

Actin promaoter, cloning site and rbeS terminater are derived

from pTFH15.3. The fragment (approx. 2kb) was inserted in
Smal site of pUC18 April 10, 2003 by Takashi Murata



