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Abstract - Salsolinol and its N- and N,N-geranylated derivatives were tested for 

antimicrobial, cytotoxic, anti-oxidant, and anti-HIV activities, as well as 

inhibitory activity against Epstein-Barr virus early antigen (EBV-EA) activation 

induced by 12-O-tetradecanoylphorbol-13-acetate (TPA) in Raji cells.  

N,N-Geranylation increased potency in three different assays, antimicrobial, 

cytotoxic, and EBV-EA, while N-geranylation increased potency to a lesser extent 

in these same assays.  N,N-Geranylated salsolinol was significantly active in all 

assays, except anti-HIV, and may be useful as a lead compound for developing 

potential chemotherapeutic agents.

Salsolinol (1, 1-methyl-6, 7-dihydroxy-1, 2, 3, 4-tetrahydroisoquionoline),
 
a dopamine (DA)-derived 

alkaloid, is one of the dopaminergic
 
tetrahydroisoquinoline neurotoxins.  It is present naturally in both 

rat
1
 and human

2
 brain, and is also found

 
in certain foods, such as cheese and banana,

3
 and some alcoholic 
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beverages, such as beer and wine.
4
  Salsolinol has several unique pharmacological

 
activities.

5  
It has 

been reported that strong cancer preventive potential was found in flavonoids having a prenyl side-chain 

in the molecule, however, the inhibitory activities of compounds lacking a prenyl group were not fully 

estimated.
6
  From a pharmacological viewpoint, the addition of an isoprenoid chain frequently renders a 

molecule more effective than the parent compound.
7
  Thus, prenylated compounds represent a new 

frontier for the development of novel drugs, in particular, anti-microbial, anti-oxidant, anti-inflammatory, 

and anti-cancer agents.  We have previously tested the antimicrobial, antimalarial, cytotoxic, anti-HIV, 

and anti-oxidant activities and inhibitory effects on EBV-EA induction of the isoquinoline alkaloids.
8,9

 

Some of the tested isoquinolines showed significant activities in these assays.  It was expected that 

addition of the prenyl group to the isoquinoline alkaloids would increase potency compared with the 

parent compounds in some assays.  In this paper, we describe the synthesis of N-geranyl and N,N-geranyl 

salsolinol derivatives and compare their activities with those of salsolinol, N-methylsalsolinol, and 

N,N-dimethylsalsolinol in five assays, antimicrobial activity, cytotoxicity evaluation,
10

 inhibitory effects 

on EBV-EA induction,
11

 free radical scavenging activity, and anti-HIV activity.
12

 

 

Geranylation of (±)-salsolinol (1) with geranyl bromide and NaH in N,N-dimethylformamide at RT for  

4 h gave two geranylated products (2 and 3).  

 

Compounds, 2 and 3 were separated by preparative HPLC using NH4OAc (0.05% TFA)-MeOH (0.05% 

TFA).   
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The molecular formula of compound 2 was determined to be C20H30NO2 by analysis of its HRSIMS 
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([M+1], m/z 316.2257), which indicated the presence of one geranyl group.  The 
1
H NMR spectrum 

displayed two aromatic proton singlets at  6.62 and 6.57, a methine proton at (q, J = 6.5 Hz), two 

methylene protons [3.60 (1H, m) and 3.38 (1H, m), 3.00 (1H, m) and 2.93 (1H, m)], and a methyl 

proton signal [ 1.60 (3H, d, J = 6.5 Hz)], characteristic of an isoquinoline moiety, and three methyl 

proton signals at 1.70 (6H, s) and1.64 (3H, s), two olefinic protons at  5.35 (t, J = 7.5 Hz) and 5.10 

(m), and three methylene protons [3.78 (1H, dd, J = 13.5, 7.5),  3.84 (1H, dd, J = 13.5, 7.5), and 2.19 

(4H, m)], assignable to a geranyl group. An olefinic proton at  5.35 showed COSY coupling to the 

non-equivalent methylene protons at  3.78 and 3.84, which led to the assignment of H-2’ ( 5.35) and 

H2-1’ ( 3.78 and 3.84).  The following COSY correlations were also observed: a methyl proton at  

1.60with a methine proton at 4.42a methyl proton at 1.64with an olefinic proton at  5.10and two 

methyl protons at  1.70with two olefinic protons at 5.10and 5.35.  One of the methyl signals at  

1.70 should be assigned to the 3’-Me, and the olefinic proton signal at  5.10was assigned as H-6’.  The 

NOE correlations between an aromatic proton at 6.57 and both H-1 and 1-Me indicated that this 

aromatic proton was assigned as H-8. The aromatic proton at 6.62, which correlated with the methylene 

protons at  2.93 and 3.00 (H2-4) was assigned as H-5.  NOE correlations were also observed between 

the methine proton at  4.42 (1-H) and the methylene protons at  3.78 and  3.84 (H-1’), indicating a 

geranyl group was attached to nitrogen (N-2).  Based on the above evidence, compound 2 was 

postulated to be 2-geranylated salsolinol.
  

Moreover, the 
13

C NMR spectrum of 2 supported this 

assignment, with signals corresponding to nineteen carbons (one carbon was overlapped), including  

two protonated olefinic carbons (124.62, 114.05), two protonated aromatic carbons ( 115.97, 114.41), 

six quaternary carbons (149.40147.04, 146.32, 133.22, 124.62, 121.96), five methylene carbons ( 

51.70, 44.69, 40.76, 26.98, 23.47), a methine carbon ( 58.29), and four methyl carbons (25.95, 21.38, 

17.80, 16.71).  The carbon signals at  44.69 (C-3) and 58.29 (C-1) displayed HMBC correlations with 

the proton signal at 3.78 (H-1’), confirming N-geranylation, which was suggested by the NOE 

correlation between H-1 and H-1’. 
 
Assignments of 

1
H and 

13
C signals of 2, obtained by 1D and 2D 

(
1
H-

1
H COSY, NOESY, HSQC, and HMBC) spectroscopic data, are listed in Table 1.  On the basis of 

these data, the structure of 2 was established to be 2-geranylated salsolinol.  The geometry of the 

disubstituted olefinic bond (between 2’ and 3’) was determined to be E on the basis of the NOE 

correlation between H-2’ and H-4’. NOE correlations were observed between H-3 ( 3.60) and H-4 

(2.93) and between H-3 ( 3.38) and H2-4 ( 3.00 and 2.93), indicating axial-orientation of H-3 at  

3.60.  The NOE correlation between 1-Me and Hax-3 indicated axial-orientation of the methyl group at 

C-1. Configuration of the N-geranyl group is considered to be equatorial based on the NOE correlation 

between axial 1-Me and H-1’.  
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Table 1. 
1
H NMR ,

13
C NMR, and 2D NMR data for compound 2 (500 MHz, CD3OD、J in Hz) 

                           

No. １H NMR (, J)  NOESY HMBC         13
C NMR

 
()   DEPT  

                           

1 4.42 (1H, q ,J = 6.5Hz)     1-Me, H-8, H2-1´ C-1a, C-3       58.29   CH 

             C-4a, C-8 

1-Me  1.60 (3H, d, J = 6.5Hz)  H-1        C-1, C-1a         21.38   CH3 

           H-3 (3.60)      

H-8, H2-1´      

1a                                 124.62
c 

   C 

3 3.38 ( 1H, m, eq )         H2-4, H-1´    

                    44.69   CH2 

 3.60 ( 1H, m, ax )         1-Me          

                     H-4 (2.93) 

4 2.93 ( 1H, m, eq )        H2-3、H-5       C-3, C-4a  

             C-5 

                              23.47   CH2 

       

3.00 ( 1H, m, ax )        H-3 (3.38)       C-3, C-4a, 

            C-5 

4a                              121.96      C   

5 6.62 (1H, s)         H-4 (2.93)       C-1a, C-7     115.97    CH 

6                   147.04      C   

7                 146.32     C 

8 6.57 (1H, s)         1-Me, H-1       C-1, C-4a        114.41    CH 

             C-6 

1´   3.78 (1H, dd, J = 13.5, 7.5 Hz)  H-1, H-2´       C-1, C-3           

           H-3 (3.38)       C-2´, C-3´ 

           51.70   CH2  

  3.84 (1H, dd, J = 13.5, 7.5 Hz)  H-1        C-2´, C-3´ 

2´ 5.35 (1H, t, J = 7.5 Hz)  H-1´, H-4´       C-1´, 3´-Me      114.05        CH   

             C-4´ 

3´                            149.40          C   

3´-Me  1.70, (3H )
a
         H-5´        C-2´, C-3´         16.71         CH3 

                C-4´ 
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4´  2.19 (2H )
b
         H-2´, H-6´       C-2´, 3´-Me           40.76       CH2   

              C-5´, C-6´ 

5´ 2.19 (2H )
 b

         3´-Me       C-3´,C-4´         26.98   CH2   

           7´-Me       C-7´ 

6´ 5.10 (1H, m )         H-4´        C-8´              124.62
c
      CH 

7´                         133.22     C 

7´-Me 1.64 (3H )         H-5´        C-6´, C-7´             17.80      CH3 

             C-8´ 

8´ 1.70 (3H )
a
         H-6´        C-6´, C-7´        25.95      CH3 

                7´-Me 
                          

a~c: Overlap with each other   
 

 

Table 2. 
1
H NMR ,

13
C NMR, and 2D NMR data for compound 3 (500 MHz, CD3OD、J in Hz) 

                          

No. 
 １H NMR(, J)      NOESY        HMBC ()     

13
C NMR ()    DEPT 

                          

1      4.52 (1H, q, J = 6.5 Hz)   1-Me,H-8           C-1a ,C-3,      65.33        CH 

        H-1´(3.98)         C-4a, C-8    

         H-1´´ (3.89)          1-Me 

         H-2´, H-2´´ 

1-Me  1.65 (3H, d, J = 6.5 Hz)    H-1         C-1             19.36        CH3 

         H-3 (3.67) 

         H-8, H2-1´´           

1a                                               125.07         C 

3 3.52 (1H, m)       H-1´´ (4.00)             

         H2-4 

                     51.45      CH2 

 3.67 (1H, m)       1-Me   

         H-1´´ (4.00) 

4 3.02 (1H, m)                  

         H2-3 (3.67)          C-1a, C-3       24.12    CH2 

         H-5             C-4a 

 3.03 (1H, m)              

4a                      121.11          C 

5 6.64 (1H, s)       H2-4             C-1a, C-4       115.81      CH 
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                      C-7 

6                        147.40          C 

7                              146.56          C  

8 6.57 (1H, s)   1-Me, H-1            C-1, C-4a       114.99         CH 

                 C-6 

1´  3.83 (1H, dd, J = 14.0, 6.5 Hz)  3´-Me            C-1, C-1´´    

                 C-2´, C-3´        55.34        CH2 

 3.98 (1H, dd, J = 14.0, 8.0 Hz) H-1            C-1´´, C-3´ 

2´ 5.42 (1H, t, J = 7.0 Hz)   H-1            3´-Me, C-4´         112.25         CH 

       H-1´(3.83)        

H-4´     

       H-1´´(4.00) 

3´                                 151.15          C   

3´-Me 1.52 (3H, s)    H-1´(3.98)           C-2´,C-3´             16.98         CH3 

H-5´      C-4´ 

4´ 2.20
a
     H-2´, H-6´           C-4, C-2´             41.06

c    
CH2 

  (4H, m)                C-3´, 3´-Me 

                C-5´, C-6´ 

5´ 2.20
 a
     3´-Me, 7´-Me     C-4´, C-7´            27.05         CH2 

6´ 4.99 (1H, m)    H-4´, H-8´           C-5´, 7´-Me           124.79
d        

   CH 

7´                          133.34           C   

7´-Me 1.627 (3H, s)    H-5´      C-6´,C-7´            17.89
e
        CH3 

                   C-8´ 

8´ 1.681 (3H, s)    H-6´           C-6´, C-7´             26.02
f  

  CH3 

                7´-Me 

1´´ 3.89 (1H, dd, J = 14.0, 7.0 Hz) 1-Me, 3´-Me     C-3, C-1´   

                C-2´´, C-3´´ 

                             57.56        CH2   

  4.00 (1H, dd, J = 14.0, 7.5Hz) 1-Me, H2-3     C-1, C-3    

                C-1´, C-2´´ 

                C-3´ 

2´´  5.54 (1H, t, J = 7.0Hz)   H-1                 3´´-Me, C-4´´          112.10   CH   

      H-1´(3.98)  

      H-4´´ 
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3´´                              150.34     C   

3´´-Me 1.81 (3H, s)   H-1´(3.89)        C-2´´, C-3´´            17.15  CH3   

      H-5´´        C-4´´ 

4´´ 2.25ｂ    H-2´´, H-6´´        C-3´´, 3´´-Me              41.06
c  

CH2   

 (4H, m)           C-6´´ 

5´´         2.25ｂ    3´´-Me, 7´´-Me     C-4´´, C-7´´             27.19  CH2  

6´´ 5.12 (1H, m)   H-4´´, H-8´´        C-5´´, 7´´-Me          124.79
d
  CH   

7´´                      133.30   C   

7´´-Me 1.633 (3H, s)   H-5´´        C-6´´, C-7´´             17.90
e
   CH3 

             C-8´´ 

8´´ 1.68 (3H, s)   H-6´´        C-6´´, C-7´´            25.98
f
  CH3 

             7´´-Me 

                                                                                      

a~d: Overlap with each other 
e, f: Assigments may be interchanged. 

 

The molecular formula of compound 3 was determined to be C30H46NO2 by analysis of its HRSIMS (M
+
, 

m/z 452.3527), which indicated the presence of two geranyl groups.  The 
1
H NMR spectrum showed two 

aromatic protons ( 6.57, 6.64), two methylene protons [3.67 (1H, m), 3.52 (1H, m), 3.03 (1H, m), 3.02 

(1H, m)], a methine proton [ 4.52 (1H, q, J = 6.5 Hz)], a methyl group [ 1.65 (3H, d, J = 6.5 Hz)], 

indicating an isoquinoline moiety, and six methyl protons (1.681 and 1.68 and  1.633 and 1.627,  1.81 

and 1.52), four olefinic protons ( 5.54 and 5.42, 5.12 and 4.99), and six methylene protons [ 2.25 (4H, 

m) and 2.20 (4H, m), 4.00 (1H, dd, J = 14.0, 7.5 Hz) and 3.89 (1H, dd, J = 14.0, 7.0 Hz), 3.98 (1H, dd, 

J = 14.0, 8.0 Hz) and 3.83 (1H, dd, J = 14.0, 6.5 Hz)], suggesting two sets of signals due to two geranyl 

groups.  The 
13

C NMR spectrum displayed signals corresponding to twenty eight carbons (two carbons 

were overlapped), including a methine carbon [65.33 (C-1)] and three deshielded methylene carbons ( 

57.56, 55.34, and 51.45), which suggested they were adjacent to the quaternary nitrogen.  The methylene 

protons at  4.00 and 3.89 (H-1”) showed HMBC correlations with two carbons at  51.45 (C-3) and 

55.34 (C-1’), and one of them (4.00) also showed correlation with the carbon at 65.33 (C-1).  

Furthermore, HMBC correlations were observed from the methylene protons at  3.83 and/or 3.98 (H-1’) 

to the carbons at 57.56 (C-1”) and 65.33 (C-1).  It was established that both geranyl groups were 

attached to nitrogen on the basis of these HMBC correlations, as well as NOESY correlations between the 

methine proton at 4.52 (H-1) and the olefinic protons (5.42 and 5.54, H-2’ and H-2”) in the geranyl 

moiety.  From assignments of 
1
H and 

13
C signals of 3 (Table 2) obtained by the analyses of the 

1
H-

1
H 

HETEROCYCLES, Vol. 77, No. 2, 2009 1361



 

COSY, NOESY, HSQC, and HMBC spectra, compound 3 was determined to be 2, 2-digeranylated 

salsolinol.  The geometries of the disubstituted olefinic bonds (between 2’ and 3’ and between 2” and 

3’’) were determined to be E on the basis of the NOE correlations between H-2’ and H-4’ and H-2” and 

H-4”, respectively.  The axial-orientation of the methyl group at C-1 was suggested by the NOE 

correlations between the methyl proton at 1.65 and axial proton (3.67) of H2-3 (3.67 and 3.52). 

Correlations were observed between this methyl signal and the methylene proton at 3.89 and 4.00 

(H-1’’) and between H2-3 (axial and equatorial protons) and H-1’’ at  4.00, indicating equatorial 

orientation of the geranyl group (C-1’’).  

 

()-N-Methylsalsolinol (4) was prepared by acid-catalyzed ether cleavage of ()-carnegine.
9
  

 

()-N,N-Dimethylsalsolinol (5) was obtained by N-methylation of 4. The molecular formula of compound 

4 was determined to be C12H18NO2 by analysis of its HRSIMS (M
+
, m/z 208.1350).   

 

The structures of 4 and 5 were determined by analysis of their 
1
H and 

13
C NMR and 2D NMR data 

(Tables 3 and 4). 

 

Table 3. 
1
H NMR ,

13
C NMR, and 2D NMR data for compound 4 (500 MHz, CD3OD、J in Hz) 

                          

No. １H NMR (, J)  NOESY  HMBC     
13

C NMR
 
()      DEP 

                          

 

1 4.42 (1H, q ,J = 6.5Hz)  1-Me, 2-Me, H-8 C-1     60.93        CH 

1a                 124.74         C 

3 3.40 ( 1H, m)  H-4  

                  48.42            CH2 

 3.62 ( 1H, m)  H-4, 1-Me   

4  3.00 ( 1H, m)        H2-3, H-5  C-4     24.46         CH2 

4a                  121.90     C   

5 6.624 (1H, s)  H-4   C-1a, C-4, C-7    115.98    CH 

6                  147.01     C   

7             146.31     C 

8 6.616 (1H, s)  1-Me, H-1  C-1, C-4a, C-6   114.25    CH 

1-Me 1.62 (3H, d, J = 6.5Hz) 2-Me, H-1,  C-1, C-1a    19.09    CH3 

           H-3 (3.62), H-8 

2-Me 2.95 (3H, s)        1-Me, H-1  C-1, C-3    40.23    CH3 
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Table 4. 
1
H NMR ,

13
C NMR, and 2D NMR data for compound 5 (500 MHz, CD3OD、J in Hz) 

                          

No. １H NMR (, J) NOESY HMBC  
13

C NMR
 
()   DEPT  

                           

 

1 4.57 (1H, q , J = 6.5 Hz) 1-Me, 2-Me (3.19)     1-Me, 2-Me (50.46)  68.23  CH 

2-Me (3.13) , H-8      2-Me (48.61), C-1a  

            C-3, C-4a, C-8 

1a              123.42    C 

3    3.57 ( 1H, m, eq )    2-Me (3.19)      C-1, 2-Me (48.61)  

       2-Me (3.13), H-4      C-4, C-4a 

                56.12  CH2 

3.77 ( 1H, m, ax )    1-Me, 2-Me (3.19)     2-Me (50.46), C-1 

       2-Me (3.13), H-4      C-4, C-4a 

4 3.07 ( 2H, m)     H2-3、H-5       C-1a , 2-Me (50.46) 23.15  CH2 

            C-4a , C-5,  

4a                119.40   C   

5 6.64 (1H, s)     H-4       C-1a, C-4, C-7  114.71  CH 

6                146.06   C   

7           145.28   C 

8 6.62 (1H, s)     1-Me, H-1       C-1, C-4a, C-6  113.35  CH 

1-Me  1.67 (3H, d, J = 6.5 Hz)  2-Me (3.13), H-1      C-1, C-1a   17.31  CH3 

       H-3 (3.77), H-8 

2-Me  3.13 (3H, s)     H-1, 1-Me, H-3 (3.57)  C-1, C-3, 2-Me (50.46)  48.361     CH3 

2-Me  3.19 (3H, s)     H-1, H-3 (3.57)       C-1, C-3, 2-Me (48.61)  50.46  CH3 

       H-3 (3.77) 

                          
 

 

Salsolinol (1), 2-geranylated salsolinol (2), 2, 2-digeranylated salsolinol (3), N-methylsalsolinol (4), and 2, 

2-dimethylsalsolinol (5) were tested against Staphylococcus aureus (Gram-positive) and Escherichia coli 

(Gram-negative) by the liquid dilution method.  The minimum inhibitory concentrations (MIC) are 

presented in Table 5. 
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Table 5.  Antibacterial activity of salsolinol (1) and its N-geranylated and N-methylated derivatives   

(2 - 5)  

———————————————————————————————— 

    MIC (g/mL)a 

Compounds   S. aureus         E. coli   (IFO 026)   

———————————————————————————————— 

 

1  > 1000    > 1000   

2    62.5    1000    

3    7.8    31.3 

4  > 1000    > 1000 

5  > 1000    > 1000 

BA
b
    3.9    15.7 

BZ
c
    7.8    62.5       

————————————————————————————————— 

a: This value was defined as the lowest concentration of the test substance which did not induce growth in 

comparison with a blank experiment.  

b: benzalkonium chloride 

c: benzethonium chloride    

 

 

N-Geranylation increased activity compared with salsolinol (1), N-methylsalsolinol (4), and 

N,N-dimethylsalsolinol (5), which were inactive.  Notably, N,N-digeranylated salsolinol (3) displayed 

significant activity (7.8 g/mL) against S. aureus.  Thus, from these data, N-quaternization by 

N-geranylation, not simply N-alkylation, appears to be important for enhanced antimicrobial activity.  

 

Salsolinol (1), as well as its N-geranylated (2 and 3), and N-methylated derivatives (4 and 5) were assayed 

for in vitro cytotoxicity against five human tumor cell lines, including lung carcinoma (A-549), prostate 

carcinoma (DU145), epidermoid carcinoma of the nasopharynx (KB), a drug-resistant KB-subline 

(KBvin), and human promyelocytic leukemia (HL-60).  The cytotoxicity data are given as an ED50 value 

for each cell line, the concentration of compound that caused a 50% reduction in absorbance at 562 nm 

relative to untreated cells using SRB
10

 and MTT
13

 assays (HL60 is a non-adherent cell line; therefore, the 

SRB assay could not be used with it), and are shown in Table 6.  The parent salsolinol (1) was inactive 

in all cell lines in both SRB and MTT assays.   
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Table 6.  In vitro cytotoxic activity of salsolinol (1) and its geranylated and methylated derivatives   

(2 - 5) against various human tumor cell lines 

——————————————————————————————————————      
        Cell linea 
Compounds 
  A-549  DU-145   KB   Kbvin  HL-60   
——————————————————————————————————————   

ED50 (g/mL)b-SRB 
  —————————————————————————————————  

1  NAc   NA    NA   NA  

 NDc   

2  7.75   7.75   10.05   5.64    

 ND  

3  5.72        3.84    3.28   NA  

 ND 

4  > 20   > 20   > 20   > 20  

 ND 

5  > 20   > 20   > 20   > 20  

 ND 

Taxold
 
2.91   1.91    3.1   > 850   ND          

 
     ED50 (g/mL)b-MTTe 
  —————————————————————————————————  
1  NA   NA   NA   NA  

 NA             

2  NA   NA   NA   NA  

 NA         

3  15.82        3.28   5.7   NA  

 1.2             

—————————————————————————————————————  

a: A-594: lung carcinoma, DU-145: prostate carcinoma , KB: epidermoid carcinoma of the nasopharynx, 

KBvin: drug-resistant, HL-60: human promyelocytic leukemia .  

b: Cytotoxicity as ED50 for each cell line, the concentration of compound that causes a 50% reduction in 

adsorbance at 562 nm relative to unreated cells using the SRB or MTT assay.  Pure compound is 

considered to be significantly active when its ED50 < 4.0 g/mL.  

c: NA: no activity (if it does not have 50% inhibition at 20 g/mL, we suggest it has no activity); ND: not 

determined 

d: ng/mL 

e: Different time of treatment (because of long doubling time in HL-60): 24 hr for A-549, DU-145, KB, 

and KBvin; 72 hr for HL-60 in MTT assay    

HETEROCYCLES, Vol. 77, No. 2, 2009 1365



 

N-Geranylsalsolinol (2) showed either weak or no activity against all cell lines in SRB and MTT assays, 

respectively, and N-methylsalsolinol (4) and N,N-dimethylsalsolinol (5) showed no activity in SRB assays.  

In comparison, N,N-digeranylsalsolinol (3) showed increased activity against DU-145, KB, and HL-60 

cell lines.  Compound 3 exhibited the highest potency (1.2 g/mL) against the HL-60 cell line, and also 

displayed high activity (0.77 g/mL) against this cell line in a WST-8 assay.
14

  Thus, N-geranylation, 

particularly digeranylation, increased cytotoxicity activity, while N-methylation, either mono or di, had 

no effect.  The increase in cytotoxicity, as seen in 3 compared with 1, 2, 4 and 5, might be due to an 

increase in lipophilicity caused by additional geranyl moieties.  Because KBvin cells were resistant to 3, 

the compound is likely a substrate for the p-glycoprotein drug efflux pump. 

   

The Epstein-Barr virus early antigen (EBV-EA) activation assay is considered to be an effective indicator 

for the evaluation of anti-tumor-promoting activity.
11

  The inhibitory effects of 1-5 on EBV-EA 

activation induced by 12-O-tetradecanoylphorbol-13-acetate (TPA) in Raji cells were examined as a 

primary screening of anti-tumor-promoting activity.  The inhibitory effects of the test compounds on 

TPA-induced EBV-EA activation, their effects on the viability of Raji cells, and the 50% inhibitory 

concentration (IC50) values are shown in Table 7.  All compounds displayed stronger inhibition (IC50 

296-384) than that of the reference compound-carotene (IC50 400), which has been studied extensively 

in cancer chemoprevention using animal models.
15

  The inhibitory activity was more increased by 

geranylation than methylation on nitrogen.  N-Geranylation than N-methylation appears to be important 

for enhanced activity.  2, 2-Geranylated salsolinol (3) displayed the strongest inhibition, and its activity 

was higher than that of ginsenoside-Rg1, which is known as a strong anti-tumor-promoter.
16

  Thus, 

these compounds, especially N-geranylated derivatives appear to be useful leads for further development 

of potential cancer chemopreventive agents. 

 

Several human illnesses, such as cancer, diabetes, atherosclerosis, etc., can be linked to the damaging 

action of reactive free radicals.
17

  The ability of compounds 1–3 to scavenge 1,1-diphenyl-2- 

picrylhydrazyl (DPPH) free radicals was examined, and the results are presented in Table 8.  To evaluate 

the free radical scavenging activity of the compounds, the concentration required to scavenge DPPH free 

radicals by 50% (SC50) was determined. 

 

The antioxidant -tocopherol was used as the reference compound.  All three compounds displayed 

similar potency and were more active than -tocopherol.  The phenolic hydroxyl groups on the aromatic 

rings may strongly influence the activity, without an affect from the geranyl group. 
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Table 7.  Inhibitory effects of salsolinol (1) and its N-geranylated and N-methylated derivatives (2 - 5) 

on TPA induced EBV-EA activation (100%)
a
 

                                                                                 

Concentration (mol ratio/32 pmol TPA)  

Compounds   1000  500      100      10      IC50
b
  

                              % to control (% viability) 

                                                                                    

1   12.0 (60)  37.6  79.0  100  384 

2    3.1 (70)  24.3  71.6  97.4  350 

3      0 (70)  20.6  69.3  91.7  296 

4    9.3 (60)  36.8  78.8  100  372 

5    8.7 (60)  35.1  78.0  100  369 

Ginsenoside-Rg1   0 (80)  32.5  72.6  91.0  310 

-Carotene    9.1 (60)  34.3  82.7  100  400         

                                                                          

a: Values represent percentages relative to the positive control value. TPA (32 pmol, 20 ng) = 100%.  

Values in parentheses are viability percentages of Raji cell. b: IC50 represents the mol ratio to TPA  

that inhibits 50% of positive control (100%) activated with 32 pmol of TPA. 

 

 

Table 8. Radical scavenging activity of salsolinol (1) and its N-geranylated derivatives (2 and 3) 

           

Compounds   SC50 (M)
a
     

           

1    12.03      

2    16.98      

3    11.45      

-Tocopherol  24.3 

           

a: The compound concentration showing radical scavenging efficacy of 50% was defined as SC50. 

  

The isoquinoline alkaloids (1-3) were tested against HIV-1 replication in H9 lymphocytes to evaluate 

their anti-HIV activity.  However, none of them displayed anti-HIV activity (Table 9).  
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Table 9.  Anti-HIV activity of salsolinol (1) and its N-geranylated derivatives (2 and 3) 

—————————————————————————————————    

Compounds EC50 (g/mL)
a
   IC50 (g/mL)

b
        

—————————————————————————————————   

1  > 2.5         > 25         

2  > 2.5    20.23         

3  > 2.5    10.68       

AZT
c
  0.014    500        

       

————————————————————————————————— 

 a: The agent concentration that inhibited viral replication in H9 cell by 50%.    

b: The agent concentration that inhibited H9 cell growth by 50%. 

 c: Azidothymidine  

 

In summary, among the tested biological activities of the simple isoquinolines 1-5, N,N-geranylation 

strongly increased potency in three assays, antimicrobial and cytotoxic activities and inhibitory effects on 

EBV-EA induction, while N-geranylation increased the same activities to a lesser extent.  However, N, 

N- and N-methylation did not increase antimicrobial and cytotoxic activities.  These N-geranylated 

isoquinolines also have free radical scavenging activity.  These findings indicated that the N-geranyl 

group plays an important role in mediating these biological activities.  In these present studies, we have 

identified new biologically active N-geranylated isoquinolines, which may be considered as lead 

structures for developing potential chemotherapeutic agents.  Further experiments are ongoing to 

produce C- and/or O-geranyl derivatives. 

 

ACKNOWLEDGEMENT 

This investigation was supported in part by NIH Grant CA-17625 awarded to K. H. Lee. 

 

REFERENCES 

1. B. Sjoquist and E. Magnusson, J. Chromatogr., 1980, 183, 17.  

2. B. Sjoquist, A. Eriksson, and B. Winblad, Prog. Clinical Biolog. Res., 1982, 90, 57. 

3. R. M. Riggin, M. J. McCarty, and P. T. Kissinger, J.Agric. Food Chem., 1976, 24, 1891.  

4. M. Duncan and G. Smythe, Lancet i (8277), 1982, 904.  

5. R. Heikkila, G. Cohen, and D. Dembiec, J. Pharmacol. Exp. Ther., 1971, 179, 250; A. Giovine, M. 

Renis, and A. Bertolino, Pharmacology, 1976, 14, 86; C. Weiner and M. Collins Biochemical 

Pharmacology, 1978, 27, 2699. 

6. M. Itoigawa, C. Ito, M. Ju-ichi, T. Nobukuni, E. Ichiishi, H. Tokuda, H. Nishino, and H. Furukawa, 

Cancer Lett., 2002, 176, 25.  

1368 HETEROCYCLES, Vol. 77, No. 2, 2009

http://www.thelancet.com/journals/lancet/article/PIIS0140-6736(82)92168-7/fulltext
http://content.karger.com/ProdukteDB/produkte.asp?doi=10.1159/000136583
http://www.sciencedirect.com/science?_ob=ArticleURL&_udi=B6T4P-474YMCK-HS&_user=10&_coverDate=12%2F31%2F1978&_rdoc=1&_fmt=high&_orig=search&_sort=d&_docanchor=&view=c&_acct=C000050221&_version=1&_urlVersion=0&_userid=10&md5=712b84311085397f52dd829dc80d3a16
http://www.sciencedirect.com/science?_ob=ArticleURL&_udi=B6T4P-474YMCK-HS&_user=10&_coverDate=12%2F31%2F1978&_rdoc=1&_fmt=high&_orig=search&_sort=d&_docanchor=&view=c&_acct=C000050221&_version=1&_urlVersion=0&_userid=10&md5=712b84311085397f52dd829dc80d3a16
http://linkinghub.elsevier.com/retrieve/pii/S0304383501007406


 

7. B. Botta, A. Vitali, P. Menendez, D. Misiti, and M. G. Delle, Curr. Med. Chem., 2005, 12, 717. 

8. K. Iwasa, M. Moriyasu, Y. Tachibana, H-S. Kim, Y. Wataya, W. Wiegrebe, K. F. Bastow, L. M. 

Cosentino, M. Kozuka, and K. H. Lee, Bioorg. Med. Chem., 2001, 9, 2871. 

9. W. H. Cui, K. Iwasa, H. Tokuda, A. Kashihara, Y. Mitani, T. Hasegawa,Y. Nishiyama, M. Moriyasu, 

H. Nishino, M. Hanaoka, C. Mukai, and K. Takeda, Phytochemistry, 2006, 67, 70. 

10. L. V. Rubinstein, R.H. Shoemaker, K.D. Paull, R.M. Simo, R. S. Tosini, P. Skehan, P.A.Scudiero, A. 

Monks, and M.R. Boyd, J. Natl. Cancer Inst., 1990, 82, 1113. 

11. Y. Ito, S. Yanase, J. Fujita, T. Harayama, T. Takashima, and H. Imanaka, Cancer Lett., 1981, 13, 29. 

12. Y. Kashiwada, F. Hashimoto, L. M. Cosentino, C. H. Chen, P. E., Garrett, and K. H. Lee, J. Med. 

Chem., 1996, 39, 1016. 

13. T. Mosmann, J. Immunol. Methods, 1983, 16, 55. 

14. M. Ishiyama, Y. Miyazono, K. Sasamoto, Y. Ohkura, and K. Ueno, Taranta, 1997, 44, 1299. 

15. A. Murakami, H. Ohigashi, and K. Koshimizu, Biosci. Biotechnol. Biochem., 1996, 60, 1. 

16. K. Yasukawa, M. Takido, T. Matsumoto, M. Takeuchi, and S. Nakagawa, Oncology, 1991, 48, 72. 

17. T. Konoshima, M. Takasaki, M. Kozuka, T. Nagao, H. Okabe, N. Irino, T. Nakasumi, H. Tokuda, 

and H. Nishino, Biol. Pharm. Bull., 1995, 18, 284. 

 

HETEROCYCLES, Vol. 77, No. 2, 2009 1369

http://www.sciencedirect.com/science?_ob=ArticleURL&_udi=B6TF8-444F3F7-H&_user=10&_coverDate=11%2F30%2F2001&_rdoc=1&_fmt=high&_orig=search&_sort=d&_docanchor=&view=c&_acct=C000050221&_version=1&_urlVersion=0&_userid=10&md5=13b656b7b37e2ee8962172e58f6dba2c
http://www.sciencedirect.com/science?_ob=ArticleURL&_udi=B6TH7-4HNS6FS-1&_user=10&_coverDate=01%2F31%2F2006&_rdoc=1&_fmt=high&_orig=search&_sort=d&_docanchor=&view=c&_acct=C000050221&_version=1&_urlVersion=0&_userid=10&md5=343ff53c88bcca2dbcd5fe57ee814054
http://jnci.oxfordjournals.org/cgi/content/abstract/82/13/1113
http://www.sciencedirect.com/science?_ob=ArticleURL&_udi=B6T54-4BYBSY0-R&_user=10&_coverDate=06%2F30%2F1981&_rdoc=1&_fmt=high&_orig=search&_sort=d&_docanchor=&view=c&_acct=C000050221&_version=1&_urlVersion=0&_userid=10&md5=3482158c6573e03cd3b57c01698467cf
http://pubs.acs.org/doi/abs/10.1021/jm950922q
http://pubs.acs.org/doi/abs/10.1021/jm950922q
http://www.journalarchive.jst.go.jp/english/jnlabstract_en.php?cdjournal=bbb1992&cdvol=60&noissue=1&startpage=1
http://www.ncbi.nlm.nih.gov/sites/entrez?Db=pubmed&Cmd=Search&Term=%22Yasukawa%20K%22%5BAuthor%5D&itool=EntrezSystem2.PEntrez.Pubmed.Pubmed_ResultsPanel.Pubmed_DiscoveryPanel.Pubmed_RVAbstractPlus
http://www.ncbi.nlm.nih.gov/sites/entrez?Db=pubmed&Cmd=Search&Term=%22Takido%20M%22%5BAuthor%5D&itool=EntrezSystem2.PEntrez.Pubmed.Pubmed_ResultsPanel.Pubmed_DiscoveryPanel.Pubmed_RVAbstractPlus
http://www.ncbi.nlm.nih.gov/sites/entrez?Db=pubmed&Cmd=Search&Term=%22Matsumoto%20T%22%5BAuthor%5D&itool=EntrezSystem2.PEntrez.Pubmed.Pubmed_ResultsPanel.Pubmed_DiscoveryPanel.Pubmed_RVAbstractPlus
http://www.ncbi.nlm.nih.gov/sites/entrez?Db=pubmed&Cmd=Search&Term=%22Takeuchi%20M%22%5BAuthor%5D&itool=EntrezSystem2.PEntrez.Pubmed.Pubmed_ResultsPanel.Pubmed_DiscoveryPanel.Pubmed_RVAbstractPlus
http://www.ncbi.nlm.nih.gov/sites/entrez?Db=pubmed&Cmd=Search&Term=%22Nakagawa%20S%22%5BAuthor%5D&itool=EntrezSystem2.PEntrez.Pubmed.Pubmed_ResultsPanel.Pubmed_DiscoveryPanel.Pubmed_RVAbstractPlus
http://content.karger.com/ProdukteDB/produkte.asp?Aktion=ShowAbstract&ArtikelNr=226898&Ausgabe=245189&ProduktNr=223857
http://www.journalarchive.jst.go.jp/english/jnlabstract_en.php?cdjournal=bpb1993&cdvol=18&noissue=2&startpage=284



