Technical Data Sheet

PAcGHLT-A,B,C Baculovirus Transfer Vector Set

Product Information

BD BaculoGold™

Material Number: 554792
Component: 51-21460P
Description: pAcGHLT-A
Size: 20 ug (1 ea)
Concentration: 1.0 mg/ml
Component: 51-21461P
Description: pAcGHLT-B
Size: 20 ug (1 ea)
Concentration: 1.0 mg/ml
Component: 51-21462P
Description: pAcGHLT-C
Size: 20 ug (1 ea)
Concentration: 1.0 mg/ml
Description

The pAcGHLT-A,B,C baculovirus transfer vectors are derivatives of the pAcG1 vector. They contain a 6xHis? tag and a glutathione
S-transferase (GST) tag upstream of the MCS and will express the desired protein as a 6xHis-containing GST fusion protein. 6xHis fusion
proteins bind with high affinity to Ni-NTA Agaroset and GST fusion proteins have a high affinity for reduced glutathione. Therefore, a highly
efficient single step affinity purification can be done on GST-6xHis-tagged proteins using either metal chelate matrices (Ni-NTA Agaroset) or
glutathione agarose beads. A protein kinase A site follows the 6xHis sequence in the plasmids. This allows the purified proteins to be
phosphorylated with protein kinase A. This phosphorylation should not alter the binding affinity of the recombinant protein to any of its
ligands. After purification, the GST and 6xHis tags can be removed by incubating the fusion protein in the presence of the proteinase cleavage
enzyme thrombin. All foreign inserts must be in frame with the GST open reading frame (ORF). These vectors are derived from the polyhedrin
locus and are recommended for use with BD BaculoGold™ baculovirus DNA (Cat. No. 554739).

Preparation and Storage

Store undiluted at -20° C.

The plasmid DNA has been purified using a silica bead matrix and dissolved in TE buffer (10 mM Tris-HC1 pH 7.5; 1 mM

EDTA).

Application Notes

Recommended Assay Procedure:

For expression of a fusion protein under the polyhedrin promoter, insert your gene of interest into a suitable restriction site that is in frame with
the GST OREF in the vector. Transform and amplify the plasmid DNA in E. coli strains (DHSa, HB101 or other suitable strain) under ampicillin
selection. For generation of recombinant virus, perform a co-transfection of the pAcGHLT vector and linearized baculovirus DNA (BD
BaculoGold™ viral DNA Cat. No. 554739) into a susceptible cell line (Sf9 or Sf21). Monoclonal antibodies to GST (clone G172-1138, Cat. No.
554805 or clone B19-2, Cat. No. 554824) may be used to detect recombinant GST-fusion proteins by western blot analysis.

*Please visit us at www.bdbiosciences.com to view or download a Baculovirus Expression Vector System Manual.

FThe 6xHis Vectors included in the kit were developed by BD Biosciences Pharmingen and produced in collaboration with QTAGEN. The
Ni-NTA Agarose is produced by QIAGEN.

Suggested Companion Products

Catalog Number Name Size Clone
554739 Linearized Baculovirus DNA 5 transfections (none)
560129 Transfection Kit S transfections (none)

BD Biosciences

www.bdbiosciences.com

United States Canada Europe Japan Asia Pacific Latin America/Caribbean
877.232.8995 888.259.0187 32.53.720.550 0120.8555.90 65.6861.0633 55.11.5185.9995

For country-specific contact information, visit www.bdbiosciences.com/how_to_order/

Conditions: The information disclosed herein is net to be construed as a recommendation to use the above product in violation
of any patents. BD Biosciences will not be held responsible for patent infringement or other violations that may occur with the
use of our products. Purchase does not include or carry any right to resell or transfer this product either as a stand-alone
praduct or as a component of another product. Any use of this product other than the permitted use without the express
written authorization of Becton Dickinsen and Company is strictly prohibited.

Far Research Use Only. Not for use in diagnostic or therapeutic procedures. Not for resale

BD, BD Logo and all other trademarks are the property of Becton, Dickinson and Company. ©2007 BD
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Plasmid Map of the Baculovirus Transfer Vector Set.

Product Notices
1. Since applications vary, each investigator should titrate the reagent to obtain optimal results.

2.  Please refer to www.bdbiosciences.com/pharmingen/protocols for technical protocols.
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2851 BamHI (2862)

I

CCT CCA Add TCG GAT CCG ATG GGA CAT CAT CAT CAT CAT CAC GGA AGG AGA AGG GCC AGT GTT GCG
Pro Pro Lys Ser Asp Pro Met Gly His His His His His His Gly Arg Arg Arg Ala Ser Val ala

GST protein 6xHis tag Protein kinase A site

Thrombin cut

Stul (2980)

Ndel (2958) EcoRI (2974)

|

GCG GGA ATT TTG GTC CCT CGT !A AGC CCA GGA CTC GAT GGC ATA TGC TCG ATC GAG GAA TIC AGG

Ala Gly Ile Leu Val Pro Arg Gly Ser Pro Gly Leu Asp Gly Ile Cys Ser Ile Glu Glu Phe Arg
Thrombin cleavage site

Styl (2986)

Kpn | (3012)
Ncol (2986) Notl (2998) Sse83871 (3005) Xmal (3018)
Bglll (3024
Dsal (2986) o | (2992) Pstl (3006 Smal (3018) “i )

| |
CCT CCA TGG GAG CTC GCG GCC GCC TGC AGG GTA CCC CCG GGA GAT CTG TAC CGA CTC TGC TGA
Pro Pro Trp Glu Leu Ala Ala Ala Cys Arg Val Pro Pro Gly Asp Leu Tyr Arg Leu Cys Stop

2851 BamHI (2862)

I
CCT CCA AAA TCG GAT CCG ATG GGA CAT CAT CAT CAT CAT CAC GGA AGG AGA AGG GCC AGT GTT GCG
Pro Prc Lys Ser Asp Pro Met Gly His His His His His His Gly Arg Arg Arg Ala Ser Val Ala

) 6xHis tag Protein kinase A gite
GST protein

Thrombin cut Xho! {2966) Stul (2078)

' EcoRI (2972)
|
GCG GGA ATT TTG GTC CCT CGT"GGA AGC CCA GGA CTC GAT GGC ATA TAT GCT CGA GGA ATT CAG GCC
Ala Gly Ile Leu Val Pro Arg Gly Ser Pro Gly Leu Asp Gly Ile Tyr Ala Arg Gly Ile Gln Ala
Thrombin cleavage site

Styl (2984) «
pnl (3010)
Ncol (2084) Notl (2006) S5e83871 (3003) 0 sore B9 3022)
Bsal ;2934) Sacl (2990) | Pstl (3004) Smal (3016)
l |

TCC ATG GGA GCT CGC GGC CGC CTG CAG GGT ACC CCC GGG AGA TCT GTA CCG ACT CTG CTG AAG
Ser Met Gly Ala Arg Gly Arg Leu Gln Gly Thr Pro Gly Arg Ser Val Pro Thr Leu Leu Lys

2851 BamHI (2862)

CCT CCA AAA TCG GAT CCG ATG GGA CAT CAT CAT CAT CAT CAC GGA AGG AGA AGG GCC AGT GTT GCG
Pro Pro Lys Ser Asp Pro Met Gly His His His His His His Gly Arg Arg Arg Ala Ser Val Ala

GST exHis tag Protein kinase A site
protein Thrombin cut Styl (2982)
Xhol (2964) Stul (2976) Ncol (2982)

Ndel (2958
ol ¢ ) EcoRl (2970) Dsal (2982)
|

' |
GCG GGA ATT TTG GTC CCT CGT' GGA AGC CCA GGA CTC GAT GGC ATA TGC TCG AGG AAT TCA GGC CTC

Ala Gly Ile Leu Val Pro Arg Gly Ser Pro Gly Leu Asp Gly Ile Cys Ser Arg Asn Ser Gly Leu
Thrombin cleavage site

sse8387] (3001)  Kpnl (3008)

Xmal (3014
Sacl (2988) Notl (2994) Pstl (3002) Sm; ((30-‘4; Bglll (3020)

CAT GGG AGC TCG CGG CCG CCT GCA GGG TAC CCC CGG GAG ATC TGT ACC GAC TCT GCT GAA GAG
His Gly Ser Ser Arg Pro Pro Ala Gly Tyr Pro Arg Glu Ile Cys Thr Asp Ser Ala Glu Glu

Multiple cloning sites of the Baculovirus Transfer Vector Set.
PACGHLT-A, Component # 51-21460P (upper panel)
PACGHLT-B, Component # 51-21461P (middle panel)
PACGHLT-C, Component # 51-21462P (lower panel).
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