
Innovation in cholinergic enhancement for Alzheimer's
Disease
Baakman, A.C.

Citation
Baakman, A. C. (2021, November 17). Innovation in cholinergic
enhancement for Alzheimer's Disease. Retrieved from
https://hdl.handle.net/1887/3240157
 
Version: Publisher's Version

License:
Licence agreement concerning inclusion of
doctoral thesis in the Institutional Repository of
the University of Leiden

Downloaded from: https://hdl.handle.net/1887/3240157
 
Note: To cite this publication please use the final published version (if
applicable).

https://hdl.handle.net/1887/license:5
https://hdl.handle.net/1887/license:5
https://hdl.handle.net/1887/license:5
https://hdl.handle.net/1887/3240157


146 	 innovation in cholinergic enhancement for alzheimer’s disease

with lorazepam in healthy volunteers. J Psychopharmacol. 
2009;23(6):625-32.

36	 Milner B. Visually-Guided Maze Learning in Man: Effects of 
Bilateral Hippocampal, Bilateral Frontal, and Unilateral Cerebral 
Lesions. Neuropsychologia. 1965;3:317-38.

37	 Lim HK, Juh R, Pae CU, Lee BT, Yoo SS, Ryu SH, et al. Altered 
verbal working memory process in patients with Alzheimer’s 
disease: an fMRI investigation. Neuropsychobiology. 
2008;57(4):181-7.

38	 Rombouts SA, Barkhof F, Van Meel CS, Scheltens P. Alterations 
in brain activation during cholinergic enhancement with 
rivastigmine in Alzheimer’s disease. J Neurol Neurosurg 
Psychiatry. 2002;73(6):665-71.

39	 Sweet LH, Rao SM, Primeau M, Durgerian S, Cohen RA. 
Functional magnetic resonance imaging response to increased 
verbal working memory demands among patients with multiple 
sclerosis. Hum Brain Mapp. 2006;27(1):28-36.

40	 Stroop JR. Studies of interference in serial verbal reactions. J Exp 
Psychol. 1935;18:643-62.

41	 Bond A, Lader M. The use of analogue scales in rating subjective 
feelings. Br J Med Psychol. 1974;47:211-8.

42	 Bowdle TA, Radant AD, Cowley DS, Kharasch ED, Strassman 
RJ, Roy-Byrne PP. Psychedelic effects of ketamine in healthy 
volunteers: relationship to steady-state plasma concentrations. 
Anesthesiology. 1998;88(1):82-8.

43	 Borland RG, Nicholson AN. Comparison of the residual 
effects of two benzodiazepines (nitrazepam and flurazepam 
hydrochloride) and pentobarbitone sodium on human 
performance. Br J Clin Pharmacol. 1975;2(1):9-17.

44	 Borland RG, Nicholson AN. Visual motor co-ordination and 
dynamic visual acuity. Br J Clin Pharmacol. 1984;18 Suppl 
1:69S-72S.

45	 Gijsman HJ, van Gerven JM, Tieleman MC, Schoemaker 
RC, Pieters MS, Ferrari MD, et al. Pharmacokinetic and 
pharmacodynamic profile of oral and intravenous meta-
chlorophenylpiperazine in healthy volunteers. J Clin 
Psychopharmacol. 1998;18(4):289-95.

46	 van Steveninck AL, Gieschke R, Schoemaker HC, Pieters MS, 
Kroon JM, Breimer DD, et al. Pharmacodynamic interactions 
of diazepam and intravenous alcohol at pseudo steady state. 
Psychopharmacology (Berl). 1993;110(4):471-8.

47	 van Steveninck AL, Schoemaker HC, Pieters MS, Kroon R, Breimer 
DD, Cohen AF. A comparison of the sensitivities of adaptive 
tracking, eye movement analysis and visual analog lines to the 
effects of incremental doses of temazepam in healthy volunteers. 
Clin Pharmacol Ther. 1991;50(2):172-80.

48	 van Steveninck AL, van Berckel BN, Schoemaker RC, Breimer DD, 
van Gerven JM, Cohen AF. The sensitivity of pharmacodynamic 
tests for the central nervous system effects of drugs on the 
effects of sleep deprivation. J Psychopharmacol. 1999;13(1):10-7.

49	 Baloh RW, Sills AW, Kumley WE, Honrubia V. Quantitative 
measurement of saccade amplitude, duration, and velocity. 
Neurology. 1975;25(11):1065-70.

50	 Bittencourt PR, Wade P, Smith AT, Richens A. Benzodiazepines 

impair smooth pursuit eye movements. Br J Clin Pharmacol. 
1983;15(2):259-62.

51	 Wright BM. A simple mechanical ataxia-meter. J Physiol. 1971;218 
Suppl:27P-8P.

52	 Cohen AF, Ashby L, Crowley D, Land G, Peck AW, Miller AA. 
Lamotrigine (BW430C), a potential anticonvulsant. Effects on 
the central nervous system in comparison with phenytoin and 
diazepam. Br J Clin Pharmacol. 1985;20(6):619-29.

53	 van Steveninck AL, Mandema JW, Tuk B, Van Dijk JG, 
Schoemaker HC, Danhof M, et al. A comparison of the 
concentration-effect relationships of midazolam for eeg-derived 
parameters and saccadic peak velocity. Br J Clin Pharmacol. 
1993;36(2):109-15.

54	 Wauquier A. Aging and changes in phasic events during sleep. 
Physiol Behav. 1993;54(4):803-6.

55	 Silber MH, Ancoli-Israel S, Bonnet MH, Chokroverty S, Grigg-
Damberger MM, Hirshkowitz M, et al. The visual scoring of sleep 
in adults. J Clin Sleep Med. 2007;3(2):121-31.

56	 Tarrasch R, Laudon M, Zisapel N. Cross-cultural validation of 
the Leeds sleep evaluation questionnaire (LSEQ) in insomnia 
patients. Hum Psychopharmacol. 2003;18(8):603-10.

57	 Zisapel N, Laudon M. Subjective assessment of the effects 
of CNS-active drugs on sleep by the Leeds sleep evaluation 
questionnaire: a review. Hum Psychopharmacol. 2003;18(1):1-20.

58	 Althouse AD. Adjust for Multiple Comparisons? It’s Not That 
Simple. Ann Thorac Surg. 2016;101(5):1644-5.

59	 Wason JM, Stecher L, Mander AP. Correcting for multiple-
testing in multi-arm trials: is it necessary and is it done? Trials. 
2014;15:364.

60	 Baakman AC, t Hart E, Kay DG, Stevens J, Klaassen ES, Maelicke 
A, et al. First in human study with a prodrug of galantamine: 
Improved benefit-risk ratio? Alzheimers Dement (N Y). 
2016;2(1):13-22.

61	 Schliebs R, Arendt T. The cholinergic system in aging and 
neuronal degeneration. Behav Brain Res. 2011;221(2):555-63.

62	 Nathan PJ, Boardley R, Scott N, Berges A, Maruff P, Sivananthan 
T, et al. The safety, tolerability, pharmacokinetics and cognitive 
effects of GSK239512, a selective histamine H(3) receptor 
antagonist in patients with mild to moderate Alzheimer’s 
disease: a preliminary investigation. Curr Alzheimer Res. 
2013;10(3):240-51.

63	 Egan F, Zhao X, Gottwald R, Harper-Mozley L, Zhang Y, Snavely 
D, et al. Randomized crossover study of the histamine H3 inverse 
agonist MK-0249 for the treatment of cognitive impairment in 
patients with schizophrenia. Schizophr Res. 2013;146(1-3):224-30.

64	 Huang M, Marino MJ, Li Z, Felix AR, Meltzer HY, editors. 
Histamine 3 receptor antagonists increase dopamine and 
acetylcholine efflux in rat prefrontal cortex and nucleus 
accumbens. Neuroscience 2011; 2011 11/16/2011; Washington DC 
2011.

65	 Mehta M, Whyte E, Lenze E, Hardy S, Roumani Y, Subashan P, et 
al. Depressive symptoms in late life: associations with apathy, 
resilience and disability vary between young-old and old-old. Int 
J Geriatr Psychiatry. 2008;23(3):238-43.

chapter 8

Summary and discussion



148 	 innovation in cholinergic enhancement for alzheimer’s disease chapter 8 – summary and discussion	 149

studies with nAChR agonists. Clearly more work needs to be done to fully validate 
this model a challenge for drug development, but this study demonstrates the 
need for a systematic approach for such challenge models.

In Chapter 5, Gln-1062, a prodrug of the cholinesterase inhibitor galantamine 
was tested in an adaptive design. The reason of this was that although the active 
moiety was well known and safe, the prodrug was designed to have an improved 
brain penetration and hence increased cholinesterase inhibition in the brain. 
Consequently, equimolar dosage could not a priori be considered safe. The trial 
started with the standard starting dose of 10% of the level of no adverse effects 
(NOAEL) in animal studies. Since no PD effects were expected at the two lowest 
doses to be administered, these were given to healthy young male volunteers and 
PK, PD and safety were measured. Unexpectedly, even these low doses induced 
some measurable effects on attention and memory. The study continued in three 
cohorts of healthy elderly male volunteers, as they are expected to have a slight, 
age-related cholinergic deficiency, which was expected to increase the possibility 
of finding any pharmacodynamic effects, without the necessity of administration of 
an anticholinergic challenge. MMSE score was included in the exclusion criteria to 
prevent inclusion of demented patients in the study. The increasing doses of Gln-
1062 in these cohorts were compared to donepezil and galantamine. Galantamine 
did not induce any measurable effects, while donepezil improved the perfor-
mance on the adaptive tracking, comparable with the effect of the 33 mg and 44 
mg dose of Gln-1062. While improvements were demonstrated on the adaptive 
tracking test and the VVLT, ceiling effects may well have limited the extent to which 
positive effects could be demonstrated in healthy younger subjects. Therefore in 
this study we introduced a novel approach to the evaluation of compounds for ad, 
namely to perform the study in ‘physiologically impaired subjects’, elderly without 
overt cognitive symptoms but with likely some incipient cholinergic neuronal dys-
function in contrast to the pharmacologically challenged subject.

In Chapter 5 we showed that the effects of galantamine can be measured acute-
ly in healthy young and elderly subjects, even after a single dose. In Chapter 6  
we proceeded to a study in ad patients. Here we asked the question if the acute 
effects of a single dose of an anticholinergic medicine, galantamine, could predict 
a response to chronic treatment at 6 months. In this study, there was no signif-
icant effect on the adaptive tracking (primary endpoint), but the effect on eeg 
parameters after a single dose predicted the treatment response to galantamine 
at 6 months. Such an approach could lead to a more personalized approach to 
treatment. In case of CEI treatment, this could spare +/- 70% of the current med-
ication prescriptions. Rather than directly affecting the cholinergic system, other 
approaches that affect cholinergic and cognitive systems indirectly are studied 

Summary and discussion

This thesis describes studies of the effects on cognition of drugs that stimulate 
or inhibit the cholinergic system by direct or indirect mechanisms. All study 
designs included extensive pharmacodynamic testing in various phases of drug 
development. Consequently, the study designs and study populations differed, 
depending on the aim of the study. In general we performed extensive studies 
of pharmacodynamics effects in subjects with normal or impaired cognition, or in 
healthy volunteers with a previously pharmacologically impaired cognitive system 
(challenge studies).

Chapter 2 describes a study of the effects of several doses of the α7 nAChR 
partial agonist EVP-6124, alone and in combination with two doses of the 
cholinesterase inhibitor donepezil in healthy elderly subjects, receiving a 
scopolamine challenge prior to administration of EVP-6124 and/or donepezil. As 
preclinical studies showed a complete reversal of the scopolamine effect, the 
expectations were high. However, efficacy of EVP-6124, alone or in combination with 
donepezil, could not be shown. Despite these negative results, the compound was 
tested in patients with ad and provided some indications for therapeutic efficacy.1 
Subsequent clinical trials were less positive, and the compound was withdrawn 
from further development. The lack of effect reversal of scopolamine effects by 
EVP-6124 in Chapter 2 is therefore in line with the equivocal clinical effects of the 
compound. However, there are other possible explanations for the negative results 
of the scopolamine study. First, the results may have been obscured by the strong 
sedative effect of scopolamine in the healthy elderly subjects. Another explanation 
is that scopolamine is a muscarinic antagonist, which may not be antagonized by 
an α7 nAChR partial agonist. This highlights some problems of pharmacological 
challenge studies. The validation of such an intervention may require more work 
to get an optimal representation of the precise pharmacological effect or the real 
clinical condition that is mimicked. 

The limitations of scopolamine as an anticholinergic challenge model were 
addressed in Chapter 3. This describes an extensive exploration of another anti-
cholinergic challenge model with the nAChR specific antagonist mecamylamine. 
Although this challenge model has been used before, its PD and PK characteristics 
were largely unknown and a detailed comparison with scopolamine was never 
done. The pharmacokinetics of mecamylamine are described in Chapter 4. In 
contrast to scopolamine, mecamylamine did not have any sedative effects, but it 
did cause measurable cognitive decline. From a pharmacological point of view, 
it seems more logical to use this nicotinic challenge model for proof of concept 
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This is illustrated by a study by Miranda et al., where acetylcholine was measured  
in the rat brain and only in the encoding phase, a peak was registered.2 In an fMRI 
study described by Kukolja et al., the cholinesterase inhibitor physostigmine was 
administrated during a memory task and was demonstrated to enhance activity 
related to neuronal encoding in the hippocampus, while it could not be shown 
to influence activity associated with memory consolidation or retrieval.3 Gais et 
al. taught healthy subjects a paired associated learning task before the night 
and administered physostigmine during deep sleep.4 They found that memory 

and we applied our system of development to a histamine 3 receptor (H³R) inverse 
agonist (CEP-26401) in Chapter 7. As histamine has an indirect effect on several 
neurotransmitter systems, including the cholinergic system, this was considered 
a target for procognitive medication. Based on previous studies with this com-
pound, low doses were administered and its effects were compared to placebo, 
donepezil and modafinil. The population of healthy volunteers was chosen as ini-
tial target, because a comparison with positive controls was incorporated in the 
design, which included two very extensive test battery with sensitive tests (CANTAB 
and NeuroCart). In this study, the primary (cognitive) endpoint was not met, but 
there was a positive effect on subjective feelings, which was strongest at the 25 µg 
dose. There was no improvement on cognitive testing and even some worsen-
ing on the spatial working memory test (SWM 10 boxes; primary endpoint of the 
study) and paired associate learning test after administration of the highest dose 
of CEP-26401. As donepezil did not induce any improvement either, ceiling effects 
might still have influenced the outcome of this study, despite the chosen test bat-
tery. This remains a problem of the study of such drugs on a healthy population 
with optimal cognitive functioning that is difficult to improve. In our approach, but 
outside the scope of this thesis, the compound also requires testing in physio-
logically impaired or pharmacologically challenged subjects before any definite 
conclusions can be drawn about its clinical value. The positive effects of CEP-26401 
on subjective feelings may also indicate that its mechanism of action (histamine 
3 receptor (H³R) inverse agonism) renders this class of compounds more suitable 
for the treatment of mood disorders than for the treatment of cognitive disorders.

Even though the primary endpoints were not met in some of the studies, the 
profile of cholinergic intervention on the used biomarkers seems to be quite 
consistent. Based on the function and localisation of acetylcholine receptors 
in the brain, cholinergic drugs are expected to influence mainly memory and 
attention. In all studies in this thesis, both with procholinergic and anticholinergic 
compounds, effects were mostly observed on the adaptive tracker (attention), 
N-back (working memory), visual verbal learning test (working memory and recall) 
and eeg parameters (table 1). 

With regard to the effects on memory, it is remarkable that the direct recall is 
more often influenced than the delayed recall and recognition. This is inherent to 
the function of acetylcholine in learning. Memorising is a complicated process, 
consisting of an encoding phase, when information is received and comprehended, 
a consolidation phase to ‘store’ memories for a longer time and a retrieval phase 
to reproduce the previously learned information. Both preclinical and clinical 
research suggest that the encoding phase requires high acetylcholine levels in the 
brain, while for the consolidation phase lower levels of acetylcholine are sufficient. 

Table 1	 Effects of pro- and anti-cholinergic compounds on N-back, VVLT, EEG and adaptive tracking

N-back VVLT EEG Tracker

pr
o-

ch
li

ne
rg

ic
 c

om
po

un
ds

donepezil improvement  
RT 0-back (5 mg); 
deterioration  
RT 2-back (5 mg)

improvement  
(2,5 mg and  
10 mg)

galantamine decrease in relative 
frontal theta power; 
decrease in absolute 
alpha, beta and 
theta power (16 mg)

trend to 
improvement  
(16 mg)

EVP-6124 dose dependent 
improvement ACC 
0-back (all doses); 
improvement ACC 
1-back (2 mg)

increase in absolute 
alpha power (16 mg)

GLN-1062 improvement IR  
(all doses compared to 
GAL 22 mg compared  
to placebo); improve-
ment DR (5,5 and 11 mg 
compared to placebo)

improvement  
(11, 33 and  
44 mg)

CEP-26401 deterioration ACC 
2-back (125 mcg)1

dose dependent 
improvement 
for all doses

an
ti

-c
ho

li
ne

rg
ic

 
co

m
po

un
ds

scopolamine deterioration RT 
and ACC of all 
paradigms (0,5 mg)

deterioration on all 
parameters (0,5 mg)

decrease in absolute 
alpha and beta 
power (0,5 mg)

severe 
deterioration  
(0,5 mg)

mecamylamine deterioration on IR  
and DR (20 mg)

deterioration,  
but less severe 
than for scopol-
amine (20 mg)

VVLT: visual verbal learning test; EEG: electroencephalography; RT: reaction time; ACC: accuracy; IR: immediate recall; 
GAL: galantamine; DR: delayed recall.   
1. Based on previous studies, the lower doses were expected to be more effective
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In classic drug development, the possibility of physiologically or pharmacologically 
challenged subjects is skipped. Studies in large groups of patients are initiated, 
with largely questionnaire based outcomes. Such simple outcome measurements 
are inevitable due to the multinational, multicentre approach that is necessary in 
these classical Phase IIa and Phase III studies.

In the studies in this thesis, a different approach was chosen. In all studies, 
safety, tolerability, pharmacokinetic and pharmacodynamic measurements were 
included, regardless of the phase of drug development. This gave at least an 
impression of pharmacodynamics effects in an early stage of drug development. 
Our approach with quantitative and objective measurement of a central impaired 
function, memory and cognitive functioning in normal, physiologically impaired 
and pharmacologically challenged individuals before proceeding to large, risky 
and expensive trials may assist in a more economically and faster development.6 
This approach is clearly easier for interventions that have an immediate effect 
like cholinesterase inhibitors, but we also demonstrated that these short time 
effects predict long term clinical improvement to a certain extent. Additionally, a 
thorough systematic approach to drug development may demonstrate potential 
other beneficial effects that otherwise would not be detected as we demonstrated 
with the effects on mood of the H³-antagonist in chapter 7 of this thesis.

Disease modifying treatments for Alzheimer’s disease – if ever found – may 
require a different approach, but well validated quantitative measurements of 
clinical importance are still in short supply. Also, a wide variety of tests is used in 
clinical trials, which complicates mutual comparison.7 Intermediate biomarkers of 
pathology like amyloid imaging or other functional imaging studies have value 
but do not always correlate with (lack of) clinical improvement. Clinical outcome 
measures are partly based on questionnaire evaluations by caregivers with a 
high interrater variability and often designed to diagnose dementia instead of 
measuring a relevant (reduction of) progression of dementia over time.8 New 
biomarkers may be found in more specific, validated questionnaires, for example 
the Amsterdam iadL scale, or continuous wearable measurements.9–12 The use of 
more specific and sensitive biomarkers in a carefully selected population will lead 
to a more efficient drug development process and probably faster availability of 
either disease modifying or more effective symptomatic treatment. This could 
eventually lead to an enormous reduction of drug development costs, and, even 
more important, health care costs.6

retrieval was significantly worse after administration of physostigmine compared 
to placebo, and concluded that low cholinergic levels during deep sleep is 
essential for memory consolidation. Our results demonstrate that a relevant set of 
biomarkers used in a systematic approach, can be successfully applied during the 
development of new cholinergic interventions.

The eeg results of the study in patients with ad are especially interesting. At first 
glance, the increase in relative frontal theta frequency in responders to long-term 
galantamine treatment on the placebo occasion and the decrease on galantamine 
occasion seems to be counterintuitive, as theta activity is usually associated with 
worse cognitive functioning. However, the study of Wascher et al. reported an 
increase in frontal alpha and theta power over time in young healthy subjects, 
during a day filled with cognitive tasks.5 They reasoned that this is a reflection 
of mental fatigue. Possibly, the cognitive tasks during the pharmacological 
challenge days result in less electroencephalographic signs of cognitive fatigue 
after administration of a single dose of galantamine in patients with ad, who are 
responders to long-term treatment with galantamine. One could even argue 
that the fact that there is no change in eeg activity during the pharmacological 
challenge study days in non-responders to long-term galantamine treatment is 
actually abnormal. This approach requires more attention, because the response 
rate of all cholinesterase inhibitors for ad is little higher than 30% and if a more 
personalized approach could be used considerable cost (and unnecessary side 
effects) could be saved. 

The central question of this thesis is if the integration of pharmacokinetics 
(PK), CNS pharmacodynamics (PD) and clinical assessments in early phase drug 
development is feasible for drugs for Alzheimer’s disease. At this moment, the 
only registered procholinergic drugs for Alzheimer’s disease or Lewy Body 
dementia are cholinesterase inhibitors (galantamine, rivastigmine and donepezil). 
During the development trajectories of these drugs, the classical process of drug 
development was followed:

∙∙ Disease with a known or assumed pathophysiology, in this case ad.
∙∙ Possibility for pharmacological interference in the (assumed) cascade of 

pathophysiology, either in a curative or in a symptomatic manner. In this case 
the depletion of acetylcholine was targeted by acetylcholinesterase inhibitors 
and largely tested in animal models.

∙∙ This preclinical research leads to selection of a compound that is considered 
to be safe and effective.

∙∙ The compound is tested in healthy volunteers to evaluate safety, tolerability 
and PK.
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Conclusion

Clearly the work presented in this thesis does not produce the final answer to all 
problems associated with the development of treatments for cognitive decline, 
which is until now largely unresolved, despite an enormous burden on healthcare. 
Cognitive decline is a complex process with many potential pathophysiological 
mechanism that allow many approaches, and we have only studied the 
cholinergic system. However for all interventions it would be ideal if there were 
good biomarkers of the severity of the disease that were shown to respond to 
interventions. Finding useful and disease modifying treatments for cognitive 
decline does not appear to be in close reach, but assuming that this will eventually 
occur, it is obvious that more efficient development paradigms are necessary to 
keep the pharmacological development trajectories economically feasible. Rapid 
evaluation of the most promising treatments in the right dose requires preclinical 
and early development, already directed towards the final clinical value based 
endpoint. Rapid elimination of interventions that do not work will of course help 
to focus limited resources on the more hopeful ones.

Thus, the road between ‘working’ (on a particular mechanism) and ‘helping’ 
(the patient) needs to be paved by improved selection and composition of subject 
populations to be maximally informative. Necessarily this may involve challenges 
to induce cognitive dysfunction. The cement between the paving stones is a set of 
biomarkers that are clinically practical, physiologically relevant and –not to forget–
well-validated in a systematic manner. This road is by no means finished but this 
thesis has hopefully produced some building material.


