
 

© The Author(s) 2019. Published by Oxford University Press for the Infectious Diseases Society of 

America. All rights reserved. For permissions, e-mail: journals.permissions@oup.com. 

Transmission-blocking effects of primaquine and methylene blue suggest P. falciparum gametocyte 

sterilisation rather than effects on sex ratio 

John Bradley1, Harouna M. Soumaré2, Almahamoudou Mahamar2, Halimatou Diawara2, Michelle 

Roh3, Michael Delves5, Chris Drakeley5, Thomas S. Churcher4, Alassane Dicko2, Roly Gosling3*, Teun 

Bousema5,6*^ 

1 MRC Tropical Epidemiology Group, London School of Hygiene and Tropical Medicine, Keppel Street, 

London, United Kingdom 

2 Malaria Research and Training Centre, Faculty of Pharmacy and Faculty of Medicine and Dentistry, 

University of Science, Techniques and Technologies of Bamako, Bamako, Mali 

3Global Health Group, Malaria Elimination Initiative, University of California San Francisco, San 

Francisco, CA, USA 

4 MRC Centre for Global Infectious Disease Analysis, Imperial College London, London, United 

Kingdom. 

5 Department of Immunology and Infection, London School of Hygiene and Tropical Medicine, Keppel 

Street, London, United Kingdom 

6 Radboud Institute for Health Sciences, Radboud university medical center, Nijmegen, the 

Netherlands 

* R.G. and T.B contributed equally 

Corresponding author: 

Teun Bousema 

Radboud University Medical Center  Nijmegen, NETHERLANDS 

Email: teun.bousema@radboudumc.nl 

  

D
ow

nloaded from
 https://academ

ic.oup.com
/cid/advance-article-abstract/doi/10.1093/cid/ciz134/5316265 by London School of H

ygiene & Tropical M
edicine user on 28 February 2019

CORE Metadata, citation and similar papers at core.ac.uk

Provided by LSHTM Research Online

https://core.ac.uk/display/187751606?utm_source=pdf&utm_medium=banner&utm_campaign=pdf-decoration-v1
mailto:teun.bousema@radboudumc.nl


 

 2 

ABSTRACT  

Gametocyte density and sex-ratio can predict the proportion of mosquitoes that become infected 

after feeding on blood of patients receiving non-gametocytocidal drugs. Because primaquine and 

methylene blue sterilize gametocytes before affecting their density and sex-ratio, mosquito feeding 

experiments are required to demonstrate their early transmission-blocking effects. 
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INTRODUCTION 

Transmission of malaria depends on mature sexual stage parasites (gametocytes) in the peripheral 

blood. Blood-feeding Anopheles mosquitoes must ingest at least one male and one female 

gametocyte to become infected. The formation of Plasmodium oocysts on the mosquito midgut wall 

is commonly used as evidence for successful transmission; these oocysts enlarge over time to 

rupture and release sporozoites that render mosquitoes infectious. In absence of treatment, 

infectivity of malaria-infected individuals can be reasonably well predicted by the density of male and 

female gametocytes in their peripheral blood [1]. Antimalarial drugs differ in their activity against 

gametocytes [2]. Artemisinins effectively clear asexual parasites and developing gametocytes but 

have limited efficacy against mature gametocytes [3-5] and therefore do not fully prevent 

transmission after treatment [4]. Primaquine (PQ) and methylene blue (MB) are potent 

gametocytocidal compounds. For these drugs, effects on transmissibility may occur before a 

measurable impact on total gametocyte density [6]. One plausible explanation for this early 

transmission blockade would be a preferential clearance of male or female gametocytes, resulting in 

a distorted, non-viable gametocyte sex ratio [7]. Gametocytocidal drugs may indeed exert different 

effects on male and female gametocytes [2, 8] with MB preferentially clearing male gametocytes [4] 

and indications that PQ may preferentially clear female gametocytes [4]. An alternative explanation 

for early transmission blockade would be a gametocyte-sterilizing effect, a reduction in gametocyte 

infectivity in the absence of, or prior to, an effect on density. We recently presented a mathematical 

model to predict mosquito infection rates based on gametocyte density and sex ratio [1]. Here, we 

utilize this model to examine whether early transmission-blocking effects of PQ and MB can be 

explained by their effects on gametocyte density or sex ratio or whether there is evidence for a 

sterilizing effect that precedes gametocyte clearance. 

METHODS 

We used data from a previously reported single-blind, randomized controlled trial that received 

ethical approval from the University of Science, Techniques, and Technologies (Bamako, Mali), the 

University of California-San Francisco (San Franscisco, USA), and the London School of Hygiene & 

Tropical Medicine (London, UK) [4]. The trial compared sulfadoxine-pyrimethamine and amodiaquine 

(SP/AQ) and dihydroartemisinin-piperaquine (DP) as non-gametocytocidal drugs with no established 

effects on mature gametocytes, with SP/AQ plus a single dose of 0·25 mg/kg PQ (SP/AQ-PQ), and DP 

plus 15 mg/kg MB per day for 3 days (DP-MB) as gametocytocidal drug combinations [4].  Following 

written informed consent (participants ≥18 years) or parental consent (participants <18 years) with 

assent for children aged 12–17 years, asymptomatic microscopy-positive gametocyte carriers aged 5-

50 years were recruited in Ouélessébougou, Mali. Infectivity of participants to mosquitoes (the 

percentage of mosquitoes that develop oocysts) was assessed by membrane feeding assay prior to 

treatment and on days 2 and 7 after initiation of treatment. Density of male and female gametocytes 

was determined by quantitative reverse-transcription polymerase chain reaction assays targeting 

female (Pfs25) and male (PfMGET) gametocyte transcripts with sex-specific trendlines [9]. 

Comparisons of gametocyte densities were done using t-tests on log-transformed values, giving 

estimates of the ratio of geometric mean (RGM) densities of male and female gametocytes between 

treatment groups. To make log-transformation possible, zeros were imputed to 0.005 gametocytes 

per microliter (half the minimum detectible concentration). Infectivity in DP-MB and SP/AQ-PQ arms 

was compared with that of non-gametocytocidal drugs (DP or SP/AQ) using a previously published 
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statistical model, controlling for male and female gametocyte density [1]. Because of low infectivity 

following DP-MB or SP/AQ-PQ, it was not possible to estimate the relative reduction in probability of 

transmission conditional upon gametocyte density (models failed to converge). To overcome this, the 

non-parametric van Elteren’s test [10] was used; an extension of the Wilcoxon rank sum test that 

compares groups in a stratified manner. Because gametocyte density is a strong non-linear 

determinant of infectivity, we compared infectivity between groups after stratifying in categories 1, 1 

to <5, 5 to <20, 20 to <50, 50 to <100 and  100 total gametocytes per microliter. Infectivity was then 

compared within different bins to test for differences between arms, accounting for gametocytemia. 

 

RESULTS  

The study was conducted from June 27 - November 1, 2016. Samples from 80 participants were 

analysed at enrolment, day 2 and day 7 post-initiation of treatment. On day 2 there was no evidence 

that female gametocyte densities were lower following treatment with DP-MB (ratio of geometric 

mean densities (RGM) with 95% confidence interval 0.37 (0.12, 1.13) p=0.079) or SP/AQ-PQ (RGM= 

1.23 (0.39, 3.94) p=0.718) compared to non-gametocytocidal drugs (Figure 1A). Similarly, there was 

no evidence that male gametocyte densities were lower on day 2 following treatment with DP-MB 

(RGM= 0.54 (0.26, 1.09) p=0.085) or SP/AQ-PQ (RGM= 1.81 (0.95, 3.46) p=0.071) compared to non-

gametocytocidal drugs (Figure 1A). In contrast, treatment with DP-MB reduced day 7 densities of 

both female (RGM= 0.015 (0.004, 0.053) p<0.001) and male gametocytes (RGM= 0.002 (0.001, 0.007) 

p<0.001) and treatment with SP/AQ-PQ reduced day 7 densities of both female (RGM= 0.003 (0.001, 

0.010) p<0.001) and male gametocytes (RGM= 0.254 (0.082, 0.787) p=0.018) compared to non-

gametocytocidal drugs (Figure 1B).  

In a model adjusting for male and female gametocyte density, there was no evidence that among 

non-gametocytocidal arms infectivity differed between baseline and day 2 (risk ratio (RR) = 1.08 

(0.57, 2.03) p = 0.819) (Figure 1C) and between baseline and day 7 (RR = 1.51 (0.71, 3.32) p = 0.288) 

(Figure 1C). Infectivity at a given density was similar for those on SP-AQ compared to DP (RR = 0.72 

(0.36, 1.43) p = 0.345). Despite considerable overlap of gametocyte densities in all arms, infectivity 

after DP-MB and SP/AQ-PQ was substantially lower on day 2. For those on non-gametocytocidal 

drugs 22/36 (61%) were infectious to mosquitoes on day 2, compared to 0/19 (0%) on DP-MB and 

1/19 (5%) on SP/AQ-PQ, with strong evidence for lower infectivity after adjusting for gametocyte 

density (van Elteren's test p<0.001). The reduction in infectivity on day 2 was thus not explained by 

gametocyte density (Figure 1D) or sex ratio (Figure 1A). Infectivity for those on MB and PQ remained 

lower on day 7, with 19/36 (53%) on non-gametocytocidal drugs infectious to mosquitoes compared 

to 0/8 (0%) of those on MB and 0/11 (0%) of those on PQ (Figure 1D). There was less overlap in 

gametocyte densities between those on MB or PQ and those on gametocytocidal drugs but again 

there was evidence that infectivity was lower for those on gametocytocidal drugs after adjusting for 

gametocyte density (van Elteren's test p=0.044). 
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DISCUSSION 

This study found that measures of mRNA gametocyte density do not correlate with infectivity shortly 

after treatment with gametocytocidal drugs. The major implication of this finding is that studies 

examining transmission-blocking effects of drugs and potentially vaccines require mosquito-feeding 

assays to measure infectivity. Gametocytocidal drugs rapidly clear gametocytes, distort gametocyte 

sex ratio [4, 11] and prevent onward transmission to mosquitoes [4, 6, 7]. Although it was previously 

reported that the transmission-blocking effect of PQ may precede its gametocyte clearing effect [7], 

it has been unclear to what extent an early effect of sex ratio may contribute to this rapid prevention 

of onward transmission [7]. For MB we previously hypothesized that its preferential clearance of 

male gametocytes may (partially) explain its early transmission-blocking effects [4]. In the current 

manuscript, we present evidence that gametocyte density and sex ratio are unaffected in the first 48 

hours after initiation of treatment, despite a near complete prevention of onward transmission to 

mosquitoes. Non-gametocytocidal drugs did not alter the shape of the association between 

gametocyte density, sex ratio and mosquito infection prevalence; gametocytes appeared equally 

infectious before and after treatment. In contrast, gametocyte density and sex ratio no longer 

explained transmission after treatment with DP-MB or SP/AQ-PQ: gametocytes persisted with sex 

ratios similar to those before treatment but mosquito infections were nearly completely prevented. 

The mechanism underlying the early sterilizing effect despite continued presence of gametocyte 

mRNA transcripts is unclear. Whilst mRNA is unlikely to survive in free-floating form, and also by 

microscopy gametocyte densities remain unaffected shortly after treatment [6], it is possible that 

mRNA persists in red blood cells with parasites that are damaged by treatment.  Upon reaching 

maturity, gametocytes complete their preparations for onward development and maintain cell cycle 

arrest until triggered to differentiate into gametes in the mosquito. Therefore, metabolic activity of 

mature gametocytes is likely reduced to “housekeeping” functions such as ATP production and 

general redox activity. Antimalarials that cause generalised cellular damage such as oxidative stress 

induced by MB inhibition of glutathione reductase [12], may manifest an initial transmission-blocking 

effect only apparent when gametocytes re-engage the complex cellular processes required for 

successful gametogenesis. PQ is similarly postulated to operate though reactive metabolites causing 

non-specific damage to gametocytes [13]. The molecular mechanisms underlying the apparent male-

biased clearance of gametocytes after MB treatment and female-biased clearance after PQ 

treatment are currently unclear, however they likely reflect the sexual dimorphism of gametocyte 

proteomes. Our findings thus provide evidence for an early sterilizing effect of MB and PQ. Molecular 

tools to quantify male and female gametocytes cannot replace mosquito-feeding experiments to 

assess transmission-blocking properties of antimalarials. 

 

  

D
ow

nloaded from
 https://academ

ic.oup.com
/cid/advance-article-abstract/doi/10.1093/cid/ciz134/5316265 by London School of H

ygiene & Tropical M
edicine user on 28 February 2019



 

 6 

NOTES 

Financial support  

The original clinical trial was supported by a grant from the Bill & Melinda Gates Foundation 

(OPP1089413) and a fellowship from the European Research Council (ERC-2014-StG639776). JB, CD 

and TB are further supported by a grant from the Bill & Melinda Gates Foundation (INDIE 

OPP1173572).  

Potential conflicts of interest 

T.B. reports salary support from the European Research Council (ERC-2014-StG639776) and support 

from the Bill & Melinda Gates Foundation (OPP1173572). R.G. reports salary support from the Bill 

and Melinda Gates Foundation (OPP1089413) and USAID  outside the submitted work. All authors: 

No reported conflicts of interest. All authors have submitted the ICMJE Form for Disclosure of 

Potential Conflicts of Interest. Conflicts that the editors consider relevant to the content of the 

manuscript have been disclosed. 

 

  

D
ow

nloaded from
 https://academ

ic.oup.com
/cid/advance-article-abstract/doi/10.1093/cid/ciz134/5316265 by London School of H

ygiene & Tropical M
edicine user on 28 February 2019



 

 7 

REFERENCES 

1. Bradley J, Stone W, Da D, Morlais I, Dicko A, Cohuet A, Guelbeogo MW, Mahamar A, Nsango 
S, Soumare HM et al: Predicting the likelihood and intensity of mosquito infection from sex 
specific Plasmodium falciparum gametocyte density eLife 2018, 7: pii: e34463. 

2. Delves MJ, Miguel-Blanco C, Matthews H, Molina I, Ruecker A, Yahiya S, Straschil U, Abraham 
M, Leon ML, Fischer OJ et al: A high throughput screen for next-generation leads targeting 
malaria parasite transmission. Nature communications 2018, 9(1):3805. 

3. Pukrittayakamee S, Chotivanich K, Chantra A, Clemens R, Looareesuwan S, White NJ: 
Activities of artesunate and primaquine against asexual- and sexual-stage parasites in 
falciparum malaria. Antimicrob Agents Chemother 2004, 48(4):1329-1334. 

4. Dicko A, Roh ME, Diawara H, Mahamar A, Soumare HM, Lanke K, Bradley J, Sanogo K, Kone 
DT, Diarra K et al: Efficacy and safety of primaquine and methylene blue for prevention of 
Plasmodium falciparum transmission in Mali: a phase 2, single-blind, randomised 
controlled trial. Lancet Infect Dis 2018, 18(6):627-639. 

5. Chotivanich K, Sattabongkot J, Udomsangpetch R, Looareesuwan S, Day NP, Coleman RE, 
White NJ: Transmission-blocking activities of quinine, primaquine, and artesunate. 
Antimicrob Agents Chemother 2006, 50(6):1927-1930. 

6. White NJ: Primaquine to prevent transmission of falciparum malaria. Lancet Infect Dis 2013, 
13(2):175-181. 

7. White NJ, Ashley EA, Recht J, Delves MJ, Ruecker A, Smithuis FM, Eziefula AC, Bousema T, 
Drakeley C, Chotivanich K et al: Assessment of therapeutic responses to gametocytocidal 
drugs in Plasmodium falciparum malaria. Malar J 2014, 13:483. 

8. Delves MJ, Ruecker A, Straschil U, Lelievre J, Marques S, Lopez-Barragan MJ, Herreros E, 
Sinden RE: Male and female Plasmodium falciparum mature gametocytes show different 
responses to antimalarial drugs. Antimicrob Agents Chemother 2013, 57(7):3268-3274. 

9. Stone W, Sawa P, Lanke K, Rijpma S, Oriango R, Nyaurah M, Osodo P, Osoti V, Mahamar A, 
Diawara H et al: A Molecular Assay to Quantify Male and Female Plasmodium falciparum 
Gametocytes: Results From 2 Randomized Controlled Trials Using Primaquine for 
Gametocyte Clearance. J Infect Dis 2017, 216(4):457-467. 

10. Van Elteren PH: On the combination of independent two-sample tests of Wilcoxon. Bulletin 
of the International Statistical Institute 1960, 37:351-361. 

11. Delves MJ, Ruecker A, Straschil U, Lelièvre J, Marques S, López-Barragán MJ, Herreros E, 
Sinden RE: Male and female Plasmodium falciparum mature gametocytes show different 
responses to antimalarial drugs. Antimicrobial agents and chemotherapy 2013, 57(7):3268-
3274. 

12. Buchholz K, Schirmer RH, Eubel JK, Akoachere MB, Dandekar T, Becker K, Gromer S: 
Interactions of methylene blue with human disulfide reductases and their orthologues 
from Plasmodium falciparum. Antimicrob Agents Chemother 2008, 52(1):183-191. 

13. Vale N, Moreira R, Gomes P: Primaquine revisited six decades after its discovery. Eur J Med 
Chem 2009, 44(3):937-953. 

 

  

D
ow

nloaded from
 https://academ

ic.oup.com
/cid/advance-article-abstract/doi/10.1093/cid/ciz134/5316265 by London School of H

ygiene & Tropical M
edicine user on 28 February 2019



 

 8 

Figure1. Associations between gametocyte density, sex ratio, treatment and the proportion of 

mosquitoes that develop oocysts (become infected). The association between male and female 

gametocyte density is presented for day 2 (A) and day 7 (B) post initiation of treatment. The 

association between female gametocyte density and the proportion of infected mosquitoes is 

presented for individuals receiving non-gametocytocidal drugs (C) and gametocytocidal drugs (D). In 

all panels green symbols represent observations following DP, orange SP/AQ, maroon DP-MB and 

blue SP/AQ-PQ. Crosses represent feeding outcomes from experiments conducted on day 2 post-

initiation of treatment and triangles feeding outcomes from experiments conducted on day 7 post 

initiation of treatment. In panels C and D, the proportion of mosquitoes developing oocysts prior to 

treatment are plotted in light grey circles for all treatment arms for illustrative purposes; the black 

line indicates the shape of the best fit relationship between female gametocyte density and 

infectivity in the absence of malaria treatment as previously defined [1]. 
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